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outline of this thesis 
This thesis focuses on the role of Rad18 in dna double-strand break (dsb) repair. 
Much is known about the role of Rad18, and its critical substrate pcna in replication 
damage bypass (Rdb) repair. However, the roles of Rad18 in dsb repair are still 
elusive, although several interaction partners of Rad18 have been identified, and the 
radiation-sensitivity of Rad18 knockout cells has shown that this e3 ligase is active in 
dsb repair.

first, a general introduction on the possible involvement of Rad18 in dsb repair 
mechanisms and Rdb that operate in mitotic and meiotic cells is presented in chapter 
1. in chapter 2, we examined the dynamic localization of human Rad18 during the 
cell cycle and after dna damage in living cells. The dna damage response functions 
of Rad18 after different types of damages (uV and iR) were analyzed. in order to 
distinguish dsb repair functions of Rad18 from functions in the Rdb pathway, the 
dynamics of the known substrate of Rad18 in Rdb, pcna, was also examined in 
living cells. subsequently, we performed a structure-function analysis of Rad18 and 
examined the requirements for Rad18 localization to dsbs in mitotic cells. We also 
show that Rad18 facilitates recruitment of the checkpoint protein Rad9 to dsb repair 
sites (chapter 3). next, we examined the role of mouse Rad18 in meiotic dsb repair 
by analysing the testicular phenotype of Rad18 knockdown mice (chapter 4). also, the 
function of pcna modification in meiosis was examined in chapter 5. We propose 
a possible role of suMoylated pcna in meiotic crossover control. based upon our 
observations on Rad18 localization to dsbs in meiosis, we have performed a detailed 
analysis of the accumulation of dsb-repair proteins in the presence and absence of 
meiotic (spo11-induced) dsbs in spermatocytes, in relation to chromosome pairing 
(chapter 6). finally, we present a general discussion of the results described in chapter 
2 - 6 and present a model of Rad18 functions in dsb repair (chapter 7).
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Dna rePair in mitotic anD meiotic cells
in somatic cells, dna damage may arise due to exogenous and endogenous sources. 
correct repair of dna lesions is essential for the maintenance of genome integrity. 
in meiotic cells, formation and repair of meiosis-specific dna double-strand 
breaks (dsb) is required for homologous chromosome pairing. in this chapter, we 
describe dsb repair mechanisms that operate in mitotic and meiotic cells.
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i.  Dna rePair in mitotic cells
- types of damage and repair mechanisms, double strand break repair pathways, 
dna damage tolerance, dna damage response, and cell cycle checkpoint activation

Akiko Inagaki

department of Reproduction and development, erasmus Mc – university Medical center, 
Rotterdam, the netherlands

Key words: dna double-strand break repair, homologous recombination, non-
homologous dna end-joining, cell cycle checkpoint, replication damage bypass, 
dna damage response

1. t yPes of Damage anD rePair mechanisms
cells are constantly exposed to internal and external factors that may cause dna 
damage. to maintain genomic integrity, cells have developed elaborate dna repair 
systems and various cell cycle checkpoints that ensure the repair of dna lesions before 
cell cycle progression resumes. depending on the type of dna damage, different dna 
repair mechanisms may be activated. for example, base excision repair is used to repair 
oxidized, alkylated or some types of mismatched bases, whereas nucleotide excision 
repair is used for bulky helix-distorting dna lesions. interstrand cross-link repair and 
dna double-strand break repair are two other major repair pathways. in contrast, there 
is a special pathway called replication damage bypass (Rdb) that allows progression of 
dna replication in the presence of unrepaired dna lesions in the template. checkpoint 
signaling is activated in response to various situations that threaten genome integrity 
such as incomplete dna replication, repair at stalled replication forks, and damaged 
dna induced by both internal and external sources such as uV light, ionizing radiation, 
reactive oxygen species or dna-damaging agents. active checkpoints prevent further 
progression of the cell cycle. if dna repair mechanisms fail in repair dna lesions, 
additional signaling pathways are activated, which lead to cell death via apoptosis. in 
this chapter, the mechanisms of double-strand break repair and replication damage 
bypass, as well as dna damage response pathways and checkpoint signaling will be 
described in the mammalian system as well as in yeast (table 1). 

2. D ouble-stranD break rePair Pathways
one of the most genotoxic lesions is a dna double-strand break (dsb). during s 
phase, dsbs can arise when the replication fork collapses. in addition, dsbs may arise 
from exogenous factors such as ionizing radiation. two distinct repair pathways have 
been identified in mammalian cells; non-homologous end-joining (nHeJ) (figure 1), 
and homologous recombination (HR) (figure 2-6). nHeJ is an error-prone form of 
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table 1. proteins involved in dsb repair, checkpoint, and Rdb pathways

  mammals s. pombe s. cerevisiae
nHeJ ku70 pku70 Hdf1
  ku80 pku80 Hdf2
  dna-pks - -
  aRteMis - -
  POLµ pol4 pol4
  POLλ pol4 pol4
  dnaligase4 lig4 dnl4
  XRcc4 - lif1
  Xlf Xlf1 nej1

HR MRe11 Rad32 Mre11
  Rad50 Rad50 Rad50
  nbs1 nbs1 Xrs2
  ctip ctp1 sae2
  eXo1 exo1 exo1
  dna2 dna2 dna2
  blM Rqh1 sgs1
  Rtel1 srs2 srs2
  fbH1 fbh1 -
  Rad51 Rhp51 Rad51
  Rad51d Rdl1 -
  Rpa ssb/Rad11 Rfa
  Rad52 Rad22 Rad52
    Rti1/Rad22b  
  Rad54 Rhp54 Rad54
  - Rph55 Rad55
  XRcc2 Rlp1 -
  XRcc3 Rhp57 Rad57
  Gen1 - Yen1
  TOPIIIα top3 top3
  RMi1 Rmi1 Rmi1
  Mus81 Mus81 Mus81
  eMe1 eme1 Mms4
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table 1. continuation

  mammals s. pombe s. cerevisiae

checkpoint atR Rad3 Mec1
  atM tel1 tel1
  atRip Rad26 ldc1/ddc2
  cHk1 chk1 chk1
  cHk2 cds1 Rad53
  Rad9 Rad9 ddc1
  Rad1 Rad1 Rad17
  Hus1 Hus1 Mec3
  Rad17 Rad17 Rad24
  53bp1 crb2/Rhp9 Rad9
  topbp1 cut5 dpb11

Rdb pcna pcn1 pol30
  Rad18 Rhp18 Rad18
  HR6a Rhp6 Rad6
  HR6b Rhp6 Rad6
  Hltf Rad8 Rad5
  sHpRH Rad8 Rad5
  POLη eso1 Rad30
  POLι - -
  POLκ - -
  REV3(POLζ) Rev3 Rev3
  REV7(POLζ) Rev7 Rev7
  ReV1 Rev1 Rev1
  ubiquitin ubi4 ubi4
  suMo1 pmt3 smt3
  suMo2 - -
  suMo3 - -
  ubc13 ubc13 ubc13
  MMs2 mms2 Mms2
  sae1 Rad31 aos1
  sae2 fub2 uba2
  ubc9 Hus5 ubc9
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dsb repair, in which the two ends of the broken dna are processed for direct ligation. 
This mechanism is thought to be operative mainly during the G1 phase but may also 
function in s and G2 phases. in contrast, HR is an error-free mechanism, in which a 
homologous sequence of the sister chromatid is used as a template to process repair in 
the s and G2 phases. 

2.1 non-homologous Dna end-joining 
in non-dividing haploid organisms or in diploid organisms that are not in s phase, 
a homologous template of sister chromatid is not available, and of homologous 
chromosome is not situated nearby. Therefore, dsbs can be repaired only by nHeJ. 
nHeJ involves several separate steps (figure 1), 1) dna-end cleavage, 2) dna 
synthesis, and 3) ligation to restore integrity to the dna strands. While HR appears to 
be the predominant mechanism of dsb repair in yeast, nHeJ is thought to be the main 
dsb-repair pathway in mammals, especially during G1 phase. 

Figure 1
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Figure 1. schematic representation 
of the mammalian nonhomologous 
DNA end-joining pathway. With 
induction of a double-strand break 
(dsb), a ku70/80 heterodimer binds 
to the dna ends. subsequently, dna 
protein kinase (dna-pkcs) and 
artemis are recruited, and interact 
with ku70/80. both dna-pkcs 
and artemis are phosphorylated by 
dna-pkcs. non-complementary 
5’nucleotides are processed by the 
nuclease activity of artemis. dna 
polymerases of the polX family, 
polµ or polλ, synthesize several 
nucleotides to generate terminal 
microhomology, if necessary. dna 
ligase iV and its associated factors 
XRcc4 and Xlf are recruited and 
ligate incompatible dna ends. polµ 
and polλ fill the dna gaps.
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2.1.1 DNA-end cleavage
When a dsb arises, ku is the first protein that binds to the two broken dna ends [1-5]. 
ku is a ring-like heterodimer composed of ku70 and ku80, which displays high affinity 
to dna ends and serves as a platform for the core components of nHeJ (reviewed 
in [6]). once ku binds to dna ends, it recruits artemis and the dna-dependent 
protein kinase catalytic subunit (dna-pkcs) [7]. When dna-pkcs binds to dsb 
ends, the serine/threonine kinase activity of dna-pkcs becomes active [8-11]. upon 
activation, both dna-pkcs itself as well as artemis are phosphorylated [12,13]. This 
phosphorylation of artemis activates its 5’- and 3’- endonuclease activity at overhangs, 
hairpins, gaps, flaps, and various loop conformations [12,14]. artemis appears to be 
involved in processing various damaged dna ends to remove nucleotides that cannot 
be directly ligated [12,15,16]. in addition, the dna-bound dna-pkcs molecules 
bridge and connect the two dna ends [17-19]. 

Figure 2
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Figure 2. schematic mechanism 
of yeast DNA-end resection in the 
homologous recombination pathway. 
Mammalian orthologs are also shown 
in the figure. dsbs are detected by the 
Mre11-Rad50-Xrs2 complex (MRX), 
followed by sae2. endonuclease 
activity of Mre11 and sae2 initiates 
dna-end resection. The dna-end 
resection is further processed by 
either the 5’-3’exonuclease exo1, or 
the helicase sgs1 / 5’flap endonuclease 
dna2 complex for long-range 
resection.
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2.1.2 DNA synthesis
Three dna polymerases of the polX 
family are involved in mammalian nHeJ; 
polµ, polλ, and terminal deoxynucleotidyl 
transferase (tdt) [20-25]. These three dna 
polymerases all contain bRct domains, and 
bind to the ku-dna complexes [21]. tdt 
functions only during V(d)J recombination, 
since it is expressed only in pre-b and pre-t 
cells [26]. polλ displays template-dependent 
dna synthesis, while polµ shows both 
template-dependent and -independent 
dna synthesis [20,27-29]. The template-
independent polymerase activities are 
crucial to join two incompatible dna 
ends (reviewed in [6]). Random addition 
of nucleotides by polµ possibly generates 
the terminal microhomology, which 
allows efficient annealing of the dna ends 
(reviewed in [30]). 

2.1.3 DNA-end ligation
a complex of three proteins, named dna 
ligase iV, XRcc4, and Xlf, mediates 
the final step of nHeJ. The dna ligase 
iV/XRcc4/Xlf is a very flexible ligase, 
with the capability to ligate one strand 
independent of the other strand [21], across 
gaps of several nucleotides [27], and incompatible dna ends [27,31,32]. each broken 
dna-end associates with ku during the three enzymatic steps of nHeJ, and ku 
functions as a central platform that interacts with the artemis/dna-pkcs complex, the 
dna polymerases, and the dna ligase iV/XRcc4/Xlf complex [6,12,17,30,33,34].

2.2 homologous recombination 
during homologous recombination (HR) genetic information is exchanged between 
two homologous sequences. When dsbs are induced by endogenous or exogenous 
factors, a template dna sequence is used to repair the breaks, and this template is 
usually provided by the sister chromatid in mitotic cells. However, when the template 
sequence that is used is not the sister chromatid but another homologous region, the 
HR process can result in loss of heterozygosity or gross chromosomal rearrangements 
such as translocations, deletions or inversions (reviewed in [35]). HR proceeds in 
several distinguishable steps; 1) resection of double-stranded dna (dsdna) to 
generate single-stranded dna (ssdna) tails (figure 2), 2) formation of a recombinase 
filament on the ssdna ends (figure 3), 3) strand invasion into a homologous sequence 

Figure 2

resected DNA-ends

MRX Sae2 Exo1 Dna2-Sgs1
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Figure 3. rAD51 filament formation in 
the Hr pathway. The resected ssdna is 
initially bound by the ssdna-binding 
protein Rpa (replication protein a), 
which has higher affinity and specificity 
for ssdna than Rad51. bRca2 in 
mammals (Rad52 in yeast) interacts with 
both Rad51 and Rpa, and accelerates 
displacement of Rpa from ssdna by 
Rad51, thereby allowing efficient Rad51-
mediated recombination involving Rpa-
coated ssdna.
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to form a d-loop intermediate (figure 4), 4) dna synthesis (figure 4), capture of 
the second dsb end, and formation of a cruciform intermediate, called Holliday 
junction (HJ) (figure 5), and 5) resolution of the HJs to give either crossover or non-
crossover products (figure 6). instead of capturing the second dsb end at step 4, the 
invaded strand may also be displaced and anneal with the second resected dsb end. 
This specific subpathway generates only non-crossover products, and has been called 
synthesis-dependent strand annealing (sdsa) (figure 7). a second subpathway is 
called break-induced replication (biR), and during this process the invading strand at 
step 4 is postulated to establish a replication fork to copy the entire distal arm of the 
template chromosome, resulting in loss of heterozygosity (figure 8) [36,37]. 

2.2.1 DNA-end resection of dsDNA to ssDNA
all HR pathways are initiated by 5’-3’degradation of one strand at both sides of the break; 
the so-called dna-end resection, generating stretches of ssdna, that are subsequently 

Figure 4

RAD54 stablize RAD51 filaments

homology search

strand invasion

D-loop formation

ATP ADP+Pi

ATP ADP+Pi

ATP ADP+Pi

RAD51-dsDNA dissociation

ATP ADP+Pi

DNA synthesis by Polδ or Polη

RPA RAD51RAD54 PCNA Polδ/ηmammalian

3’

5’

Figure 4. Homology search, strand invasion, 
and DNA synthesis in the Hr pathway. 
Rad54 binds to the Rad51-ssdna filaments 
to stabilize the Rad51 filament. The Rad51 
filament binds duplex dna and searches for 
dna homology in the duplex dna molecules. 
subsequently, Rad54 stimulates Rad51-
mediated joint molecule (d-loop) formation 
(figures are adapted from sung, 2006 [326]). 
The d-loops are stabilized by Rpa binding 
to the displaced strand. after dna strand 
exchange, Rad54 forms a hexameric complex, 
and dissociates Rad51-dsdna filaments by 
translocating on the dna. dna synthesis 
from the invading 3’ ssdna tail of the broken 
chromosome is performed by dna polymerase 
d or η. pcna functions as a sliding clamp. 
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coated by the ssdna binding protein complex Rpa (reviewed in [38]). dna resection is 
a highly complex and regulated process. a crucial protein complex involved in the dna 
resection process is the MRn complex (MRX in Saccharomyces cerevisiae), composed of 
MRe11, Rad50, and a third protein known as nbs1 in most eukaryotes and as Xrs2 in 
S. cerevisiae [39-44]. in addition to acting as a nuclease during resection, the Rad50 and 
MRe11 components of the MRe11 complex form an oligomeric complex on linear dna 
to tether broken dna ends, and keep them in close proximity before repair [45-47].

loss of any of the three components of the MRn complex leads to hypersensitivity to 
dna-damaging agents [48-50], defects in HR [51,52] and embryonic lethality [48,50,53], 
suggesting that the MRn complex operates as a single functional unit. MRe11 shows 
both endonuclease and exonuclease activity in vitro although its exonuclease activity 
operates in the 3’-5’direction, opposite to the direction for the dna resection in vivo 
[42,54]. in S. cerevisiae, an endonuclease, sae2, cooperates with Mre11 and together they 
initiate dna resection [55]. further processing occurs by either the 5’-3’exonuclease 
exo1, or the helicase sgs1-5’flap endonuclease dna2 complex for long-range resection 
[54,56-59]. it seems that the sgs1-dna2 complex functions in a parallel pathway to 
exo1 [59] (figure 2). dna resection is barely affected upon single deletion of sae2, 
exo1, or sgs1, or in mre11 nuclease-defective mutants, suggesting that their functions 

can be bypassed, although triple 
deletion of sae2, exo1 and sgs1 blocks 
dna resection [55-61]. in addition, 
overexpression of exo1 partially 
suppresses the phenotype of mre11 
mutants [57,59,62]. in mammalian 
cells, a functional ortholog of yeast 
sae2, ctip, has been identified 
[42,63,64]. Human ctip physically 
interacts with MRe11 [42,63,64], 
and ctip together with MRe11 show 
increased nuclease activity compared 
to MRe11 alone [63]. in addition, 
downregulation of ctip or expression 
of a MRe11 nuclease-defective 
mutant completely abolishes ssdna 
formation, as measured by the lack of 
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Figure 5. second DNA capture and DNA 
synthesis in the Hr pathway. at the 
d-loop, Rpa binds to the displaced strand. 
Mammalian Rad52 protein binds Rpa, forms 
a stable complex with Rpa-ssdna, and is 
capable of annealing complementary dna 
strands bound by Rpa. dna synthesis from 
the 3’ terminus of the captured second end can 
be performed by polη.
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Rpa foci formation [56,63-65]. blM (mutated in bloom syndrome) is considered to 
be the sgs1 ortholog in mammals, based on protein-protein interactions and mutant 
phenotypes; mutation of Blm causes genome instability and cancer development in mice 
and humans [66-68]. Recently, the human ortholog of dna2 was characterized [69,70]. 
biochemical analysis revealed that, similar to its yeast counterpart, the human dna2 
(hdna2) protein possesses nuclease and limited helicase activities [69,70], suggesting 
analogous functions of dna2 and hdna2 in yeast and human cells, respectively. 
depletion of hdna2 leads to the appearance of aneuploid cells and the formation of 
intranuclear chromatin bridges, indicating that hdna2, like its yeast counterpart, is 
essential for dna stability [71]. another crucial factor, the tumor suppressor protein 
bRca1, has been identified in mammalian cells; this protein is absent from the yeast 
genome. interaction of ctip and bRca1 is essential for ctip recruitment to sites of 
dna damage [72] and proper dna resection [64,73]. 

2.2.2 RAD51 filament formation
The enzymes that mediate the pairing and shuffling of dna sequences during HR are 
called recombinases. two recombinases, Rad51 and dmc1, are present in eukaryotes. 
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Figure 6. resolution of Holliday junctions in the Hr pathway. Three available pathways to resolve double 
Holliday junctions resulted from strand exchanges between sister chromatids (blue and red). (a) Gen1/
Yen1 promotes Holliday junction resolution by a symmetrical cleavage mechanism, and the Mus81-eMe1 
heterodimer (Mus81-Mms4 in yeast) cleaves asymmetrically. both symmetrical and asymmetrical cleavages 
produce either crossover or non-crossover recombinants. (b) dissolution of Holliday junctions catalyzed by 
blM-topiiia-RMi1 (sgs1-top3-Rmi1 in yeast). two HJ structures are pushed toward each other by dna 
helicase, and dissolved by topoisomerase to generate non-crossover recombinants. figures are adapted from 
West, 2009 [327].
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Rad51 is required for mitotic and meiotic HR, whereas dmc1 functions only in meiotic 
HR (chapter 1, part ii). S. cerevisiae Rad51 assembles onto ssdna or dsdna to 
form a right-handed helical polymer that can span thousands of bases or base pairs 
[74,75]. Mammalian Rad51 also forms helical filaments on both ssdna and dsdna, 
similar to S. cerevisiae Rad51 [76]. both in yeast and mammalian HR, Rad51-coated 
single-stranded dna can invade duplex dna and pair with homologous nucleotides 
to initiate the strand exchange reactions that result in genetic recombination. in the 
nucleus, ssdna is initially bound by the ssdna-binding protein Rpa (replication 
protein a), which displays higher affinity and specificity for ssdna than Rad51 
[38]. Rpa is a heterotrimeric ssdna-binding protein involved in all dna metabolic 
processes involving ssdna [38]. In vitro, Rpa inhibits nucleation of the Rad51 
filament on ssdna, but stimulates recombination by eliminating secondary structure 
in ssdna and by binding to the displaced strand of the d-loop [77,78]. The inhibitory 

effect of Rpa on Rad51 filament 
formation is overcome by Rad51 
mediator proteins [79]. in S. 
cerevisiae, the Rad55-Rad57 
complex and Rad52 have been 
indentified as the key mediators of 
Rad51 filament formation [80,81]. 
Rad55 and Rad57 are two paralogs 
of Rad51 and form a heterodimer 
with mediator activity, as they 
enable Rad51-mediated in vitro 
recombination in the presence of 
Rpa-coated ssdna [80]. There are 
five mammalian Rad51 paralogs 
(Rad51b, Rad51c, Rad51d, 
XRcc2, and XRcc3) [82-84]. all 
Rad51 paralogs are required in 
vivo for Rad51 filament formation. 
They function in the assembly and/
or maintenance of the Rad51 
presynaptic filament [85,86]. a 
complex of Rad51b and Rad51c 
enhances the homologous dna 
pairing activity of Rad51 [87], 
which could derive from the ability 
of Rad51c to promote the melting 
of duplex dna [88]. 

S. cerevisiae Rad52 forms a 
multimeric ring structure that 
binds preferentially to ssdna 
[89,90]. Yeast Rad52 interacts 
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DNA synthesis and ligation

noncrossover
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strand invasion sets up a replication fork

D-loop dissociation and annealing

Figure 8

Figure 7. synthesis-dependent strand annealing in 
the Hr pathway. if the second dna end does not 
capture the displaced d-loop, the invaded strand may 
be displaced and anneal with the second resected 
dsb end. This pathway generates only non-crossover 
products. 
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with both Rad51 and Rpa [91,92], 
accelerates displacement of Rpa 
from ssdna by Rad51 [93], and 
allows efficient Rad51-mediated 
recombination involving Rpa-
coated ssdna [81,94,95]. Rad52 
is also involved in the annealing of 
homologous ssdna coated by Rpa 
[96]. This activity is thought to be 
critical in second-end capture [97,98], 
synthesis-dependent strand annealing 
(sdsa), and single-strand annealing 
(ssa). in contrast to the severe HR-
defective phenotype of the yeast 
Rad52 mutant, mouse Rad52 mutants 
display a very mild recombination 
defect and no iR sensitivity [99], 
suggesting redundancy in function of 
Rad52 with other mediator proteins 
in mammalian cells. The tumour 
suppressor bRca2 is an intriguing 
protein among the mediator proteins. 
cells deficient in bRca2 are sensitive 
to dna-damaging agents and 
impaired for HR [100,101]. bRca2 is 
also required for iR-induced Rad51 
foci formation [102,103]. bRca2 
functions via two mechanisms to 
favour Rad51 filament formation; 
nucleation and filament stabilization. 
Human bRca2 interacts with 
Rad51 protein through a motif 
called the bRc repeat [100,104,105], 
and also via a structurally distinct 
motif located at its extreme carboxyl 
terminus [106,107]. in addition to 
an interaction with Rad51, bRca2 
has also been found to associate with 
Rpa [108]. These properties make this protein an excellent candidate for performing 
functions that are redundant with Rad52 (figure 3).

2.2.3 Homology search and strand invasion into a homologous sequence 
during pre-synapsis, mediator proteins function in the replacement of Rpa with Rad51 
on the single-stranded tails of the processed dsb. during synapsis, the Rad51 filament 
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Figure 8. Break-induced replication in the Hr 
pathway. When only one dsb end shares homology 
to a template elsewhere in the genome, a less-
efficient HR mechanism, break-induced replication 
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replication fork that can copy the template dna to 
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performs the homology search and dna strand invasion. during these enzymatic 
steps, Rad54, a member of the swi2/snf2-like family of dsdna-dependent atpases, 
is required at multiple stages in yeast and mammalian cells. in the early stages, Rad54 
stimulates for the dna homology search and joint molecule formation (reviewed in 
[109]). Rad54 stabilizes the Rad51 filament by forming a complex with the Rad51-
ssdna filaments independent of its atpase activity [87,110-113]. subsequently, 
Rad54 stimulates Rad51-mediated joint molecule (d-loop) formation in an atpase-
dependent manner [87,111,113-117]. The d-loops are stabilized by Rpa binding to 
the displaced strand [77]. The mammalian paralogue of Rad54, Rad54b, also has 
a dsdna-dependent atpase activity, interacts with Rad51, and can translocate on 
duplex dna to result in topological changes in the dna and the transient opening 
of the dna strands (figure 4). similar to Rad54, Rad54b enhances the activity of 
Rad51, which promotes d-loop formation [118-120]. 

2.2.4 DNA synthesis, capture of the second DSB end and formation of a Holliday junction
after dna strand exchange, Rad54, which may act as hexameric complex, progressively 
dissociates Rad51-dsdna filaments by translocating on the dna towards a terminus 
of the filament in yeast and mammalian cells [112,121,122]. intriguingly, rad54 shows 
a synthetic lethal interaction with srs2 in S. cerevisiae [123]. srs2 is a 3’-5’helicase that 
strips Rad51 from ssdna [124,125]. notably, only rad54 mutant cells are synthetically 
lethal in combination with srs2, but rad51, rad52, rad55 or rad57 mutants are not [123]. 
it might be crucial to keep Rad51 away from sites where recombination is not needed, 
and this may be achieved through actions of srs2 and/or Rad54 (reviewed in [109]). 
The dissociation of Rad51 from the heteroduplex dna by the Rad54 motor allows the 
transition from strand invasion and homologous pairing to dna synthesis. once the 
joint molecule has been formed, the invading 3’ ssdna tail of the broken chromosome, 
which can subsequently serve as a primer, is extended by dna polymerase, restoring 
the information that was lost at the site of the break (figure 4). The translesion 
polymerase polη participates in this dna synthesis reaction by preferentially 
binding and extending dna synthesis from d-loop recombination intermediates in 
vitro [126]. The dna replication polymerase d can also be loaded to dna through 
the actions of replication factor c (Rfc) and the dna clamp homotrimeric pcna 
ring (see also 3. Replication bypass, below), then it binds to the d-loop and performs 
efficient dna synthesis from the invading 3’end [127]. The in vitro system identified 
a preference of pol d over pol η in d-loop extension both in yeast and mammalian 
cells [127,128]. at the displaced strand of the d-loop, Rad52 and Rpa collaborate to 
promote d-loop extension, annealing to the second end of a dsb, and dna synthesis 
from the 3’ terminus of the captured second dsb by polη (figure 5) [97]. This cross-
stranded structure formed through invasion of the ends of a broken dna molecule 
into homologous duplex dna has been named Holliday junction (HJ) [129,130]. a HJ 
is able to undergo branch migration along dna to generate increasing or decreasing 
length of heteroduplex dna, and Rad54 promotes the bidirectional dna branch-
migration [131]. 
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2.2.5 Resolution of HJs
Holliday junctions can be dissolved in several different ways. The Holliday junction 
resolvase Gen1 (Yen1 in S. cerevisiae) cuts junctions symmetrically to give rise to 
nicked duplex products, and produces either crossover or non-crossover products 
[132]. Holliday junctions also can be dissociated by the bloom’s syndrome complex 
(blM helicase-topoisomerase iiiα - RMi1) (sgs1-top3-Rmi1 complex in S. cerevisiae 
and S. pombe), which gives rise to non-crossover products only [133,134], or they can 
be cleaved asymmetrically by Mus81-eMe1, a heterodimeric 5’- flap endonuclease, 
(Mus81-Mms4 in S. cerevisiae, and Mus81-eme1 in S. pombe), which produces either 
crossover or non-crossovers (figure 6) [135-138].

When the migrating d-loop does not capture the second dsb end, sdsa may occur 
and the invading strand is displaced and anneals with the second resected dsb end 
(figure 7) (reviewed in [139]). dissociation of the d-loop is promoted by the branch-
migration activity of Rad54 [131,140]. some dsbs that arise at telomeres or at broken 
replication forks are single-ended, and these are repaired through the single-ended 
invasion process called break-induced replication (biR) to copy the entire information 

Figure 9

replication blockage

stalled replication

replication damage bypass

pol

pol

pol

pol
TLS
pol

pol
TLS
pol

replication blockage

RAD18-HR6A/B recruitment

mono-ubiquitylation of PCNA

TLS polymerase recruitment

DNA synthesis

pol TLS
pol

PCNA RAD18
HR6A/B ubiquitin DNA 

polymerase
TLS

polymerase

A B

mammalian

Figure 9. replication damage bypass; error-prone pathway. (a) When the replication machinery encounters 
damage, the dna replication polymerase cannot incorporate nucleotides opposite sites of the damage. 
subsequently, a translesion synthesis (tls) polymerase which has a lower fidelity than the replication 
polymerase is recruited and bypasses the replication without repairing the damage. (b) Recruitment of 
translesion polymerases to a stalled replication site. proliferation cell nuclear antigen (pcna) is a sliding 
clamp, which functions as a platform for the replication machinery. When the replication machinery is 
stalled, the Rad18-HR6a/b complex is recruited and mono-ubiquitylates pcna, which recruits a tls 
polymerase to the replication machinery. subsequently, the tls polymerase bypasses the damage to allow 
restart of the replication. 

A B



1 

cHapteR 1.124

from the donor chromosome by dna synthesis, skipping the involvement of the 
second end of the dsb (figure 8) [36,37,141-145].

2.3 choice of Dsb repair pathway
How do cells determine either nHeJ or HR will be used to repair dsbs? HR is 
operative only in the s/G2 phases of the cell cycle when a sister chromatid is 
available. nHeJ can function in all phases of the cell cycle and is the predominant 
repair pathway in somatic mammalian cells (reviewed in [30]). the choice between 
different dsbs repair pathways is tightly regulated, and dna-end resection represents 
a primary regulatory step towards HR. the resection machinery is a downstream 
substrate of the checkpoint kinase, atM. a component of the MRn complex, nbs1, 
is required for the recruitment [146] and activation [147] of atM. subsequently, 
atM phosphorylates ctip in response to dna damage, and these posphorylations 
are essential for the resection activity [63]. in S. cerevisiae, the atM ortholog tel1 
phosphorylates sae2 [148]. Resection is needed for all HR pathways, and resected 
dna decreases nHeJ efficiency, as a result of poor binding of the nHeJ factor ku 
to ssdna [149]. in the absence of ku, dna-end resection processes faster, and 
overexpression of ku reduces the dna-end resection [150,151]. dna resection takes 
place only when cyclin-dependent kinases (cdks) are active (thus in s/G2 phases) 
[152-155]. S. cerevisiae Rad9 (note that this protein is not the ortholog of S. pombe 
or mammalian Rad9, which is a component of the 9-1-1 complex; see below) and 
sae2 have been implicated in the cdk-dependent regulation of dna resection in 
S. cerevisiae [156]. Rad9 is a large chromatin-binding protein, and could pose as a 
physical obstacle for processive dna resection [156]. sae2 is directly phosphorylated 
by cdk, and impairment of this phosphorylation leads to a reduction in dna-end 
resection, a delay of HR, and an increase in nHeJ [153]. the putative mammalian 
ortholog of S. cerevisiae Rad9, 53bp1, also undergoes multiple cdk-dependent 
phosphorylations [157,158]. phosphorylation of the mammalian sae2 ortholog, ctip, 
controls dna-end resection in a manner similar to its yeast ortholog, indicating that 
this mechanism may be conserved [63-65,73,153]. cdk-dependent phosphorylation 
of ctip promotes its interaction with bRca1 in s/G2 [159], which is essential for 
ctip recruitment to dsb sites and ctip-mediated dna-end resection [64,73,159]. 
in addition, ctip protein levels are minimal in G1 and increase in s/G2 phases 
[73]. Brca1 deficiency prevents normal HR, leading to aberrant chromatid fusions 
mediated by nHeJ [160], while deletion of 53BP1 rescues Rad51-dependent HR 
to Wt levels in Brca1-deficient cells, indicating that 53bp1 interferes with HR by 
blocking the broken dna-ends resection [160]. in cells lacking both bRca1 and 
53bp1, genomic stability is rescued because the HR pathway is largely restored 
[160]. in contrast, bRca1-deficient repair is not restored by deletion of a nHeJ 
factor, dna ligase 4. Mechanistically, 53bp1 could block dna-end resection either 
directly by binding to di-methylation of histone H4 at lysine residue 9 (H4k9me2) 
in the vicinity of the dsb or by acting as an adaptor that mediates the recruitment of 
additional factors, which in turn would prevent nuclease access (reviewed in [161]). 
bRca1 might play a role in the removal of 53bp1 from replication-associated breaks 
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to facilitate HR, suggesting that the balance between bRca1 and 53bp1 activities 
regulates the choice between HR and nHeJ, probably via stimulation and inhibition 
of dna-end resection, respectively. 

3. Dna Damage tolerance

3.1 Pcna ubiquitylation - replication damage bypass
during dna replication, the presence of unrepaired dna lesions may block 
progression of the replication machinery, which might result in dna double-strand 
breaks and gross chromosomal rearrangements, or even to a permanent cell-cycle 
arrest and cell death. Replication damage bypass (Rdb) is a special pathway that allows 
progression of dna replication without actually removing the lesion (figure 9a) 
(reviewed in [162]). proliferating cell nuclear antigen (pcna) plays a crucial role in 
the Rdb pathway (figure 9b). pcna is a processive clamp for the replicative dna 
polymerases and an essential binding platform for numerous proteins involved in dna 
replication, repair, and cell cycle regulation. pcna forms a homo-trimer that encircles 

replication blockage

stalled replication

replication fork regression

template switch

replication damage bypass

Figure 11

strand invasion

template switch

A

B

Figure 11. replication damage bypass; error-
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a so-called chicken foot intermediate. Reversal of 
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double-stranded dna, and operates as a sliding clamp to keep the dna polymerase 
machinery firmly on the dna during dna replication (reviewed in [163]). 

The genes controlling Rdb in S. cerevisiae are known as the Rad6 epistasis group. it 
has been shown that the Rdb pathway is conserved from yeast to mammals (reviewed 
in [164]). Rad6 is an e2 ubiquitin-conjugating enzyme that is essential for this pathway 
[165]. ubiquitin is a small protein that consists of 76 amino acids (approximately 
7 kda), and is highly conserved from yeast to human. The glycine residue of 
ubiquitin attaches covalently to lysine residues on a substrate protein. This process 
is called ‘ubiquitylation’. ubiquitylation is an essential cellular process operated by a 
multienzyme cascade of an ubiquitin-activating enzyme (e1), an ubiquitin-conjugating 
enzyme (e2), and an ubiquitin ligase (e3). structurally distinct forms of ubiquitylated 
substrates, mono-, poly-, or multi-ubiquitylation, transmit various intracellular 
signals (reviewed in [166]). poly-ubiquitylation through the lysine 48 residue (k48) 
of ubiquitin marks proteins for degradation by the 26s proteasome [167]. in contrast, 
mono-ubiquitylation, or  poly-ubiquitylation chains through other lysines including 
k63 of ubiquitin, generate nonproteolytic signals, such as in endocytosis [168], in 
ribosome biogenesis [169], in dna damage tolerance [170], and the dna damage 
response pathway (figure 10a, [171-173], reviewed in [162,166,174]).  

in the Rdb pathway, ubiquitylation of pcna plays an important role, and several 
e2 and e3 enzymes are essential. depending on the interactions with downstream 
components, error-free or error-prone sub-pathways can be activated. The first step 
in both pathways involves mono-ubiquitylation of pcna at the conserved lysine 
residue 164 (k164) by the Rad6-Rad18 complex in yeast, in which Rad18 acts as an 
ubiquitin e3 ligase [175]. in mammalian cells, Rad18 complexes with the mammalian 
orthologs of yeast Rad6, HR6a (ube2a) and HR6b (ube2b) [176], and similar to 
the mechanism in yeast, the HR6a/b/Rad18 complex also regulates site-specific 
pcna mono-ubiquitylation at k164 when the replication machinery is stalled by uV-
induced dna damage [177,178]. Mono-ubiquitylation of pcna by the yeast Rad6-
Rad18 complex recruits specific translesion synthesis (tls) polymerases that can 
incorporate nucleotides in the strand opposite the site of the dna lesions, and this 
process may usually be error-prone (figure 9b, reviewed in [179,180]). in mammals, 
dna polymerases which belong to the Y family (polη, polι, polκ, and Rev1), and dna 
polymerase ζ, which is a member of the b family, promote replication through dna 
lesions [181-189]. Yeast also has several Y family polymerases, although polι and polκ 
orthologs are missing (Reviewed in [164]). 

The Y-family polymerases differ from replicative polymerases by their low fidelity, 
which is due to the lack of 3’-5’ proofreading exonuclease activity [190,191], and by 
their ability to replicate through dna lesions (reviewed in [192]). polζ is strikingly 
different from other tls polymerases since it functions as the proficient extender of 
primer termini opposite from dna lesions [185]. Thus, replication through many 
dna lesions requires the action of two different polymerases, one that carries out the 
nucleotide insertion reaction opposite the lesion site, and the other for the subsequent 
extension reaction (reviewed in [164]). all these Y-family polymerases have ubiquitin 
binding motifs, either as a so-called ubZ domain (polη and polκ) or a ubM domain 
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(polι and Rev1), and these appear to be required to bind to the mono-ubiquitylated 
form of pcna [193]. 

Mono-ubiquitylation by the Rad6-Rad18 complex may be followed by Rad5-
Mms2-ubc13-mediated poly-ubiquitylation [175], and this activates an error-free 
sub-pathway of Rdb. The e3 ubiquitin ligase Rad5 interacts with both the Rad6-
Rad18 and the Mms2-ubc13 complexes, to stimulate k63-linked poly-ubiquitylation 
of pcna. subsequently, polyubiquitylated pcna enables template switching to the 

intact sister chromatid, and as a consequence, error-free damage bypass replication 
may occur (figure 11) [194]. two mammalian orthologs of yeast Rad5, named Hltf 
and sHpRH, mediate pcna polyubiquitylation together with the mammalian MMs2-
ubc13 complex in this conserved error-free pathway of Rdb [195-198], although 
polyubiquitylated pcna is barely detectable in mammalian cells [199].

3.2 Pcna sumoylation
in S. cerevisiae, k164 of pcna is known to be modified not only by ubiquitin but 
also by the small ubiquitin like modifier (suMo) [175]. suMo is evolutionary 
related to ubiquitin, but this modification does not target proteins for degradation. 
in contrast to yeast, which has only one suMo, mammals have three suMo variants. 
suMoylation also occurs via a three-step enzymatic cascade, mechanistically similar 
to ubiquitylation, through a suMo-activating enzyme (e1), a suMo-conjugating 
enzyme (e2) and a suMo ligase (e3) (figure 10b). both ubiquitin and suMo can 
target lysine residues on a substrate (reviewed in [162,200]). 

pcna sumoylation is mediated by the suMo ligase siz1 and causes recruitment of 
the helicase srs2 to replication forks during s phase. srs2 then prevents unscheduled 
crossover events through its ability to disrupt Rad51 nucleoprotein filaments in S. 
cerevisiae [124,125,201-203]. since HR at stalled replication forks can lead to genomic 
rearrangements, suMoylation of pcna may be used to keep this mechanism 
under tight control. srs2 was originally identified as a suppressor of rad6 and rad18 
mutants, and has been proposed to be a regulator of the Rad6-dependent pathways 
[165]. branzei et al. recently reported that suMoylation of pcna by siz1 regulates 
the Rad18-Rad5 mediated error-free pathway (figure 11) [204]. They show that when 
pcna suMoylation is functional, error-free Rdb can occur through formation of a 
sister chromatin junction (scJ) at damaged replication forks, and this pathway then 
requires Rad18-Rad5-Mms2-ubc13-mediated pcna polyubiquitylation, and Rad51. 
Rad18 and Rad51 work together to promote replication bypass of the lesion by using the 
information of the newly synthesized chromatid. in this pathway, pcna suMoylation 
suppresses the formation of scJs by homologous recombination alone, independent of 
Rad18. This may be mediated by the filament-disruptive activity of srs2, and indicates 
that homologous recombination may be toxic in the absence of a functional Rad18 
pathway [204]. This finding provides mechanistic details, which may help to explain 
how Rad18 knockout leads to increased mitotic recombination and sister chromatid 
exchanges in mouse embryonic stem cells [205]. 

sequence homologs of SRS2 are not apparent in the genomes of higher eukaryotes. 
Therefore, it has been proposed that other helicases act in combination to substitute 
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for srs2 in order to negatively regulate HR and ensure genome stability. The function 
of the srs2-related dna helicase fbH1 overlaps with srs2 in its capability to displace 
Rad51 filaments to suppress HR in human cells [206,207], although this enzyme 
is not conserved in budding yeast, C elegans, or Drosophila. fbH1 orthologs are 
found in mouse, chicken, and fission yeast [208,209]. in addition, the RecQ family 
helicases blM and RecQl5 are able to disrupt Rad51 filaments in vitro and inhibit 
the initiation of HR [210-216]. Recently, another functional ortholog of srs2, Rtel1 
has been found in human and C. elegans, and it functions as an antagonist of HR by 
disrupting d-loop recombination intermediates [217]. taken together, there appear 
to be several candidate proteins that could inhibit HR during s phase in mammalian 
cells in a manner analogous to srs2 in yeast. However, it is not at all certain that this 
mechanism is completely conserved, since suMoylated forms of pcna have not yet 
been detected in mammalian cells. 

4. Dna Damage resPonse anD cell cycle checkPoint 
activation
Various cell cycle checkpoints ensure that repair of dna lesions is completed before cell 
cycle progression resumes. checkpoint signaling is activated in response to incomplete 
dna replication due to stalled replication forks, and by damaged dna induced 
by both internal and external sources such as uV light, ionizing radiation, reactive 
oxygen species, or other dna-damaging agents. if repair mechanisms fail in repair 
the genotoxic damage, additional signaling pathways are activated, which leads to cell 
death via apoptosis [218-220]. The dna damage response is a signal transduction 
pathway that coordinates cell cycle transitions, dna replication, dna repair and 
apoptosis. two related protein kinases, atM (serine/threonine protein kinase ataxia 
telangiectasia mutated) and atR (ataxia-telangiectasia and Rad3-related), are the 
critical upstream kinases that control the dna damage-induced cell cycle checkpoint 
machinery [218,221]. both atM and atR are members of the phosphatidyl inositol 
3-kinase-like kinase (pikk) family. The dna damage response pathway consists of 
three major groups of proteins that act together to translate the signal of damaged dna 
into cell cycle arrest and dna repair. These groups comprise a) sensor proteins that 
recognize damaged dna directly or indirectly, b) transducer proteins that relay and 
amplify the damage signal, and c) effector proteins that control cell cycle progression, 
chromatin restructuring and dna repair [221-224]. 

sensor proteins are required to recognize dna damage. in this paragraph, 
activation of the dna damage response and cell cycle checkpoints in response to 
dsbs and lesions caused by replication stress will be discussed. The MRn complex is 
known to be a damage sensor for dsbs [146,147,225-227], and it recruits and activates 
the transducer kinase atM [146]. The 9-1-1 complex, a pcna-like, ring-shaped 
heterotrimer [228], and atRip are sensors for lesions caused by replication stress 
[228-230]. atRip is a protein that recruits and activates the transducer kinase atR 
[9,231,232]. in general, the checkpoint response to dsbs, initiated by atM, results in 
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activation of an effector kinase named cHk2 through phosphorylation at t68, whereas 
the checkpoint response to stalled replication forks, dna crosslinks, and uV radiation 
damage, induced by atR, activates another effector kinase named cHk1 through 
phosphorylation at s317 and s345 [218,233,234]. However, the functions of cHk1 and 
cHk2 in mammalian cells are most likely at least partially overlapping, which will be 
discussed below.

4.1 ir-induced damage
a conserved region in the c terminus of the nbs1 subunit of the MRn sensor complex 
recruits activated atM to sites of dna damage, thus promoting the phosphorylation of 
atM-targets and ensuing events of the dna damage response [146]. atM activation 
involves its autophosphorylation on ser 1981, and the autophosphorylated atM forms 
ionizing-radiation (iR) -induced foci [235-237]. nbs1-atM interaction is required for 
the iR-induced intra-s and G2/M checkpoints [146]. 

following iR exposure, the surrounding chromatin at dsbs undergoes various 
modifications. one of the first modifications is phosphorylation of the histone H2a 
variant H2aX by atM, generating gH2aX [238]. Mdc1, a mediator protein, is 
immediately recruited to sites of dsbs, interacts directly with gH2aX via its bRct 
domains, and recruits more atM to the damaged sites [239-241]. Mediators are 
substrates and regulators of the transducer and effector kinases, promoting their 
activation, regulating substrate access, and controlling their associations with damaged 
dna. The constitutively phosphorylated n-terminus of Mdc1 interacts with the 
fHa domain (forkhead-associated domain; a phosphopeptide-binding domain) of 
nbs1, and this interaction is essential for the accumulation and retention of the MRn 
complex at dsbs [242-246]. Mdc1 is also phosphorylated by atM, and this promotes 
the subsequent recruitment of an e3 ligase named Rnf8 [171-173,247]. Rnf8 interacts 
with gH2aX through its fHa domain, and this leads to ubiquitylation of H2a (uH2a) 
and H2aX (uH2aX) at dsbs through its e3-ligase activity together with its e2 partner 
ubc13 [171-173,241]. Rnf8 accumulation promotes the accumulation of multiple 
dsb-repair-associated proteins, including bRca1 and 53bp1 [171-173,241,248]. The 
accumulation of bRca1 and 53bp1 at damaged sites is also dependent on the e3 ligase 
Rnf168 [248,249]. Rnf168 interacts with uH2a and uH2aX in an Rnf8-dependent 
manner, and promotes further histone ubiquitylation on damaged chromosomes 
[248,250].  Recruitment of bRca1 to uH2a/uH2aX is dependent on its interaction 
partner Rap80 [251-253]. Rap80 contains two uiM (ubiquitin interaction motif) 
domains, and the ubiquitin-binding function of the uiM is critical to mediate bRca1-
Rap80 focus formation at sites of dna damage [251-254]. 53bp1 can recognize H3k79 
methylation and H4k20 methylation [255-258], but the methylation of these histones is 
not regulated by dna damage [256,259]. The Rctd motif of 53bp1 at the c-terminus 
is essential for its recruitment to dna damage, and it apparently interacts with dna or 
some component of chromatin, but not with ubiquitylated H2a nor H2aX [260-263]. 
in addition to the ubiquitylation cascade which controls recruitment of 53bp1 and 
bRca1 to dsbs mediated by Rnf8/Rnf168, a suMoylation pathway is also involved 
in iR-induced dna damage response pathways [264,265]. e3 suMoylation enzymes, 
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pias1 and pias4, accumulate at sites of dsbs, which are required for the dsb-induced 
ubiquitylation mediated by Rnf8 and Rnf168. Moreover, pias4 is required to recruit 
53bp1 to dsbs, and both pias1 and pias4 are required for bRca1 recruitment to 
sites of dsbs [264]. 

53bp1 [266-268] and bRca1 [269-271] are both substrates of atM, and are crucial 
in regulation of cell cycle checkpoints and dsb repair. as described above (2.3), 53bp1 
and bRca1 play opposing roles in the regulation of the nHeJ and HR pathways 
at dsb repair sites. However, 53bp1 is also implicated in activation of the intra-s 
phase checkpoint [272], and the G2/M phase checkpoint [267,273-275]. Resection of 
dsbs, stimulated by bRca1, activates the other checkpoint kinase, atR [61,63,276], 
leading to cHk1 phosphorylation in response to iR [155]. deletion of bRca1 exon11 
(brca1D11/D11) causes embryonic lethality [277], but this can be rescued by loss of p53 
[277], or deletion of atM or chk2 [278]. This indicates a role for bRca1 in checkpoint 
activation, separate from its function in dna repair.  

as described above, atM-mediated ctip phosphorylation leads to dna-end 
resection, which also triggers atR activation [61,63,276], indicating that both atM 
and atR are required for cHk1 phosphorylation in response to iR [155]. atR 
needs to associate with dna lesions to efficiently phosphorylate its target proteins 
[221,279,280]. effective Rpa-coated ssdna formation, atR recruitment, and cHk1 
phosphorylation following iR are restricted to the s/G2 phases [155], most likely 
because the HR pathway, involving strand resection, is efficiently repressed in G1. in 
contrast, atM autophosphorylation and cHk2 phosphorylation in response to dsbs 
occurs with similar efficiency throughout the cell cycle [155]. 

4.2 Damage at stalled replication forks
atR signalling through cHk1 is critical for the regulation of dna replication. atR 
signalling slows dna replication [281,282], suggesting that it regulates checkpoint 
activation during recombination at stalled and collapsed replication forks. atR 
phosphorylates several proteins that regulate recombination, including bRca1, WRn, 
and blM [283-286]. Rpa coats most forms of ssdna in the cell, including the ssdna 
formed during dna replication and dna repair [287]. Rpa-coated ssdna is important 
to localize atR to sites of dna repair [280]. atR recognition of Rpa-coated ssdna 
depends on atRip (atR-interacting protein) [229,230]. although Rpa-coated ssdna 
may be sufficient to localize the atR-atRip complex, it is not sufficient for atR 
activation [288-290]. atR signalling depends on co-localization of the atR-atRip 
complex with the Rad9-Rad1-Hus1 complex (9-1-1 complex), a pcna-like ring-
shaped heterotrimer [228]. The 9-1-1 complex recognizes a dna end that is adjacent 
to a stretch of Rpa-coated ssdna. subsequently, the 9-1-1 complex brings an activator, 
topbp1 (topoisomerase iib binding protein 1), to atR [291-294]. at dsb repair sites, 
atR activation also depends on topbp1. in this context, topbp1 is phosphorylated 
by atM, and this stimulates its capacity to activate atR [295]. loss of atR results in 
a more severe phenotype than loss of either Hus1 or Rad9 [296-299], suggesting that 
the 9-1-1 complex is not responsible for all functions of atR, while we cannot exclude 
their functional redundancy between the complex. Recruitment of the 9-1-1-topbp1 
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and atR-atRip complexes to sites of dna damage at stalled replication forks occurs 
as two largely independent events [223,279,300-302]. This independent recruitment 
might be important to prevent inappropriate checkpoint activation. claspin, an 
adaptor or mediator protein that is found at replication forks, also plays an important 
role in cHk1 activation, since it is crucial to bring atR and cHk1 together [303,304]. 
in addition, claspin binds to phosphorylated Rad17, a clamp loader of the 9-1-1 
complex, and this interaction is essential for cHk1 phosphorylation [305]. 

4.3 checkpoint effector kinases chk1 and chk2
cell cycle arrest is imposed by the activation of two downstream effector kinases, cHk1 
and cHk2 (reviewed in [234]). activation of the effector kinase cHk1 requires its 
phosphorylation at s317 and s345 by atR [306-308]. once cHk1 is phosphorylated, 
it is released from chromatin to phosphorylate its substrates [309,310]. key targets of 
cHk1 to control cell cycle transitions are the cdc25 phosphatases [311]. cdc25 is a 
positive regulator of cell cycle progression, and removes inhibitory phosphorylations 
from cyclin-dependent kinases (cdks) during the normal cell cycle (reviewed in 
[311,312]). dephosphorylation activates cdk, allowing the cell cycle to progress 
(G1/s checkpoint) and enter mitosis (G2/M checkpoint) [313]. phosphorylation of 
cdc25 by cHk1 inactivates its phosphatase activity, leading to maintenance of cdk 
phosphorylation, and cell cycle arrest. 

another effector kinase, cHk2, is activated by atM through phosphorylations on 
t68 and other residues in the n-terminal scd domain, which leads to multimerization 
of cHk2 [314,315]. cHk2 plays an accessory role, exerting a partial influence on the 
intra-s and G2/M checkpoints [316], also through negative regulation of the cdc25s 
via phosphorylation  [317-320]. cHk2 is also required for iR-induced apoptosis, and 
promotes p53-dependent transcriptional responses in many tissues [321,322]. The 
transcription factor p53 is a direct target of atM and of the effector kinases in the 
regulation of apoptosis, but cHk2 and atM also phosphorylate p53 regulators, leading 
to increased stability and activity of the p53 transcriptional activator [323-325]. 

 



1 

dna RepaiR in Mitotic cells 33

ii.  Dna rePair in meiotic cells 
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abstract
chromosome pairing and synapsis during meiotic prophase requires the formation 
and repair of dna double-strand breaks (dsbs) by the topoisomerase-like enzyme 
spo11. chromosomes, or chromosomal regions, that lack a pairing partner, 
such as the largely heterologous X and Y chromosomes, show delayed meiotic 
dsb repair and are transcriptionally silenced. Herein, we review meiosis-specific 
aspects of dsb repair in relation to homology recognition and meiotic silencing 
of heterologous regions. We propose that persistent meiotic dsbs play a role in 
inhibiting heterologous synapsis and stimulate meiotic silencing of the X and Y 
chromosomes. 

introDuction
sexual reproduction requires the formation of specialized germ cells by meiosis. Meiosis 
consists of two rounds of cell division, preceded by a single phase of dna replication. 
The first meiotic division (Mi) is preceded by a special and prolonged prophase, 
during which homologous chromosomes align and pair. in many species, including 
yeast and mammals, homologous chromosome pairing requires formation and repair 
of meiosis-specific dna double-strand breaks (dsbs). in somatic cells, dsbs may also 
arise due to exogenous and endogenous dna damage. it is evident that correct repair 
of dsbs is essential for the maintenance of genome integrity. This is important for 
cells undergoing mitosis, but it is even more important for germ cells, because upon 
formation of the zygote, the combination of two parental germ cell genomes forms the 
basis for a new individual. Therefore, it appears counterintuitive for a cell to generate 
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dsbs on purpose upon entrance into meiosis. in yeast and mouse, the formation and 
repair of meiotic dsbs, leading to the formation of crossovers (exchange of chromatid 
arms between homologs) and noncrossovers, is directly required for proper pairing, 
synapsis and also for the segregation of homologous chromosomes during the first 
meiotic division. However, in some species, meiotic dsbs are absent in one sex (for 
example D. melanogaster males) or occur after completion of chromosome pairing (for 
example C. elegans). in this “point of view” we evaluate what is currently known about 
the differences in dsb repair in mammalian mitotic and meiotic cells. We relate this 
to the ongoing process of homologous chromosome pairing. next, we discuss how 
meiotic dsb-repair may be linked to the transcriptional silencing of nonhomologous 
regions that occurs for example for the largely heterologous X and Y chromosome in 
the testis. 

homolo gous chromosome Pairing
initiation of chromosome pairing occurs during leptotene, progresses during zygotene 
and is complete in pachytene nuclei. synapsis is achieved by the formation of the 
synaptonemal complex (sc) between the chromosomal axes of the paired homologous 
chromosomes. The sc consists of lateral elements along the chromosomal axes of each 
homolog, and a central connecting element (figure 1a). chromatin loops protrude 
from the lateral elements. prior to synapsis, the lateral elements are called axial 
elements. formation of the central element is defined as the achievement of synapsis. 
during diplotene, the sc is gradually disassembled.

the role of the bouquet configuration anD meiotic 
Dsb rePair 
in budding yeast, the designated initiation sites of synapsis appear to colocalize with 
designated crossover sites [329]. However, in mammals this may not be the case, since 
cytological observations have indicated that synapsis proceeds from the telomeric ends 
of the paired homologous chromosomes in humans [330]. telomeres function during 
the initial phase of chromosome pairing in both yeast and mammals. during this 
phase, all telomeres cluster on the nuclear membrane, and the chromosomal arms loop 
towards the center of the nucleus, forming the transient bouquet stage. The formation 
of this configuration and the associated chromosomal movements are essential for 
correct chromosome pairing [331]. However, the formation and repair of meiotic dsbs 
is also essential to achieve synapsis, as evidenced by the severe chromosome pairing 
abnormalities that are observed in mice that lack the enzyme (spo11) that induces the 
meiotic dsbs, and in mice that carry mutations in (meiotic) dsb-repair genes such as 
for example Dmc1 and Rad51C (see below) [332-334]. 

The role of components of the sc
The repair of meiotic dsbs in yeast, mouse, and man is accompanied by progression of 
synapsis. synapsis critically depends on the central element and transverse filaments of 
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Figure 1. Homologous chromosome pairing and meiotic DsB repair. a) schematic drawing of the 
synaptonemal complex and associated chromatin in pachytene. The sc consists of lateral elements (light 
green) that form along the bases of the protruding chromatin loops (red and blue). The homologs are 
connected via the transversal and central elements of the sc (dark green). sister chromatids are connected 
via cohesion rings (grey). cohesin is enriched at the bases of the chromatin loops. spo11 and associated 
proteins mediate the formation of dsbs that are repaired in association with the sc. b) schematic drawing of 
the initiation of meiotic dsb repair. upon formation of a meiotic dsb, the site of the break is recognized by 
the MRn complex. This complex plays an essential role in the removal of spo11, resection of the break, and 
the recruitment of the kinase atM. This kinase phosphorylates histone H2aX in the chromatin surrounding 
the dsb. The long ssdna tails that have been formed during resection are most likely bound by Rpa, which 
is subsequently replaced by Rad51. This protein mediates the homology search. in theory, Rad51 filaments 
may invade homologous dna on the sister chromatid, or on one of the two chromatids of the homologous 
chromosome. in meiosis, interactions with the sister chromatid are somehow repressed, and interaction with 
one of the chromatids of the homologous chromosome is stimulated. c) possible outcomes of HR repair of 
meiotic dsbs. upon strand invasion, different subpathways of homologous recombination repair using the 
homologous chromosome as a repair template (1 + 2) (see main text) can lead to the formation of crossovers 
or noncrossovers (gene conversions). if repair occurs using the sister chromatid as a template (3), the original 
dna sequence is restored. d) localization of Rpa (green), sYcp3 (red) and dna (blue dapi staining) in 
spread leptotene, zygotene and pachytene mouse spermatocyte nuclei. nuclei were spread and immunostained 
with the indicated antibodies as described in [405]. The anti Rpa antibody is described in [366].
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the sc. at present, sYcp1, sYce1, sYce2 and teX12 are known components of this 
structure that connects the two lateral elements that have been formed along the axes 
of the homologous chromosomes (figure 1a, reviewed in [335]). knockout of each of 
these genes leads to very similar synaptic defects; the chromosomes align but fail to 
synapse, and meiotic dsb repair is stalled [336-339]. The axial/lateral elements, known 
to contain sYcp2 and sYcp3 and the meiosis-specific cohesin complex —which keeps 
the sisters chromatids tied together— are also important for correct homologous 
chromosome pairing and crossover formation [340-342]. for example, in male 
Sycp3 knockout mice, many chromosomes remain asynapsed or show heterologous 
synapsis, and the spermatocytes become apoptotic around the developmental phase 
that corresponds to midpachytene in wild type, the stage at which all autosomal 
chromosomes should have achieved complete synapsis [340]. Many mutants that 
have pairing and dsb repair abnormalities, show asynapsis at pachytene, resulting in 
apoptosis around this stage. This is most likely due to the existence of a midpachytene 
checkpoint linked to the synaptic stage of the chromosomes [343]. 

in contrast, in Sycp3-/- females, meiosis is not fully blocked. Many oocytes are lost 
during the first week of postnatal follicle development, and the ones that survive cause 
a high frequency of (maternal origin) aneuploidy in embryos following ovulation and 
fertilization [344]. This sex-difference in severity of the meiotic phenotype of this 
mutant is illustrative for many genes involved in meiosis [345], and this is thought to 
be due at least in part to differential regulation of checkpoints [346]. 

inDuction anD rePair of meiotic Dsbs
Meiotic dsbs are induced by the topoisomerase ii-like enzyme spo11. The gene 
encoding this enzyme is conserved from yeast to worm, flies, and mammals. in yeast 
and mammals, spo11 is loaded on the chromatin during the final premeiotic s phase, 
and disturbance of dna replication affects meiotic dsb formation in yeast [347]. The 
dsbs are formed after the final s phase and depend on several accessory factors that 
may help to localize and activate spo11 (reviewed in [348]). Meiotic dsbs are not 
distributed at random in the genome but concentrate in so-called hotspots. Recent 
evidence indicates that histone modifications such as H3k4 trimethylation are involved 
in creating the chromatin environment that forms a hotspot [349]. spo11 functions 
as a dimer, and one molecule remains covalently attached to each dsb end upon 
generation of the break (reviewed in [348]). subsequently, an endonuclease reaction 
releases a spo11-coupled oligonucleotide. The MRn complex plays an important role 
in this reaction. This complex is known to be involved in early steps of dsb repair 
in somatic cells, and consists of MRe11, Rad50 and a third, less conserved subunit 
named nbs1 in mammals. MRe11 contains a nuclease domain, but another nuclease 
that is activated by MRe11, named ctip, most likely performs the cleavage reaction. 
end-resection then leads to the formation of long 3’ single strand dna (ssdna) tails 
on each end of the break [350-353]. 
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recognition of meiotic Dsbs and formation of the raD51/Dmc1 protein filament
in order for breaks to be repaired, they need to be recognized first. The above mentioned 
MRn complex is most likely involved in sensing the presence of a dsb, both in mitotic 
and meiotic cells (reviewed in [58]). When the MRn complex binds a dsb, it immediately 
recruits a special kinase named atM, that is essential for activation of dna repair 
checkpoints. atM phosphorylates H2aX at serine 139, forming gH2aX [354] (figure 
1b). in addition, atM phosphorylates downstream components of the checkpoint 
pathway, and the MRn complex itself [355,356]. in mitotic cells, these recognized dsbs 
may be repaired either through the non-homologous end-joining pathway (nHeJ) or 
via homologous recombination (HR). in meiotic cells, the inaccurate nHeJ process is 
repressed [357], leaving HR as the only available pathway for repair. HR may lead to the 
formation of crossovers, and these are instrumental during the first meiotic metaphase, 
when sister chromatid cohesion and crossovers keep the homologs attached until loss of 
sister chromatid cohesion along chromosome arms allows separation of the chromosomes. 
in mouse and man only a small minority of the dsbs lead to the formation of crossovers, 
but each chromosome pair has at least one (obligate) crossover. Repair of most meiotic 
dsbs leads to so-called gene conversions or noncrossovers (figure 1c). 

during HR in mitotic cells, the processed 3’ ssdna ends are first loaded by the 
ssdna-binding heterotrimeric protein Rpa. Rpa is then replaced by Rad51, with the 
aid of mediators such as Rad52 and the breast cancer related protein 2 (bRca2) [358]. 
Rad51 forms a protein filament on the dna that is required for the homology search. 
in meiotic cells, Rpa foci have been reported to appear as the chromosomes synapse, in 
zygotene some time after the formation of Rad51 foci in leptotene [359,360]. also in 
oocytes, Rad51 foci formation precedes the appearance of visible Rpa foci [361]. Thus, 
Rad51 and Rpa seem to accumulate in reversed order on meiotic dsbs, as compared 
to dsbs in somatic cells. However, it has been suggested that Rpa may be present on 
processed meiotic dsbs before Rad51 accumulates, but only transiently, and therefore 
not detected by immunocytology [362,363]. in accordance with this suggestion, 
mouse mutants with impaired loading of Rad51 and its meiosis-specific paralogue 
dMc1, display Rpa foci in high abundance on leptotene and zygotene spermatocytes 
[332,364,365]. our own observations, using a Rpa antibody that is directed against the 
two largest subunits of human Rpa [366], indicate that Rpa foci appear concomitant 
with Rad51 in mouse spermatocytes (figure 1d). partial colocalization of Rpa and 
Rad51/dMc1 on meiotic dsb repair sites during pachytene indicates that Rpa may 
perform an additional function at this later stage. perhaps Rpa and Rad51 filament 
formation dynamically switches on ssdna depending on the types of recombination 
intermediates that are formed. Rad51 and its meiosis-specific paralogue dMc1 
appear to colocalize at meiotic dsbs in mouse spermatocytes, and their loading does 
not require Rad52, but in the absence of bRca2, the loading of Rad51/dMc1 was 
severely reduced [364]. bRca1 performs a similar function in Rad51/dMc1 loading 
[367], and the Rad51 paralogue Rad51c, and a novel testis-specific protein named 
teX15, are also required for this process [332,365,368]. The number of Rad51 foci 
that can be observed in leptotene nuclei has been used to estimate the number of 
meiotic dsbs to be around 250-300 [369].
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interhomolog bias
upon formation of the Rad51/dMc1 filament, the coated ssdna will initiate a search 
for homology. in mitotic cells, the sister chromatid is the preferred template for repair. 
However, in meiotic cells, repair via the sister chromatid is somehow repressed, and 
invasion of one of the chromatids of the homologous chromosome is stimulated. 
a meiosis-specific kinase named Mek1 that localizes to the chromosomal axes in 
yeast, plays a crucial role in mediating this so-called interhomolog bias [370]. Recent 
data indicate that Mek1 achieves this function at least in part via phosphorylation 
of the dna repair protein Rad54 [371]. This protein interacts with Rad51 and is 
important for strand invasion and homologous recombination repair in mitotic cells. 
phosphorylation of Rad54 by Mek1 inhibits the interaction of Rad54 with Rad51, and 
this may help to direct repair to the homolog [371]. another meiosis-specific protein, 
Hed1, also binds to Rad51 and inhibits its interaction with Rad54 [372]. activation 
of the Mek1 kinase requires the function of two components of the axial/lateral 
elements of the sc; Hop1 and Red1 [370,373]. in budding yeast, a meiosis-specific 
Rad54 homolog, named Rdh54 acts together with dmc1 to stimulate the use of the 
homologous chromosome as a template for repair [374], and this process is aided by 
the meiosis-specific Hop2/Mnd1 complex [375]. dMc1 and Hop2 homologs have also 
been identified in mouse [376,377], and both are required for repair of meiotic dsbs 
and homologous chromosome pairing, indicating that the functions of these proteins 
may be conserved from yeast to mouse [334,377]. in mouse, two Rad54 homologs 
have been identified [378], but although these proteins are required for homologous 
recombination in somatic cells, neither one is required for the formation of crossovers 
[119,379]. This indicates that dsb repair proceeds normally. still, in mice deficient for 
these Rad54 homologs, a few Rad51 foci persist, and Rad51 forms large aggregates 
in pachytene and diplotene nuclei. This indicates that Rad54 may play a minor role 
in meiotic recombination in mouse, or perhaps it is only involved in repair of a small 
subset of the breaks that follow a distinct repair pathway. taking the yeast data into 
account, that indicate that repression of Rad54-Rad51 interaction stimulates the 
interhomolog bias, it is tempting to speculate that Rad54 may function at the minority 
of sites that still use the sister-chromatid as a template for repair. 

formation of crossovers and noncrossovers
upon strand invasion of one of the two sister chromatids of the homologous 
chromosome, a brief phase of dna synthesis along the intact template follows. 
subsequently, the invaded strand may be released, and re-anneal to the other ssdna 
end of the dsb. Repair along this pathway, called synthesis-dependent strand 
annealing (sdsa), leads to gene conversion events, whereby only a relatively short 
stretch of dna (approximately 200 bp-2kb) is exchanged between homologs [380]. 
alternatively, the second end of the dsb may be captured, and a double-holliday 
junction may be formed. such a double-holliday junction may be resolved by 
specific enzymes in two ways, leading to either crossovers or noncrossovers (gene 
conversions) (reviewed in [381]) (figure 1b, c). Most meiotic dsbs are thought 
to be repaired via the sdsa pathway, leaving only a small subset —approximately 
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5-10% — that will be repaired via the formation double-holliday junctions, and these 
may mostly generate crossovers. 

Many proteins known to be involved in dsb-repair in somatic cells are required 
for the repair of meiotic dsbs, but the major pathway of crossover formation has a 
special requirement for proteins involved in dna mismatch repair. in somatic cells, 
this pathway removes mismatched nucleotides that may be formed during dna 
replication. in meiotic dsb repair, mismatches will occur when the repair template 
of the homologous chromosome is not identical to the damaged strand of the other 
chromosome. in Mlh1 mutants, chromosome pairing occurs normally, indicating that 
the dsbs that are converted to noncrossovers are normally repaired, but crossovers 
hardly form, and the spermatocytes undergo apoptosis during metaphase, because all 
chromosomes are univalent. in mice, a small number of crossovers may be formed by 
a different pathway that does not require the meiosis-specific mismatch repair proteins 
[382]. in this pathway, the endonuclease Mus81 cleaves are combination intermediate 
that is most likely formed just prior to double holliday junction formation, and this 
cleavage exclusively yields crossovers. 

The number and distribution of crossovers is tightly regulated. a special mechanism 
ensures that each chromosome pair contains ate least one crossover, and crossover 
interference reduces the likelihood of two crossovers occurring in close proximity to 
each other. The total number of crossovers varies somewhat between different mouse 
strains and between males and females. kleckner et al. [383] reported that the number 
of crossover sites correlates to the length of the sc. This indicates that there is a complex 
functional interplay between the formation and processing of meiotic dsbs and the 
structure of the chromosomes. it is not clear what the molecular basis is of crossover 
interference in mammals. de boer et al. [384] have shown that two levels of interference 
exist in mouse spermatocytes. a first level is observed in so-called early recombination 
foci in late zygotene/early pachytene, most of these will be processed as noncrossovers, 
and a second level is clear among crossovers marked by MlH1 in mid-to-late pachytene 
[384]. The crossover pathway that is mediated by Mus81 appears to lack interference 
[382]. Recently, the atM kinase that is required for gH2aX formation upon induction 
of the meiotic dsbs, was found to play a role in the regulation of crossover numbers 
and interference [385]. interestingly, atM deficiency had both crossover stimulating 
and inhibiting effects; the formation of the obligate crossover between X and Y was 
reduced, whereas the total number of MlH1 foci was 13% increased. in addition, 
crossover interference was mildly affected. These effects were associated with defects in 
chromosomal axis structure, providing further proof that meiotic recombination and 
axial chromosome structure are intimately related [385]. atM activation requires the 
function of the MRn complex, and hypomorphic mutations in components of this 
complex also resulted in an increased crossover frequency, although the effect was smaller 
(8% increase) [386]. These data indicate that atM may perform multiple functions in 
meiotic dsb processing, and in propagation of the interference signal. alternatively, or 
in addition, a compensating increase in the activity of  the related kinase atR on the 
atM null background may regulate types and frequencies of crossover events through 
phosphorylation of Rpa, as has been shown in yeast [387]. 
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The most outspoken change in crossover frequency is observed in mice that are 
deficient for the ubiquitin conjugating enzyme HR6b [388]. HR6b, and the closely 
related enzyme HR6a, are involved in mediating post replication repair. This pathway 
allows replication to proceed in the presence of dna damage. in addition, HR6b is 
required for ubiquitylation of H2b [389,390] and most likely ubiquitylates many other 
substrates. Hr6b knockout male mice are infertile, associated with dysregulation of 
chromatin structure in meiotic and post-meiotic cells [388,391,392]. in late pachytene 
nuclei of these cells, the scs are longer, and the number of MlH1 foci is 20% increased 
in comparison to controls [388], but crossover interference is not affected [393].  it 
might be suggested that Hr6b knockout spermatocytes contain more spontaneous 
dsb sites that contribute to the increased crossover rates. However, irradiation does 
not lead to a further increase in the number of MlH1 foci in Hr6b knockouts [388], 
implying that a reduced capacity to repair damage-induced breaks is not involved in 
mediating the increased crossover frequency. in yeast, mutation of the homolog of 
HR6b, Rad6, also affects the number of crossover sites, leading to increased as well as 
decreased frequencies of crossover formation depending on the chromosomal region 
[394]. This effect is most likely caused by a decrease in the ubiquitylation of H2b, which 
subsequently leads to a decrease in the level of H3k4 trimethylation, a chromatin mark 
that has been shown to be associated with hotspot formation [349]. in Hr6b knockout 
spermatocytes, the overall levels of H2b ubiquitylation and H3k4 trimethylation are 
not changed [392]. However, the regulation of several other histone modifications is 
disturbed [392], indicating that changes in chromosome structure may be involved in 
mediating the enhanced recombination frequency in Hr6b knockout spermatocytes. 
Recent data have shown that in, C. elegans, a species in which pairing precedes 
recombination, chromatin condensing complexes regulate meiotic dsb distribution, 
directly implicating higher order chromosome structure in the regulation of meiotic 
dsb formation and repair [395]. 

Detection anD silencing of nonhomologous regions
homologous versus heterologous synapsis
in order to ensure that complete genome sets are separated during the metaphase-
to-anaphase i transition, pairing between nonhomologous chromosomes needs to 
be prevented. in the worm C. elegans, chromosome movement, and attachment of 
so-called pairing centers to the nuclear envelope, play important roles in verifying 
homology before synapsis proceeds [396,397]. in mouse, disruption of telomere 
attachment during meiotic prophase through targeted disruption of the Sun1 gene also 
interferes with chromosome synapsis and meiotic dsb repair, but nonhomologous 
synapsis is still prevented [331]. in contrast to mammals, worms synapse homologous 
chromosomes before meiotic recombination is initiated, and therefore basic aspects of 
homology recognition may differ between worms and mammals [398]. 

in the absence of meiotic dsbs, in Spo11 knockout mice, nonhomologous synapsis 
is observed, in addition to asynapsis [399,400]. Thus, ongoing meiotic dsb repair, 
or repair-associated signaling, may inhibit nonhomologous synapsis. still, when 
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dsb repair is stalled in certain mutant mouse models, nonhomologous synapsis also 
occurs, indicating that these incompletely repaired dsbs cannot completely prevent 
heterologous synapsis [334,401-403]. 

The X and Y chromosome are largely heterologous, and during midpachytene 
in mouse, synapsis is observed only along the short homologous pseudoautosomal 
regions, the rest of the chromosomal arms remains unsynapsed. interestingly, during 
early pachytene, XY synapsis appears to include nonhomologous regions, since the Y 
has been observed to synapse with X along almost 90% of its length at this stage [404]. 
apparently, this is a transient state, and this observation indicates that progression of 
synapsis may be dynamic, allowing desynapsis when an unknown control mechanism 
detects absence of homology. for the XY pair, this mechanism appears to be efficient, 
since persistent heterologous synapsis between X and Y is not observed. Variable 
heterologous synapsis is detected when specific translocations cause a pairing 
problem. for example, in mice carrying two similar but not identical translocations 
between chromosome 1 and chromosome 13, a heterologous region of approximately 
40 Mb is present on both the small 113 bivalent and the large 131 bivalent. The small 
translocation bivalent shows complete synapsis in only 40% of the nuclei, whereas the 
larger bivalent is completely synapsed in more then 95% of the nuclei [405,406]. such 
heterologous synapsis is thought to occur via synaptic adjustment, which most likely 
involves adjustment of chromatin loop length to obtain equalization of chromosomal 
axes between heterologous regions with a difference in length. 

meiotic sex chromosome inactivation
already in 1965, Monesi described that the X and Y chromosome show reduced 
incorporation of tritiated uridine, compared to autosomes in pachytene spermatocytes 
[407]. This provided the first indications for the meiotic inactivation of the sex 
chromosomes (Msci). in addition, it was noted that the X and Y form a more or 
less separate “body” in the periphery of the nucleus, named sex body or XY body. 
This transcriptionally silenced chromatin is marked by several histone modifications 
and associated proteins [392,408-410]. The most well known histone modification 
that marks the XY body from late zygotene onwards is gH2aX, the general marker 
of dsbs [411]. in mice that lack H2aX, the XY body is not formed [412]. two other 
modifications that mark the XY body are generally associated with transcriptional 
silencing but also detected at sites of dsb repair. These are H2ak119 ubiquitylation 
and sumoylation of chromatin components [413,414]. H2ak119 ubiquitylation is a 
relatively late (taking approximately 10-20 minutes before maximal levels are achieved) 
marker of dsb repair in mitotic cells [171,173]. H2a is ubiquitylated by the e3 ligases 
Rnf8 and Rnf168 [171,173,250]. Rnf8 recruitment depends on Mdc1 [171-173], 
and precedes Rnf168 that is recruited by the ubiquitylated H2a generated by Rnf8 
[250]. suMoylation of H2a.Z is associated with the presence of persistent dsbs in 
yeast [415]. surprisingly, both these modifications do not mark the meiotic dsbs in 
leptotene and zygotene nuclei. 

The chromatin of the XY body is completely reorganized around midpachytene, 
when all nucleosomes are replaced, as visualized by the complete disappearance of 
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the replication associated H3.1 variant [410]. Hereafter, during mid-to-late pachytene 
and diplotene, XY body chromatin accumulates methylated H3k9, which persists and 
remains present in spermatids [410]. during postmeiotic spermatid development, 
the X and Y appear to remain globally repressed although a selected set of single-
and multi-copy genes is (re) expressed [409,416-418]. Recently, cocquet et al. [419] 
showed that the multicopy gene Sly is specifically required for the maintenance of 
postmeiotic X chromosome repression. in addition to slY, the above-mentioned 
ubiquitin conjugating enzyme HR6b is also required for the maintenance of meiotic 
and postmeiotic sex chromosome inactivation [392]. 

link between asynapsis and persistence of Dsb repair proteins
chromosomes or chromosomal regions without a pairing partner can only repair their 
meiotic dsbs (in these regions) through recombination with the sister chromatid or via 
nHeJ. since both these pathways appear to be repressed during early meiotic prophase, 
meiotic dsbs in such regions may remain unrepaired. indeed, persistent Rad51 
foci are observed along the unsynapsed arm of the X chromosome in spermatocytes 
[369]. surprisingly, these are only rarely observed along the unsynapsed part of the Y, 
suggesting that spo11 generates only a few breaks in this region of the Y. Rna-fisH 
analyses have provided indications that the Y chromosome is already largely inactive in 
mouse spermatogonia, and a heterochromatic chromatin structure encompassing most 
of the Y chromosome may interfere with access of spo11 to the dna [418]. 

The initial formation of Rad51 foci on all chromatin is accompanied by atM 
induced phosphorylation of H2aX on surrounding chromatin [420]. However, atM 
appears to be gradually replaced by atR [420]. at dsb sites in somatic cells, atM 
recruits atR to these sites via phosphorylation of the atR activator topbp1 (reviewed 
in [233]). atR is partially redundant to atM in somatic cells, although distinct 
functions have also been described, for example in activation of the downstream 
kinases cHk1, and cHk2, respectively (reviewed in [233]). in general, atM appears 
to be rapidly recruited to dsb sites, followed by later accumulation of atR. conversely, 
atR is primarily recruited to stalled replication forks, although atM may also perform 
functions at these sites (reviewed in [233]). in meiotic cells, atR is first observed on a 
subset of the Rad51 foci in zygotene nuclei [359,421]. eventually, atR concentrates 
along the chromosomal axes of the X and Y chromosome, concomitant with a second 
wave of gH2aX formation, selectively on X and Y chromatin, initiating Msci. This 
histone modification accumulates on X- and Y-chromosomal chromatin from late 
zygotene until late diplotene. in addition to Rad51/dMc1, atR and gH2aX, several 
other checkpoint and dsb-related proteins are known to accumulate specifically on 
the XY body. These include bRca1, bRca2, blM, Mdc1, topbp1, 53bp1, and 
Rad1 [422-428]. The above-mentioned post replication repair enzyme HR6b and its 
e3 ligase partner Rad18 also accumulate on the XY body [429]. all of these proteins, 
except blM, 53bp1, and the Rad18/HR6a/b complex, also accumulate on the meiotic 
dsbs shortly after their formation in leptotene. apparently, blM, 53bp1, and the 
Rad18/HR6a/b are recruited to dsbs in somatic cells, but not to meiotic dsbs in 
leptotene and zygotene nuclei. only when these breaks persist until pachytene, like 
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on the XY body, these proteins are detected. for 53bp1 this apparently differential 
behaviour towards spo11 and damage-induced dsbs may simply be due to absence 
of this protein in leptotene and zygotene spermatocytes; irradiation-induced dsbs in 
these cells also do not recruit 53bp1 [428]. for Rad18, the situation is different, since 
this protein does accumulate on irradiation-induced dsbs in leptotene and zygotene 
nuclei (unpublished). for the blM helicase, the situation is enigmatic. at dsbs in 
somatic cells, this protein accumulates within 10 seconds upon formation of the break, 
independent of atM and nbs1 [430]. Mutation of the Blm gene is embryonic lethal 
[431], precluding direct analyses of the function of this gene in meiotic recombination. 
taking these data together, it appears that the stalled repair of meiotic dsbs on the 
unsynapsed arms of X (and Y) results in the accumulation of dsb-repair related 
proteins that do not respond to the meiotic dsbs that are rapidly repaired. This may 
be either because they are not expressed before these breaks are repaired (53bp1), 
or because their recruitment to meiotic dsbs is somehow prevented (Rad18, blM, 
H2ak119ub1, suMoylation). This could occur as part of the pathway that prevents 
recombination with the sister chromatid. alternatively, or in addition, some of these 
proteins may accumulate slowly, and reach detectable levels only when repair is stalled, 
allowing more time to increase the local concentration.  

When meiotic dsb-repair is blocked, due to a genetic defect, Msci usually cannot 
occur and appears to be inhibited [333,334,336,337,364,365,377,432]. from these 
observations, it is clear that the dsb-repair pathway and Msci/Msuc share limiting 
components. When meiotic dsbs are not formed at all, in the Spo11 knockout, a so-
called pseudo sex body is formed on part of the unsynapsed chromatin in the zygotene-
like nuclei [420]. This structure accumulates gH2aX, and is transcriptionally silenced 
[433]. These observations show that meiotic dsbs are not absolutely required for the 
formation of a XY body-like structure during meiotic prophase. However, since the 
pseudo-XY body forms on only part of the asynapsed chromatin, it also shows that 
asynapsis by itself is not enough to recruit atR and trigger gH2aX formation. 

turner et al. [434] have previously shown that atR and gH2aX do not accumulate 
on XY chromatin in mice that carry a hypomorphic mutation in the Brca1 gene. in 
addition, homologous chromosome pairing was severely affected [434]. in a small 
subfraction of the nuclei in these mutant mice, atR and gH2aX did accumulate on X 
and Y and a normal XY body was formed. from these observations it was concluded that 
bRca1 is required for the recruitment of atR to XY body chromatin. since bRca1 is 
also required for proper repair of meiotic dsbs in mouse, as apparent from the multiple 
gH2aX foci that remain in the vast majority of Brca1 mutant nuclei [434], it might also 
be suggested that these persistent meiotic dsbs inhibit Msci, as occurs in many other 
spermatocytes carrying mutations in the dsb repair pathway. This could explain why 
gH2aX is not formed on XY chromatin in Brca1 mutant mouse spermatocytes The 
occasional normal XY body formation in Brca1 mutant spermatocytes may occur in 
cells that manage to repair the (majority) of meiotic dsbs despite the lack of normally 
functional bRca1. in this scenario, bRca1 would not necessarily be upstream of 
atR/atM recruitment in meiotic cells.
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could there be another factor involved in recruiting atR to XY body chromatin? 
in somatic cells, recruitment of atR requires its interaction partner atRip, which 
binds to Rpa filaments [280]. in order to activate atR, the 9-1-1 complex and topbp1 
are most likely also required. it might thus be suggested that a similar sequence of 
events occurs at persistent dsbs along the heterologous part of X (and Y). topbp1 
and at least one component of the 9-1-1 complex, Rad1, also accumulate on the XY 
body [424,426,427]. Rpa- and damage-independent recruitment of atR to chromatin 
in somatic cells has also been reported. for example cdc6, a protein required for 
replication initiation, may recruit atR to stalled replication forks [334]. in a similar 
manner, a yet unknown meiosis-specific protein that specifically localizes to unsynapsed 
axes may recruit atR independent of dsb-repair. 

transcriptional silencing of unsynapsed chromatin
When a homologous chromosome pair contains a large heterologous region, for 
example due to a translocation, such regions frequently remain unsynapsed. in analogy 
to Msci, this also leads to transcriptional inactivation of this region during meiotic 
prophase, in males and females [435,436]. surprisingly, such heterologous regions 
sometimes display heterologous synapsis (through synaptic adjustment, see above), 
providing an escape from silencing. due to the tight coupling between asynapsis and 
silencing, this mechanism has been named meiotic silencing of unsynapsed chromatin 
(Msuc) [437]. Msci and Msuc appear to be closely related; unsynapsed autosomal 
chromatin colocalizes with the XY body, and the presence of such silenced unsynapsed 
autosomal chromatin reduced the efficiency of XY body silencing [438]. in addition, 
similar to the XY body, silenced autosomal unsynapsed chromatin retains dsb-repair 
markers [406]. When heterologous synapsis and escape from silencing occur, these 
dsb-repair markers do not persist at the heterologous regions [406].

meiotic silencing Prior to synaPsis anD Dsb-rePair 
in avian sPecies
in birds, males have a ZZ sex chromosome constitution, whereas females are ZW. 
during oogenesis in chicken, the largely heterologous Z and W chromosome reach 
a state of complete synapsis [439]. previously, it was suggested that this might “save” 
the heterologous sex chromosomes from transcriptional silencing during the lengthy 
prophase in oocytes [440]. like the X chromosome in mammals, the Z chromosome is 
gene-rich, and it is to be expected that prolonged silencing of the Z chromosome would 
be detrimental to oocytes. We wondered how meiotic recombination between Z and 
W could be prevented during synapsis, and reasoned that the avian system could be 
a good model to discriminate between the roles of chromosome synapsis and meiotic 
recombination in the process of meiotic silencing. surprisingly, we found that the 
chicken W chromosome is silenced immediately upon entrance in meiotic prophase 
[441]. The Z chromosome appears to be normally transcribed during leptotene and 
zygotene. However, when Z and W synapse in pachytene, the Z chromosome is 
also transcriptionally silenced. during this phase, repair of meiotic dsbs on the Z 
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chromosome appears to be postponed. This is based on the fact that no markers of 
dsb repair are detected on the synapsed ZW pair, but during ZW desynapsis, in late 
pachytene and early diplotene, the Z chromosome accumulates gH2aX, and Rad51 
foci reappear [441]. subsequently, repair is completed, gH2aX and Rad51 foci 
disappear and the Z chromosome is reactivated. More recently, we have also shown 
that the germ cell restricted single chromosome (GRc) that is present in zebra finch 
spermatocytes is also silenced upon entry into meiotic prophase [442]. Therefore, we 
have named this phenomenon meiotic silencing prior to synapsis (Msps). We have 
proposed that Msci in chickens involves spreading of heterochromatin from Z onto W. 
in a second phase, gH2aX formation may contribute to the maintenance of silencing 
of the Z chromosome until repair is completed [441]. These findings indicate that the 
initiation of Msps in birds may be essentially different from the initiation of Msci in 
mammals. in birds this process is most likely independent of dsb repair and the final 
achievement of synapsis. 

concluDing remarks
persistent dsbs, present in heterologous regions, inhibit synapsis and may stimulate 
Msuc [406] (figure 2). progression of synapsis starting from homologous regions may 
generate a positive feedback system that facilitates further downstream synapsis. such 
a system may overrule the inhibitory effect of dsbs that have not (yet) been repaired. 
This may even facilitate homology recognition at persistent dsbs that remain in 
regions that are actually homologous, because the chromosomes will be in permanent 
close proximity upon synapsis. in addition, repression of inter-sister repair may be 
relieved once synapsis has been accomplished. 

based upon the progressively decreasing size of the synapsed regions of X and 
Y during pachytene, the synapsis-inhibitory force on these chromosomes must 
be large enough to prevent heterologous synapsis and illegitimate recombination 
with almost 100% efficiency. for autosomal pairs that carry heterologous regions, 
the balance between synapsis promotion and inhibition may be depend on the size 
of the homologous regions. once synapsis has proceeded along a certain threshold 
length, it may proceed irrespective of the presence of persistent dsbs. prevention of 
synapsis between X and Y also prevents completion of dsb-repair, most likely until 
the repression of intersister-recombination and/or the nonhomologous end-joining 
pathway are relieved during late pachytene or diplotene. 

persistent dsbs in yeast evoke specific changes in chromatin that can spread 
chromosome wide, such as sumoylation of H2a.Z [415]. Thus, persistent dsbs on the 
unsynapsed X (and Y) may be instrumental in the chromosome wide recruitment of 
gH2aX and ubiquitylated H2a, and other downstream dsb-repair and checkpoint 
factors. together, these modifications and factors could mediate transcriptional silencing 
of all X- and Y-chromosomal chromatin. alternatively, asynapsis itself may somehow 
specifically allow recruitment of atR, and subsequent formation of gH2aX then triggers 
all downstream events that mediate silencing. in this scenario, the stalled dsb sites are 
not required for the initiation of Msci, but may play a role in inhibition of synapsis. 



1 

cHapteR 1.146

at present it is not possible to determine whether the recruitment of atR to XY 
body chromatin depends primarily on the presence of persistent dsbs, asynapsed 
chromosomal axes, or both. once atR has been recruited to the XY body chromatin, or 
to autosomal unsynapsed regions, the subsequent formation of gH2aX is essential for 
the initiation of transcriptional silencing. The accumulation of ubiquitylated H2a(X) 
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Figure 2. persistent meiotic DsBs homology recognition and transcriptional silencing of heterologous 
regions. spo11-induced dsbs and the bouquet configuration of the chromosomes both contribute to the 
homology recognition process. numerous Rad51 foci in leptotene nuclei mark the initiation of the homology 
search. if homology recognition occurs, dsb repair proceeds and this is coupled to stimulation of progression 
of sc formation in zygotene nuclei (and sc formation may also help to complete the dsb repair process), 
leading to the complete sc with few remaining Rad51 foci in diplotene. if homology recognition does not 
occur, the dsb persists, additional dsb repair proteins accumulate, and spread along the chromatin, and 
progression of sc formation is inhibited (and lack of sc formation also inhibits invasion of the homologous 
template). This is associated with the recruitment of atR to asynapsed regions, which induces a second 
wave of gH2aX formation and transcriptional silencing. The balance between progression and inhibition of 
synapsis and dna repair (black horizontal arrow) determines the final outcome in pachytene. The XY body 
in the pachytene nucleus is encircles. spread mouse spermatocyte nuclei were stained with antibodies against 
Rad51 (green) and sYcp3 (red). The dna was stained with dapi (blue), with exception of the lower left 
and right images of synapsed autosomal chromosomes (left) and the XY body (right). Here, localization of 
gH2aX is shown in blue, and the dna is not stained. 
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and suMoylated chromatin components that occur downstream of gH2aX formation 
have been associated with transcriptional silencing in different contexts [435,443-
446]. Therefore, it is tempting to speculate that gH2aX formation and transcriptional 
silencing of the XY chromosome pair in meiosis evolved as a specialization of a general 
silencing mechanism that prevents ongoing Rna transcription from a damaged 
template when dsb repair is ongoing or blocked. functional analyses of the initiating 
events in Msuc and Msci will reveal the complex interplay between meiotic dsb 
repair, chromosome synapsis and silencing of chromatin that lacks a pairing partner.

references
1. p.R. blier, a.J. Griffith, J. craft,J.a. 

Hardin, binding of ku protein to dna. 
Measurement of affinity for ends and 
demonstration of binding to nicks, J biol 
chem 268 (1993) 7594-7601.

2. a.J. doherty,s.p. Jackson, dna repair: 
how ku makes ends meet, curr biol 11 
(2001) R920-924.

3. M. falzon, J.W. fewell,e.l. kuff, ebp-80, 
a transcription factor closely resembling 
the human autoantigen ku, recognizes 
single- to double-strand transitions in 
dna, J biol chem 268 (1993) 10546-
10552.

4. t. Mimori,J.a. Hardin, Mechanism of 
interaction between ku protein and dna, 
J biol chem 261 (1986) 10375-10379.

5. t. Mimori, J.a. Hardin,J.a. steitz, 
characterization of the dna-binding 
protein antigen ku recognized by 
autoantibodies from patients with 
rheumatic disorders, J biol chem 261 
(1986) 2274-2278.

6. M.R. lieber, The Mechanism of double-
strand dna break Repair by the 
nonhomologous dna end-Joining 
pathway, annu Rev biochem.

7. R.b. West, M. Yaneva,M.R. lieber, 
productive and nonproductive complexes 
of ku and dna-dependent protein kinase 
at dna termini, Mol cell biol 18 (1998) 
5908-5920.

8. G. chu, double strand break repair, J biol 
chem 272 (1997) 24097-24100.

9. o. Hammarsten, l.G. defazio,G. chu, 
activation of dna-dependent protein 
kinase by single-stranded dna ends, J 
biol chem 275 (2000) 1541-1550.

10. s. Yoo,W.s. dynan, Geometry of a 
complex formed by double strand break 
repair proteins at a single dna end: 
recruitment of dna-pkcs induces inward 
translocation of ku protein, nucleic acids 
Res 27 (1999) 4679-4686.

11. s. Yoo, a. kimzey,W.s. dynan, 
photocross-linking of an oriented dna 
repair complex. ku bound at a single dna 
end, J biol chem 274 (1999) 20034-20039.

12. Y. Ma,M.R. lieber, binding of inositol 
hexakisphosphate (ip6) to ku but not 
to dna-pkcs, J biol chem 277 (2002) 
10756-10759.

13. k. Meek, s. Gupta, d.a. Ramsden,s.p. 
lees-Miller, The dna-dependent protein 
kinase: the director at the end, immunol 
Rev 200 (2004) 132-141.

14. d. niewolik, u. pannicke, H. lu, Y. 
Ma, l.c. Wang, p. kulesza, e. Zandi, 
M.R. lieber,k. schwarz, dna-pkcs 
dependence of artemis endonucleolytic 
activity, differences between hairpins and 
5’ or 3’ overhangs, J biol chem 281 (2006) 
33900-33909.

15. Y. Ma, k. schwarz,M.R. lieber, The 
artemis:dna-pkcs endonuclease cleaves 
dna loops, flaps, and gaps, dna Repair 
(amst) 4 (2005) 845-851.

16. d. Moshous, i. callebaut, R. de chasseval, 
b. corneo, M. cavazzana-calvo, f. le 
deist, i. tezcan, o. sanal, Y. bertrand, 
n. philippe, a. fischer,J.p. de Villartay, 
artemis, a novel dna double-strand 
break repair/V(d)J recombination 
protein, is mutated in human severe 
combined immune deficiency, cell 105 
(2001) 177-186.

17. l. chen, k. trujillo, p. sung,a.e. 
tomkinson, interactions of the dna 
ligase iV-XRcc4 complex with dna ends 
and the dna-dependent protein kinase, J 
biol chem 275 (2000) 26196-26205.

18. l.G. defazio, R.M. stansel, J.d. Griffith,G. 
chu, synapsis of dna ends by dna-
dependent protein kinase, embo J 21 
(2002) 3192-3200.

19. M. Yaneva, t. kowalewski,M.R. lieber, 
interaction of dna-dependent protein 
kinase with dna and with ku: biochemical 



1 

cHapteR 148

and atomic-force microscopy studies, 
embo J 16 (1997) 5098-5112.

20. b. bertocci, a. de smet, J.c. Weill,c.a. 
Reynaud, nonoverlapping functions 
of dna polymerases mu, lambda, and 
terminal deoxynucleotidyltransferase 
during immunoglobulin V(d)J 
recombination in vivo, immunity 25 
(2006) 31-41.

21. Y. Ma, H. lu, b. tippin, M.f. Goodman, 
n. shimazaki, o. koiwai, c.l. Hsieh, k. 
schwarz,M.R. lieber, a biochemically 
defined system for mammalian 
nonhomologous dna end joining, Mol 
cell 16 (2004) 701-713.

22. a.f. Moon, M. Garcia-diaz, V.k. batra, 
W.a. beard, k. bebenek, t.a. kunkel, 
s.H. Wilson,l.c. pedersen, The X family 
portrait: structural insights into biological 
functions of X family polymerases, dna 
Repair (amst) 6 (2007) 1709-1725.

23. a.f. Moon, M. Garcia-diaz, k. bebenek, 
b.J. davis, X. Zhong, d.a. Ramsden, t.a. 
kunkel,l.c. pedersen, structural insight 
into the substrate specificity of dna 
polymerase mu, nat struct Mol biol 14 
(2007) 45-53.

24. s.a. nick Mcelhinny, J.M. Havener, M. 
Garcia-diaz, R. Juarez, k. bebenek, b.l. 
kee, l. blanco, t.a. kunkel,d.a. Ramsden, 
a gradient of template dependence 
defines distinct biological roles for family 
X polymerases in nonhomologous end 
joining, Mol cell 19 (2005) 357-366.

25. t.e. Wilson,M.R. lieber, efficient 
processing of dna ends during yeast 
nonhomologous end joining. evidence 
for a dna polymerase beta (pol4)-
dependent pathway, J biol chem 274 
(1999) 23599-23609.

26. t. komori, a. okada, V. stewart,f.W. alt, 
lack of n regions in antigen receptor 
variable region genes of tdt-deficient 
lymphocytes, science 261 (1993) 1171-
1175.

27. J. Gu, H. lu, b. tippin, n. shimazaki, M.f. 
Goodman,M.R. lieber, XRcc4:dna 
ligase iV can ligate incompatible dna 
ends and can ligate across gaps, embo J 26 
(2007) 1010-1023.

28. J.W. lee, l. blanco, t. Zhou, M. Garcia-
diaz, k. bebenek, t.a. kunkel, Z. 
Wang,l.f. povirk, implication of dna 
polymerase lambda in alignment-based 
gap filling for nonhomologous dna end 
joining in human nuclear extracts, J biol 
chem 279 (2004) 805-811.

29. l.f. povirk, biochemical mechanisms of 
chromosomal translocations resulting 

from dna double-strand breaks, dna 
Repair (amst) 5 (2006) 1199-1212.

30. M.R. lieber, The mechanism of human 
nonhomologous dna end joining, J biol 
chem 283 (2008) 1-5.

31. J. Gu, H. lu, a.G. tsai, k. schwarz,M.R. 
lieber, single-stranded dna ligation 
and Xlf-stimulated incompatible dna 
end ligation by the XRcc4-dna ligase 
iV complex: influence of terminal dna 
sequence, nucleic acids Res 35 (2007) 
5755-5762.

32. c.J. tsai, s.a. kim,G. chu, cernunnos/
Xlf promotes the ligation of mismatched 
and noncohesive dna ends, proc natl 
acad sci u s a 104 (2007) 7851-7856.

33. k.n. Mahajan, s.a. nick Mcelhinny, 
b.s. Mitchell,d.a. Ramsden, association 
of dna polymerase mu (pol mu) with 
ku and ligase iV: role for pol mu in end-
joining double-strand break repair, Mol 
cell biol 22 (2002) 5194-5202.

34. s.a. nick Mcelhinny, c.M. snowden, J. 
Mccarville,d.a. Ramsden, ku recruits 
the XRcc4-ligase iV complex to dna 
ends, Mol cell biol 20 (2000) 2996-3003.

35. J. san filippo, p. sung,H. klein, 
Mechanism of eukaryotic homologous 
recombination, annu Rev biochem 77 
(2008) 229-257.

36. J.R. lydeard, s. Jain, M. Yamaguchi,J.e. 
Haber, break-induced replication and 
telomerase-independent telomere 
maintenance require pol32, nature 448 
(2007) 820-823.

37. a. Malkova, e.l. ivanov,J.e. Haber, 
double-strand break repair in the absence 
of Rad51 in yeast: a possible role for 
break-induced dna replication, proc 
natl acad sci u s a 93 (1996) 7131-7136.

38. M.s. Wold, Replication protein a: a 
heterotrimeric, single-stranded dna-
binding protein required for eukaryotic 
dna metabolism, annu Rev biochem 66 
(1997) 61-92.

39. J. buis, Y. Wu, Y. deng, J. leddon, G. 
Westfield, M. eckersdorff, J.M. sekiguchi, 
s. chang,d.o. ferguson, Mre11 nuclease 
activity has essential roles in dna repair 
and genomic stability distinct from atM 
activation, cell 135 (2008) 85-96.

40. l. cao, e. alani,n. kleckner, a pathway 
for generation and processing of 
double-strand breaks during meiotic 
recombination in s. cerevisiae, cell 61 
(1990) 1089-1101.

41. R. shroff, a. arbel-eden, d. pilch, G. ira, 
W.M. bonner, J.H. petrini, J.e. Haber,M. 



1 

RefeRences 49

lichten, distribution and dynamics of 
chromatin modification induced by a 
defined dna double-strand break, curr 
biol 14 (2004) 1703-1711.

42. o. limbo, c. chahwan, Y. Yamada, 
R.a. de bruin, c. Wittenberg,p. Russell, 
ctp1 is a cell-cycle-regulated protein 
that functions with Mre11 complex to 
control double-strand break repair by 
homologous recombination, Mol cell 28 
(2007) 134-146.

43. R.s. Williams, G.e. dodson, o. limbo, 
Y. Yamada, J.s. Williams, G. Guenther, 
s. classen, J.n. Glover, H. iwasaki, p. 
Russell,J.a. tainer, nbs1 flexibly tethers 
ctp1 and Mre11-Rad50 to coordinate 
dna double-strand break processing and 
repair, cell 139 (2009) 87-99.

44. R.s. Williams, G. Moncalian, J.s. 
Williams, Y. Yamada, o. limbo, d.s. 
shin, l.M. Groocock, d. cahill, c. 
Hitomi, G. Guenther, d. Moiani, J.p. 
carney, p. Russell,J.a. tainer, Mre11 
dimers coordinate dna end bridging and 
nuclease processing in double-strand-
break repair, cell 135 (2008) 97-109.

45. M. de Jager, J. van noort, d.c. van Gent, 
c. dekker, R. kanaar,c. Wyman, Human 
Rad50/Mre11 is a flexible complex that 
can tether dna ends, Mol cell 8 (2001) 
1129-1135.

46. k.p. Hopfner, l. craig, G. Moncalian, R.a. 
Zinkel, t. usui, b.a. owen, a. karcher, b. 
Henderson, J.l. bodmer, c.t. McMurray, 
J.p. carney, J.H. petrini,J.a. tainer, The 
Rad50 zinc-hook is a structure joining 
Mre11 complexes in dna recombination 
and repair, nature 418 (2002) 562-566.

47. J. van noort, t. van der Heijden, M. de 
Jager, c. Wyman, R. kanaar,c. dekker, 
The coiled-coil of the human Rad50 dna 
repair protein contains specific segments 
of increased flexibility, proc natl acad sci 
u s a 100 (2003) 7581-7586.

48. G. luo, M.s. Yao, c.f. bender, M. Mills, 
a.R. bladl, a. bradley,J.H. petrini, 
disruption of mRad50 causes embryonic 
stem cell lethality, abnormal embryonic 
development, and sensitivity to ionizing 
radiation, proc natl acad sci u s a 96 
(1999) 7376-7381.

49. J.H. petrini, M.e. Walsh, c. diMare, 
X.n. chen, J.R. korenberg,d.t. Weaver, 
isolation and characterization of the 
human MRe11 homologue, Genomics 29 
(1995) 80-86.

50. J. Zhu, s. petersen, l. tessarollo,a. 
nussenzweig, targeted disruption of the 
nijmegen breakage syndrome gene nbs1 

leads to early embryonic lethality in mice, 
curr biol 11 (2001) 105-109.

51. J.W. Theunissen, M.i. kaplan, p.a. 
Hunt, b.R. Williams, d.o. ferguson, 
f.W. alt,J.H. petrini, checkpoint failure 
and chromosomal instability without 
lymphomagenesis in Mre11(atld1/
atld1) mice, Mol cell 12 (2003) 1511-
1523.

52. b.R. Williams, o.k. Mirzoeva, W.f. 
Morgan, J. lin, W. dunnick,J.H. petrini, 
a murine model of nijmegen breakage 
syndrome, curr biol 12 (2002) 648-653.

53. Y. Xiao,d.t. Weaver, conditional gene 
targeted deletion by cre recombinase 
demonstrates the requirement for the 
double-strand break repair Mre11 protein 
in murine embryonic stem cells, nucleic 
acids Res 25 (1997) 2985-2991.

54. p.t. tran, n. erdeniz, l.s. symington,R.M. 
liskay, eXo1-a multi-tasking eukaryotic 
nuclease, dna Repair (amst) 3 (2004) 
1549-1559.

55. M. clerici, d. Mantiero, G. lucchini,M.p. 
longhese, The saccharomyces cerevisiae 
sae2 protein promotes resection and 
bridging of double strand break ends, J 
biol chem 280 (2005) 38631-38638.

56. s. Gravel, J.R. chapman, c. Magill,s.p. 
Jackson, dna helicases sgs1 and blM 
promote dna double-strand break 
resection, Genes dev 22 (2008) 2767-
2772.

57. e.p. Mimitou,l.s. symington, sae2, exo1 
and sgs1 collaborate in dna double-
strand break processing, nature 455 
(2008) 770-774.

58. e.p. Mimitou,l.s. symington, dna end 
resection: many nucleases make light 
work, dna Repair (amst) 8 (2009) 983-
995.

59. Z. Zhu, W.H. chung, e.Y. shim, s.e. lee,G. 
ira, sgs1 helicase and two nucleases dna2 
and exo1 resect dna double-strand 
break ends, cell 134 (2008) 981-994.

60. d.a. bressan, H.a. olivares, b.e. 
nelms,J.H. petrini, alteration of n-
terminal phosphoesterase signature 
motifs inactivates saccharomyces 
cerevisiae Mre11, Genetics 150 (1998) 
591-600.

61. d. Mantiero, M. clerici, G. lucchini,M.p. 
longhese, dual role for saccharomyces 
cerevisiae tel1 in the checkpoint response 
to double-strand breaks, eMbo Rep 8 
(2007) 380-387.

62. s. Moreau, e.a. Morgan,l.s. symington, 
overlapping functions of the 



1 

cHapteR 150

saccharomyces cerevisiae Mre11, exo1 
and Rad27 nucleases in dna metabolism, 
Genetics 159 (2001) 1423-1433.

63. a.a. sartori, c. lukas, J. coates, M. 
Mistrik, s. fu, J. bartek, R. baer, J. 
lukas,s.p. Jackson, Human ctip promotes 
dna end resection, nature 450 (2007) 
509-514.

64. M.H. Yun,k. Hiom, ctip-bRca1 
modulates the choice of dna double-
strand-break repair pathway throughout 
the cell cycle, nature 459 (2009) 460-463.

65. p. Huertas,s.p. Jackson, Human ctip 
mediates cell cycle control of dna end 
resection and double strand break repair, 
J biol chem 284 (2009) 9558-9565.

66. c.Z. bachrati,i.d. Hickson, RecQ 
helicases: suppressors of tumorigenesis 
and premature aging, biochem J 374 
(2003) 577-606.

67. n.a. ellis, d.J. lennon, M. proytcheva, 
b. alhadeff, e.e. Henderson,J. German, 
somatic intragenic recombination within 
the mutated locus blM can correct 
the high sister-chromatid exchange 
phenotype of bloom syndrome cells, am J 
Hum Genet 57 (1995) 1019-1027.

68. n.f. neff, n.a. ellis, t.Z. Ye, J. noonan, k. 
Huang, M. sanz,M. proytcheva, The dna 
helicase activity of blM is necessary for 
the correction of the genomic instability 
of bloom syndrome cells, Mol biol cell 10 
(1999) 665-676.

69. J.H. kim, H.d. kim, G.H. Ryu, d.H. kim, 
J. Hurwitz,Y.s. seo, isolation of human 
dna2 endonuclease and characterization 
of its enzymatic properties, nucleic acids 
Res 34 (2006) 1854-1864.

70. t. Masuda-sasa, o. imamura,J.l. 
campbell, biochemical analysis of human 
dna2, nucleic acids Res 34 (2006) 1865-
1875.

71. J.p. duxin, b. dao, p. Martinsson, n. 
Rajala, l. Guittat, J.l. campbell, J.n. 
spelbrink,s.a. stewart, Human dna2 
is a nuclear and mitochondrial dna 
maintenance protein, Mol cell biol 29 
(2009) 4274-4282.

72. X. Yu, s. fu, M. lai, R. baer,J. chen, bRca1 
ubiquitinates its phosphorylation-
dependent binding partner ctip, Genes 
dev 20 (2006) 1721-1726.

73. l. chen, c.J. nievera, a.Y. lee,X. Wu, cell 
cycle-dependent complex formation of 
bRca1.ctip.MRn is important for dna 
double-strand break repair, J biol chem 
283 (2008) 7713-7720.

74. t. ogawa, a. shinohara, a. nabetani, t. 
ikeya, X. Yu, e.H. egelman,H. ogawa, 
Reca-like recombination proteins in 
eukaryotes: functions and structures of 
Rad51 genes, cold spring Harb symp 
Quant biol 58 (1993) 567-576.

75. p. sung,d.l. Robberson, dna strand 
exchange mediated by a Rad51-ssdna 
nucleoprotein filament with polarity 
opposite to that of Reca, cell 82 (1995) 
453-461.

76. X. Yu, s.a. Jacobs, s.c. West, t. 
ogawa,e.H. egelman, domain structure 
and dynamics in the helical filaments 
formed by Reca and Rad51 on dna, proc 
natl acad sci u s a 98 (2001) 8419-8424.

77. a.l. eggler, R.b. inman,M.M. cox, The 
Rad51-dependent pairing of long dna 
substrates is stabilized by replication 
protein a, J biol chem 277 (2002) 39280-
39288.

78. t. sugiyama, e.M. Zaitseva,s.c. 
kowalczykowski, a single-stranded 
dna-binding protein is needed for 
efficient presynaptic complex formation 
by the saccharomyces cerevisiae Rad51 
protein, J biol chem 272 (1997) 7940-
7945.

79. H.t. beernink,s.W. Morrical, RMps: 
recombination/replication mediator 
proteins, trends biochem sci 24 (1999) 
385-389.

80. p. sung, Yeast Rad55 and Rad57 proteins 
form a heterodimer that functions with 
replication protein a to promote dna 
strand exchange by Rad51 recombinase, 
Genes dev 11 (1997) 1111-1121.

81. p. sung, function of yeast Rad52 protein 
as a mediator between replication protein 
a and the Rad51 recombinase, J biol 
chem 272 (1997) 28194-28197.

82. R. cartwright, a.M. dunn, p.J. simpson, 
c.e. tambini,J. Thacker, isolation of 
novel human and mouse genes of the 
reca/Rad51 recombination-repair gene 
family, nucleic acids Res 26 (1998) 1653-
1659.

83. R. cartwright, c.e. tambini, p.J. 
simpson,J. Thacker, The XRcc2 dna 
repair gene from human and mouse 
encodes a novel member of the reca/
Rad51 family, nucleic acids Res 26 
(1998) 3084-3089.

84. J. Thacker, a surfeit of Rad51-like genes?, 
trends Genet 15 (1999) 166-168.

85. l.s. symington, Role of Rad52 
epistasis group genes in homologous 
recombination and double-strand break 



1 

RefeRences 51

repair, Microbiol Mol biol Rev 66 (2002) 
630-670, table of contents.

86. Y. Yonetani, H. Hochegger, e. sonoda, 
s. shinya, H. Yoshikawa, s. takeda,M. 
Yamazoe, differential and collaborative 
actions of Rad51 paralog proteins in 
cellular response to dna damage, nucleic 
acids Res 33 (2005) 4544-4552.

87. s. sigurdsson, s. Van komen, G. 
petukhova,p. sung, Homologous dna 
pairing by human recombination factors 
Rad51 and Rad54, J biol chem 277 (2002) 
42790-42794.

88. Y.c. lio, a.V. Mazin, s.c. 
kowalczykowski,d.J. chen, complex 
formation by the human Rad51b and 
Rad51c dna repair proteins and their 
activities in vitro, J biol chem 278 (2003) 
2469-2478.

89. M. shinohara, e. shita-Yamaguchi, J.M. 
buerstedde, H. shinagawa, H. ogawa,a. 
shinohara, characterization of the roles 
of the saccharomyces cerevisiae Rad54 
gene and a homologue of Rad54, RdH54/
tid1, in mitosis and meiosis, Genetics 
147 (1997) 1545-1556.

90. M.R. singleton, l.M. Wentzell, Y. liu, 
s.c. West,d.b. Wigley, structure of the 
single-strand annealing domain of human 
Rad52 protein, proc natl acad sci u s a 
99 (2002) 13492-13497.

91. s.l. Hays, a.a. firmenich, p. Massey, R. 
banerjee,p. berg, studies of the interaction 
between Rad52 protein and the yeast 
single-stranded dna binding protein 
Rpa, Mol cell biol 18 (1998) 4400-4406.

92. a. shinohara, H. ogawa,t. ogawa, 
Rad51 protein involved in repair and 
recombination in s. cerevisiae is a Reca-
like protein, cell 69 (1992) 457-470.

93. t. sugiyama,s.c. kowalczykowski, 
Rad52 protein associates with replication 
protein a (Rpa)-single-stranded dna to 
accelerate Rad51-mediated displacement 
of Rpa and presynaptic complex 
formation, J biol chem 277 (2002) 31663-
31672.

94. J.H. new, t. sugiyama, e. Zaitseva,s.c. 
kowalczykowski, Rad52 protein 
stimulates dna strand exchange by 
Rad51 and replication protein a, nature 
391 (1998) 407-410.

95. a. shinohara,t. ogawa, stimulation 
by Rad52 of yeast Rad51-mediated 
recombination, nature 391 (1998) 404-
407.

96. t. sugiyama, J.H. new,s.c. kowalczy-
kowski, dna annealing by Rad52 protein 

is stimulated by specific interaction with 
the complex of replication protein a and 
single-stranded dna, proc natl acad sci 
u s a 95 (1998) 6049-6054.

97. M.J. Mcilwraith,s.c. West, dna repair 
synthesis facilitates Rad52-mediated 
second-end capture during dsb repair, 
Mol cell 29 (2008) 510-516.

98. t. sugiyama, n. kantake, Y. Wu,s.c. 
kowalczykowski, Rad52-mediated dna 
annealing after Rad51-mediated dna 
strand exchange promotes second ssdna 
capture, embo J 25 (2006) 5539-5548.

99. t. Rijkers, J. Van den ouweland, b. 
Morolli, a.G. Rolink, W.M. baarends, 
p.p. Van sloun, p.H. lohman,a. pastink, 
targeted inactivation of mouse Rad52 
reduces homologous recombination but 
not resistance to ionizing radiation, Mol 
cell biol 18 (1998) 6423-6429.

100. M. Jasin, Homologous repair of dna 
damage and tumorigenesis: the bRca 
connection, oncogene 21 (2002) 8981-
8993.

101. n. siaud, e. dray, i. Gy, e. Gerard, n. 
takvorian,M.p. doutriaux, brca2 is 
involved in meiosis in arabidopsis 
thaliana as suggested by its interaction 
with dmc1, embo J 23 (2004) 1392-1401.

102. M. tarsounas, a.a. davies,s.c. West, 
Rad51 localization and activation 
following dna damage, philos trans R 
soc lond b biol sci 359 (2004) 87-93.

103. M. tarsounas, d. davies,s.c. West, 
bRca2-dependent and independent 
formation of Rad51 nuclear foci, 
oncogene 22 (2003) 1115-1123.

104. p.l. chen, c.f. chen, Y. chen, J. Xiao, 
Z.d. sharp,W.H. lee, The bRc repeats in 
bRca2 are critical for Rad51 binding and 
resistance to methyl methanesulfonate 
treatment, proc natl acad sci u s a 95 
(1998) 5287-5292.

105. a.k. Wong, R. pero, p.a. ormonde, s.V. 
tavtigian,p.l. bartel, Rad51 interacts 
with the evolutionarily conserved bRc 
motifs in the human breast cancer 
susceptibility gene brca2, J biol chem 272 
(1997) 31941-31944.

106. R. Mizuta, J.M. lasalle, H.l. cheng, a. 
shinohara, H. ogawa, n. copeland, n.a. 
Jenkins, M. lalande,f.W. alt, Rab22 
and Rab163/mouse bRca2: proteins 
that specifically interact with the Rad51 
protein, proc natl acad sci u s a 94 
(1997) 6927-6932.

107. s.k. sharan, M. Morimatsu, u. albrecht, 
d.s. lim, e. Regel, c. dinh, a. sands, G. 



1 

cHapteR 152

eichele, p. Hasty,a. bradley, embryonic 
lethality and radiation hypersensitivity 
mediated by Rad51 in mice lacking brca2, 
nature 386 (1997) 804-810.

108. J.M. Wong, d. ionescu,c.J. ingles, 
interaction between bRca2 and 
replication protein a is compromised by a 
cancer-predisposing mutation in bRca2, 
oncogene 22 (2003) 28-33.

109. W.d. Heyer, X. li, M. Rolfsmeier,X.p. 
Zhang, Rad54: the swiss army knife of 
homologous recombination?, nucleic 
acids Res 34 (2006) 4115-4125.

110. e.i. Golub, o.V. kovalenko, R.c. Gupta, 
d.c. Ward,c.M. Radding, interaction of 
human recombination proteins Rad51 
and Rad54, nucleic acids Res 25 (1997) 
4106-4110.

111. a.V. Mazin, a.a. alexeev,s.c. 
kowalczykowski, a novel function of 
Rad54 protein. stabilization of the Rad51 
nucleoprotein filament, J biol chem 278 
(2003) 14029-14036.

112. J.a. solinger, k. kiianitsa,W.d. Heyer, 
Rad54, a swi2/snf2-like recombinational 
repair protein, disassembles 
Rad51:dsdna filaments, Mol cell 10 
(2002) 1175-1188.

113. s. Van komen, G. petukhova, s. 
sigurdsson,p. sung, functional cross-talk 
among Rad51, Rad54, and replication 
protein a in heteroduplex dna joint 
formation, J biol chem 277 (2002) 43578-
43587.

114. a.V. Mazin, c.J. bornarth, J.a. solinger, 
W.d. Heyer,s.c. kowalczykowski, Rad54 
protein is targeted to pairing loci by the 
Rad51 nucleoprotein filament, Mol cell 6 
(2000) 583-592.

115. o.M. Mazina,a.V. Mazin, Human Rad54 
protein stimulates dna strand exchange 
activity of hRad51 protein in the presence 
of ca2+, J biol chem 279 (2004) 52042-
52051.

116. G. petukhova, s. stratton,p. sung, 
catalysis of homologous dna pairing by 
yeast Rad51 and Rad54 proteins, nature 
393 (1998) 91-94.

117. s. Van komen, G. petukhova, s. 
sigurdsson, s. stratton,p. sung, 
superhelicity-driven homologous dna 
pairing by yeast recombination factors 
Rad51 and Rad54, Mol cell 6 (2000) 563-
572.

118. k. Miyagawa, t. tsuruga, a. kinomura, 
k. usui, M. katsura, s. tashiro, H. 
Mishima,k. tanaka, a role for Rad54b 

in homologous recombination in human 
cells, embo J 21 (2002) 175-180.

119. J. Wesoly, s. agarwal, s. sigurdsson, W. 
bussen, s. Van komen, J. Qin, H. van 
steeg, J. van benthem, e. Wassenaar, 
W.M. baarends, M. Ghazvini, a.a. 
tafel, H. Heath, n. Galjart, J. essers, J.a. 
Grootegoed, n. arnheim, o. bezzubova, 
J.M. buerstedde, p. sung,R. kanaar, 
differential contributions of mammalian 
Rad54 paralogs to recombination, dna 
damage repair, and meiosis, Mol cell biol 
26 (2006) 976-989.

120. Z. Zhang, H.Y. fan, J.a. Goldman,R.e. 
kingston, Homology-driven chromatin 
remodeling by human Rad54, nat struct 
Mol biol 14 (2007) 397-405.

121. k. kiianitsa, J.a. solinger,W.d. Heyer, 
terminal association of Rad54 protein 
with the Rad51-dsdna filament, proc 
natl acad sci u s a 103 (2006) 9767-9772.

122. X. li,W.d. Heyer, Rad54 controls 
access to the invading 3’-oH end after 
Rad51-mediated dna strand invasion 
in homologous recombination in 
saccharomyces cerevisiae, nucleic acids 
Res 37 (2009) 638-646.

123. f. palladino,H.l. klein, analysis of mitotic 
and meiotic defects in saccharomyces 
cerevisiae sRs2 dna helicase mutants, 
Genetics 132 (1992) 23-37.

124. l. krejci, s. Van komen, Y. li, J. Villemain, 
M.s. Reddy, H. klein, t. ellenberger,p. 
sung, dna helicase srs2 disrupts the 
Rad51 presynaptic filament, nature 423 
(2003) 305-309.

125. X. Veaute, J. Jeusset, c. soustelle, s.c. 
kowalczykowski, e. le cam,f. fabre, 
The srs2 helicase prevents recombination 
by disrupting Rad51 nucleoprotein 
filaments, nature 423 (2003) 309-312.

126. M.J. Mcilwraith, a. Vaisman, Y. 
liu, e. fanning, R. Woodgate,s.c. 
West, Human dna polymerase eta 
promotes dna synthesis from strand 
invasion intermediates of homologous 
recombination, Mol cell 20 (2005) 783-
792.

127. X. li, c.M. stith, p.M. burgers,W.d. 
Heyer, pcna is required for initiation of 
recombination-associated dna synthesis 
by dna polymerase delta, Mol cell 36 
(2009) 704-713.

128. l. Maloisel, f. fabre,s. Gangloff, dna 
polymerase delta is preferentially recruited 
during homologous recombination to 
promote heteroduplex dna extension, 
Mol cell biol 28 (2008) 1373-1382.



1 

RefeRences 53

129. R. Holliday, The induction of Mitotic 
Recombination by Mitomycin c in 
ustilago and saccharomyces, Genetics 50 
(1964) 323-335.

130. Y. liu,s.c. West, Happy Hollidays: 40th 
anniversary of the Holliday junction, nat 
Rev Mol cell biol 5 (2004) 937-944.

131. d.V. bugreev, o.M. Mazina,a.V. Mazin, 
Rad54 protein promotes branch migration 
of Holliday junctions, nature 442 (2006) 
590-593.

132. s.c. ip, u. Rass, M.G. blanco, H.R. flynn, 
J.M. skehel,s.c. West, identification of 
Holliday junction resolvases from humans 
and yeast, nature 456 (2008) 357-361.

133. l. Wu, c.Z. bachrati, J. ou, c. Xu, 
J. Yin, M. chang, W. Wang, l. li, 
G.W. brown,i.d. Hickson, blap75/
RMi1 promotes the blM-dependent 
dissolution of homologous recombination 
intermediates, proc natl acad sci u s a 
103 (2006) 4068-4073.

134. l. Wu,i.d. Hickson, The bloom’s 
syndrome helicase suppresses crossing 
over during homologous recombination, 
nature 426 (2003) 870-874.

135. X.b. chen, R. Melchionna, c.M. denis, 
p.H. Gaillard, a. blasina, i. Van de Weyer, 
M.n. boddy, p. Russell, J. Vialard,c.H. 
McGowan, Human Mus81-associated 
endonuclease cleaves Holliday junctions 
in vitro, Mol cell 8 (2001) 1117-1127.

136. a. ciccia, a. constantinou,s.c. West, 
identification and characterization of the 
human mus81-eme1 endonuclease, J biol 
chem 278 (2003) 25172-25178.

137. a. constantinou, X.b. chen, c.H. 
McGowan,s.c. West, Holliday junction 
resolution in human cells: two junction 
endonucleases with distinct substrate 
specificities, embo J 21 (2002) 5577-5585.

138. e.R. taylor,c.H. McGowan, cleavage 
mechanism of human Mus81-eme1 
acting on Holliday-junction structures, 
proc natl acad sci u s a 105 (2008) 3757-
3762.

139. f. paques,J.e. Haber, Multiple pathways of 
recombination induced by double-strand 
breaks in saccharomyces cerevisiae, 
Microbiol Mol biol Rev 63 (1999) 349-
404.

140. d.V. bugreev, f. Hanaoka,a.V. Mazin, 
Rad54 dissociates homologous 
recombination intermediates by branch 
migration, nat struct Mol biol 14 (2007) 
746-753.

141. a.p. davis,l.s. symington, Rad51-
dependent break-induced replication in 
yeast, Mol cell biol 24 (2004) 2344-2351.

142. e. kraus, W.Y. leung,J.e. Haber, break-
induced replication: a review and an 
example in budding yeast, proc natl acad 
sci u s a 98 (2001) 8255-8262.

143. a. Malkova, M.l. naylor, M. Yamaguchi, 
G. ira,J.e. Haber, Rad51-dependent 
break-induced replication differs in 
kinetics and checkpoint responses from 
Rad51-mediated gene conversion, Mol 
cell biol 25 (2005) 933-944.

144. M.J. Mceachern,J.e. Haber, break-
induced replication and recombinational 
telomere elongation in yeast, annu Rev 
biochem 75 (2006) 111-135.

145. c.e. smith, b. llorente,l.s. symington, 
template switching during break-induced 
replication, nature 447 (2007) 102-105.

146. J. falck, J. coates,s.p. Jackson, conserved 
modes of recruitment of atM, atR and 
dna-pkcs to sites of dna damage, 
nature 434 (2005) 605-611.

147. k. cerosaletti, J. Wright,p. concannon, 
active role for nibrin in the kinetics of atm 
activation, Mol cell biol 26 (2006) 1691-
1699.

148. e. baroni, V. Viscardi, H. cartagena-
lirola, G. lucchini,M.p. longhese, The 
functions of budding yeast sae2 in the 
dna damage response require Mec1- and 
tel1-dependent phosphorylation, Mol 
cell biol 24 (2004) 4151-4165.

149. W.s. dynan,s. Yoo, interaction of ku 
protein and dna-dependent protein 
kinase catalytic subunit with nucleic 
acids, nucleic acids Res 26 (1998) 1551-
1559.

150. M. clerici, d. Mantiero, i. Guerini, G. 
lucchini,M.p. longhese, The Yku70-
Yku80 complex contributes to regulate 
double-strand break processing and 
checkpoint activation during the cell 
cycle, eMbo Rep 9 (2008) 810-818.

151. c. Zierhut,J.f. diffley, break dosage, cell 
cycle stage and dna replication influence 
dna double strand break response, embo 
J 27 (2008) 1875-1885.

152. Y. aylon, b. liefshitz,M. kupiec, The cdk 
regulates repair of double-strand breaks 
by homologous recombination during the 
cell cycle, embo J 23 (2004) 4868-4875.

153. p. Huertas, f. cortes-ledesma, a.a. 
sartori, a. aguilera,s.p. Jackson, cdk 
targets sae2 to control dna-end resection 
and homologous recombination, nature 
455 (2008) 689-692.



1 

cHapteR 154

154. G. ira, a. pellicioli, a. balijja, X. Wang, 
s. fiorani, W. carotenuto, G. liberi, d. 
bressan, l. Wan, n.M. Hollingsworth, 
J.e. Haber,M. foiani, dna end resection, 
homologous recombination and dna 
damage checkpoint activation require 
cdk1, nature 431 (2004) 1011-1017.

155. a. Jazayeri, J. falck, c. lukas, J. bartek, 
G.c. smith, J. lukas,s.p. Jackson, atM- 
and cell cycle-dependent regulation of 
atR in response to dna double-strand 
breaks, nat cell biol 8 (2006) 37-45.

156. f. lazzaro, V. sapountzi, M. Granata, a. 
pellicioli, M. Vaze, J.e. Haber, p. plevani, 
d. lydall,M. Muzi-falconi, Histone 
methyltransferase dot1 and Rad9 inhibit 
single-stranded dna accumulation at 
dsbs and uncapped telomeres, embo J 27 
(2008) 1502-1512.

157. M. Grenon, t. costelloe, s. Jimeno, a. 
o’shaughnessy, J. fitzgerald, o. Zgheib, 
l. degerth,n.f. lowndes, docking 
onto chromatin via the saccharomyces 
cerevisiae Rad9 tudor domain, Yeast 24 
(2007) 105-119.

158. R. linding, l.J. Jensen, G.J. ostheimer, 
M.a. van Vugt, c. Jorgensen, i.M. Miron, 
f. diella, k. colwill, l. taylor, k. elder, p. 
Metalnikov, V. nguyen, a. pasculescu, J. 
Jin, J.G. park, l.d. samson, J.R. Woodgett, 
R.b. Russell, p. bork, M.b. Yaffe,t. 
pawson, systematic discovery of in vivo 
phosphorylation networks, cell 129 
(2007) 1415-1426.

159. X. Yu,J. chen, dna damage-induced cell 
cycle checkpoint control requires ctip, 
a phosphorylation-dependent binding 
partner of bRca1 c-terminal domains, 
Mol cell biol 24 (2004) 9478-9486.

160. s.f. bunting, e. callen, n. Wong, 
H.t. chen, f. polato, a. Gunn, a. 
bothmer, n. feldhahn, o. fernandez-
capetillo, l. cao, X. Xu, c.X. deng, t. 
finkel, M. nussenzweig, J.M. stark,a. 
nussenzweig, 53bp1 inhibits homologous 
recombination in brca1-deficient cells by 
blocking resection of dna breaks, cell 
141 243-254.

161. p. Huertas, dna resection in eukaryotes: 
deciding how to fix the break, nat struct 
Mol biol 17 11-16.

162. H.d. ulrich, The Rad6 pathway: control 
of dna damage bypass and mutagenesis 
by ubiquitin and suMo, chembiochem 6 
(2005) 1735-1743.

163. G.l. Moldovan, b. pfander,s. Jentsch, 
pcna, the maestro of the replication fork, 
cell 129 (2007) 665-679.

164. s. prakash, R.e. Johnson,l. prakash, 
eukaryotic translesion synthesis dna 
polymerases: specificity of structure and 
function, annu Rev biochem 74 (2005) 
317-353.

165. c. lawrence, The RAD6 repair pathway in 
Saccharomyces cerevisiae: what does it do, 
and how does it do it?, bioessays 16 (1994) 
253-258.

166. c.M. pickart,M.J. eddins, ubiquitin: 
structures, functions, mechanisms, 
biochim biophys acta 1695 (2004) 55-72.

167. d. Voges, p. Zwickl,W. baumeister, The 
26s proteasome: a molecular machine 
designed for controlled proteolysis, annu 
Rev biochem 68 (1999) 1015-1068.

168. J.M. Galan,R. Haguenauer-tsapis, 
ubiquitin lys63 is involved in 
ubiquitination of a yeast plasma 
membrane protein, embo J 16 (1997) 
5847-5854.

169. J. spence, R.R. Gali, G. dittmar, f. 
sherman, M. karin,d. finley, cell cycle-
regulated modification of the ribosome by 
a variant multiubiquitin chain, cell 102 
(2000) 67-76.

170. J. spence, s. sadis, a.l. Haas,d. finley, a 
ubiquitin mutant with specific defects in 
dna repair and multiubiquitination, Mol 
cell biol 15 (1995) 1265-1273.

171. M.s. Huen, R. Grant, i. Manke, k. Minn, X. 
Yu, M.b. Yaffe,J. chen, Rnf8 transduces 
the dna-damage signal via histone 
ubiquitylation and checkpoint protein 
assembly, cell 131 (2007) 901-914.

172. n.k. kolas, J.R. chapman, s. nakada, 
J. Ylanko, R. chahwan, f.d. sweeney, s. 
panier, M. Mendez, J. Wildenhain, t.M. 
Thomson, l. pelletier, s.p. Jackson,d. 
durocher, orchestration of the dna-
damage response by the Rnf8 ubiquitin 
ligase, science 318 (2007) 1637-1640.

173. n. Mailand, s. bekker-Jensen, H. 
faustrup, f. Melander, J. bartek, c. 
lukas,J. lukas, Rnf8 ubiquitylates 
histones at dna double-strand breaks 
and promotes assembly of repair proteins, 
cell 131 (2007) 887-900.

174. R.J. deshaies,c.a. Joazeiro, RinG domain 
e3 ubiquitin ligases, annu Rev biochem 
78 (2009) 399-434.

175. c. Hoege, b. pfander, G.l. Moldovan, G. 
pyrowolakis,s. Jentsch, Rad6-dependent 
dna repair is linked to modification of 
pcna by ubiquitin and suMo, nature 
419 (2002) 135-141.

176. H. Xin, W. lin, W. sumanasekera, Y. 
Zhang, X. Wu,Z. Wang, The human 



1 

RefeRences 55

Rad18 gene product interacts with 
HHR6a and HHR6b, nucleic acids Res. 
28 (2000) 2847-2854.

177. p.l. kannouche, J. Wing,a.R. lehmann, 
interaction of human dna polymerase 
eta with monoubiquitinated pcna: a 
possible mechanism for the polymerase 
switch in response to dna damage, Mol 
cell 14 (2004) 491-500.

178. k. Watanabe, s. tateishi, M. kawasuji, 
t. tsurimoto, H. inoue,M. Yamaizumi, 
Rad18 guides poleta to replication stalling 
sites through physical interaction and 
pcna monoubiquitination, embo J 23 
(2004) 3886-3896.

179. a.R. lehmann, a. niimi, t. ogi, s. 
brown, s. sabbioneda, J.f. Wing, p.l. 
kannouche,c.M. Green, translesion 
synthesis: Y-family polymerases and the 
polymerase switch, dna Repair (amst) 6 
(2007) 891-899.

180. W. Yang,R. Woodgate, What a difference 
a decade makes: insights into translesion 
dna synthesis, proc natl acad sci u s a 
104 (2007) 15591-15598.

181. c. Masutani, R. kusumoto, s. iwai,f. 
Hanaoka, Mechanisms of accurate 
translesion synthesis by human dna 
polymerase eta, embo J 19 (2000) 3100-
3109.

182. t. Matsuda, k. bebenek, c. Masutani, f. 
Hanaoka,t.a. kunkel, low fidelity dna 
synthesis by human dna polymerase-eta, 
nature 404 (2000) 1011-1013.

183. J.p. Mcdonald, V. Rapic-otrin, J.a. 
epstein, b.c. broughton, X. Wang, a.R. 
lehmann, d.J. Wolgemuth,R. Woodgate, 
novel human and mouse homologs 
of saccharomyces cerevisiae dna 
polymerase eta, Genomics 60 (1999) 20-
30.

184. e. ohashi, k. bebenek, t. Matsuda, W.J. 
feaver, V.l. Gerlach, e.c. friedberg, 
H. ohmori,t.a. kunkel, fidelity and 
processivity of dna synthesis by dna 
polymerase kappa, the product of the 
human dinb1 gene, J biol chem 275 
(2000) 39678-39684.

185. R.e. Johnson, M.t. Washington, l. 
Haracska, s. prakash,l. prakash, 
eukaryotic polymerases iota and zeta 
act sequentially to bypass dna lesions, 
nature 406 (2000) 1015-1019.

186. a. tissier, e.G. frank, J.p. Mcdonald, 
s. iwai, f. Hanaoka,R. Woodgate, 
Misinsertion and bypass of thymine-
thymine dimers by human dna 
polymerase iota, embo J 19 (2000) 5259-
5266.

187. W. lin, H. Xin, Y. Zhang, X. Wu, f. Yuan,Z. 
Wang, The human ReV1 gene codes 
for a dna template-dependent dcMp 
transferase, nucleic acids Res 27 (1999) 
4468-4475.

188. p.e. Gibbs, W.G. McGregor, V.M. Maher, 
p. nisson,c.W. lawrence, a human 
homolog of the saccharomyces cerevisiae 
ReV3 gene, which encodes the catalytic 
subunit of dna polymerase zeta, proc 
natl acad sci u s a 95 (1998) 6876-6880.

189. p.e. Gibbs, X.d. Wang, Z. li, t.p. McManus, 
W.G. McGregor, c.W. lawrence,V.M. 
Maher, The function of the human 
homolog of saccharomyces cerevisiae 
ReV1 is required for mutagenesis induced 
by uV light, proc natl acad sci u s a 97 
(2000) 4186-4191.

190. V. khare,k.a. eckert, The 3’ --> 5’ 
exonuclease of t4 dna polymerase 
removes premutagenic alkyl mispairs 
and contributes to futile cycling at o6-
methylguanine lesions, J biol chem 276 
(2001) 24286-24292.

191. V. khare,k.a. eckert, The proofreading 
3’-->5’ exonuclease activity of dna 
polymerases: a kinetic barrier to 
translesion dna synthesis, Mutat Res 510 
(2002) 45-54.

192. d.J. chang,k.a. cimprich, dna damage 
tolerance: when it’s ok to make mistakes, 
nature chemical biology 5 (2009) 82-90.

193. M. bienko, c.M. Green, n. crosetto, f. 
Rudolf, G. Zapart, b. coull, p. kannouche, 
G. Wider, M. peter, a.R. lehmann, k. 
Hofmann,i. dikic, ubiquitin-binding 
domains in Y-family polymerases regulate 
translesion synthesis, science 310 (2005) 
1821-1824.

194. W. Xiao, b.l. chow, s. broomfield,M. 
Hanna, The Saccharomyces cerevisiae 
Rad6 group is composed of an error-
prone and two error-free postreplication 
repair pathways, Genetics 155 (2000) 
1633-1641.

195. a. Motegi, H.J. liaw, k.Y. lee, H.p. 
Roest, a. Maas, X. Wu, H. Moinova, s.d. 
Markowitz, H. ding, J.H. Hoeijmakers,k. 
Myung, polyubiquitination of 
proliferating cell nuclear antigen by Hltf 
and sHpRH prevents genomic instability 
from stalled replication forks, proc natl 
acad sci u s a 105 (2008) 12411-12416.

196. a. Motegi, R. sood, H. Moinova, s.d. 
Markowitz, p.p. liu,k. Myung, Human 
sHpRH suppresses genomic instability 
through proliferating cell nuclear antigen 
polyubiquitination, J cell biol 175 (2006) 
703-708.



1 

cHapteR 156

197. i. unk, i. Hajdu, k. fatyol, J. Hurwitz, J.H. 
Yoon, l. prakash, s. prakash,l. Haracska, 
Human Hltf functions as a ubiquitin 
ligase for proliferating cell nuclear antigen 
polyubiquitination, proc natl acad sci u 
s a 105 (2008) 3768-3773.

198. i. unk, i. Hajdu, k. fatyol, b. szakal, a. 
blastyak, V. bermudez, J. Hurwitz, l. 
prakash, s. prakash,l. Haracska, Human 
sHpRH is a ubiquitin ligase for Mms2-
ubc13-dependent polyubiquitylation of 
proliferating cell nuclear antigen, proc 
natl acad sci u s a 103 (2006) 18107-
18112.

199. R.k. chiu, J. brun, c. Ramaekers, J. theys, 
l. Weng, p. lambin, d.a. Gray,b.G. 
Wouters, lysine 63-polyubiquitination 
guards against translesion synthesis-
induced mutations, plos Genet 2 
(2006) e116.

200. s. bergink,s. Jentsch, principles of 
ubiquitin and suMo modifications in 
dna repair, nature 458 (2009) 461-467.

201. e. papouli, s. chen, a.a. davies, d. 
Huttner, l. krejci, p. sung,H.d. ulrich, 
crosstalk between suMo and ubiquitin 
on pcna is mediated by recruitment of 
the helicase srs2p, Mol cell 19 (2005) 
123-133.

202. b. pfander, G.l. Moldovan, M. sacher, 
c. Hoege,s. Jentsch, suMo-modified 
pcna recruits srs2 to prevent 
recombination during s phase, nature 
436 (2005) 428-433.

203. t. Robert, d. dervins, f. fabre,s. Gangloff, 
Mrc1 and srs2 are major actors in the 
regulation of spontaneous crossover, 
embo J 25 (2006) 2837-2846.

204. d. branzei, f. Vanoli,M. foiani, 
suMoylation regulates Rad18-
mediated template switch, nature 456 
(2008) 915-920.

205. s. tateishi, H. niwa, J. Miyazaki, s. 
fujimoto, H. inoue,M. Yamaizumi, 
enhanced genomic instability and 
defective postreplication repair in Rad18 
knockout mouse embryonic stem cells, 
Mol cell biol 23 (2003) 474-481.

206. i. chiolo, M. saponaro, a. baryshnikova, 
J.H. kim, Y.s. seo,G. liberi, The human 
f-box dna helicase fbH1 faces 
saccharomyces cerevisiae srs2 and 
postreplication repair pathway roles, Mol 
cell biol 27 (2007) 7439-7450.

207. k. fugger, M. Mistrik, J.R. danielsen, 
c. dinant, J. falck, J. bartek, J. lukas,n. 
Mailand, Human fbh1 helicase 
contributes to genome maintenance via 

pro- and anti-recombinase activities, J 
cell biol 186 (2009) 655-663.

208. J. kim, J.H. kim, s.H. lee, d.H. kim, H.Y. 
kang, s.H. bae, Z.Q. pan,Y.s. seo, The 
novel human dna helicase hfbH1 is an 
f-box protein, J biol chem 277 (2002) 
24530-24537.

209. M. kohzaki, a. Hatanaka, e. sonoda, 
M. Yamazoe, k. kikuchi, n. Vu trung, 
d. szuts, J.e. sale, H. shinagawa, M. 
Watanabe,s. takeda, cooperative roles of 
vertebrate fbh1 and blm dna helicases 
in avoidance of crossovers during 
recombination initiated by replication 
fork collapse, Mol cell biol 27 (2007) 
2812-2820.

210. c.Z. bachrati, R.H. borts,i.d. Hickson, 
Mobile d-loops are a preferred substrate 
for the bloom’s syndrome helicase, 
nucleic acids Res 34 (2006) 2269-2279.

211. c.Z. bachrati,i.d. Hickson, dissolution 
of double Holliday junctions by 
the concerted action of blM and 
topoisomerase iiialpha, Methods Mol 
biol 582 (2009) 91-102.

212. d.V. bugreev, R.M. brosh, Jr.,a.V. Mazin, 
RecQ1 possesses dna branch migration 
activity, J biol chem 283 (2008) 20231-
20242.

213. d.V. bugreev, o.M. Mazina,a.V. Mazin, 
bloom syndrome helicase stimulates 
Rad51 dna strand exchange activity 
through a novel mechanism, J biol chem 
284 (2009) 26349-26359.

214. d.V. bugreev, X. Yu, e.H. egelman,a.V. 
Mazin, novel pro- and anti-recombination 
activities of the bloom’s syndrome 
helicase, Genes dev 21 (2007) 3085-3094.

215. Y. Hu, X. lu, e. barnes, M. Yan, H. 
lou,G. luo, Recql5 and blm RecQ dna 
helicases have nonredundant roles in 
suppressing crossovers, Mol cell biol 25 
(2005) 3431-3442.

216. Y. Hu, s. Raynard, M.G. sehorn, X. lu, W. 
bussen, l. Zheng, J.M. stark, e.l. barnes, 
p. chi, p. Janscak, M. Jasin, H. Vogel, p. 
sung,G. luo, RecQl5/Recql5 helicase 
regulates homologous recombination and 
suppresses tumor formation via disruption 
of Rad51 presynaptic filaments, Genes 
dev 21 (2007) 3073-3084.

217. l.J. barber, J.l. Youds, J.d. Ward, M.J. 
Mcilwraith, n.J. o’neil, M.i. petalcorin, 
J.s. Martin, s.J. collis, s.b. cantor, M. 
auclair, H. tissenbaum, s.c. West, a.M. 
Rose,s.J. boulton, Rtel1 maintains 
genomic stability by suppressing 
homologous recombination, cell 135 
(2008) 261-271.



1 

RefeRences 57

218. R.t. abraham, cell cycle checkpoint 
signaling through the atM and atR 
kinases, Genes dev 15 (2001) 2177-2196.

219. M.b. kastan,J. bartek, cell-cycle 
checkpoints and cancer, nature 432 
(2004) 316-323.

220. Y. shiloh, atM and related protein 
kinases: safeguarding genome integrity, 
nat Rev cancer 3 (2003) 155-168.

221. J. Rouse,s.p. Jackson, interfaces between 
the detection, signaling, and repair of dna 
damage, science 297 (2002) 547-551.

222. J. Melo,d. toczyski, a unified view of the 
dna-damage checkpoint, curr opin cell 
biol 14 (2002) 237-245.

223. J.a. Melo, J. cohen,d.p. toczyski, two 
checkpoint complexes are independently 
recruited to sites of dna damage in vivo, 
Genes dev 15 (2001) 2809-2821.

224. b.b. Zhou,s.J. elledge, The dna damage 
response: putting checkpoints in 
perspective, nature 408 (2000) 433-439.

225. M. dinkelmann, e. spehalski, t. stoneham, 
J. buis, Y. Wu, J.M. sekiguchi,d.o. 
ferguson, Multiple functions of MRn in 
end-joining pathways during isotype class 
switching, nat struct Mol biol 16 (2009) 
808-813.

226. e. Rass, a. Grabarz, i. plo, J. Gautier, 
p. bertrand,b.s. lopez, Role of Mre11 
in chromosomal nonhomologous end 
joining in mammalian cells, nat struct 
Mol biol 16 (2009) 819-824.

227. a. Xie, a. kwok,R. scully, Role of 
mammalian Mre11 in classical and 
alternative nonhomologous end joining, 
nat struct Mol biol 16 (2009) 814-818.

228. e.R. parrilla-castellar, s.J. arlander,l. 
karnitz, dial 9-1-1 for dna damage: the 
Rad9-Hus1-Rad1 (9-1-1) clamp complex, 
dna Repair (amst) 3 (2004) 1009-1014.

229. H.l. ball, M.R. ehrhardt, d.a. Mordes, 
G.G. Glick, W.J. chazin,d. cortez, 
function of a conserved checkpoint 
recruitment domain in atRip proteins, 
Mol cell biol 27 (2007) 3367-3377.

230. d. cortez, s. Guntuku, J. Qin,s.J. elledge, 
atR and atRip: partners in checkpoint 
signaling, science 294 (2001) 1713-1716.

231. G.c. smith, f. d’adda di fagagna, 
n.d. lakin,s.p. Jackson, cleavage and 
inactivation of atM during apoptosis, 
Mol cell biol 19 (1999) 6076-6084.

232. k. unsal-kacmaz, a.M. Makhov, J.d. 
Griffith,a. sancar, preferential binding of 
atR protein to uV-damaged dna, proc 
natl acad sci u s a 99 (2002) 6673-6678.

233. k.a. cimprich,d. cortez, atR: an 
essential regulator of genome integrity, 
nat Rev Mol cell biol 9 (2008) 616-627.

234. a. sancar, l.a. lindsey-boltz, k. unsal-
kacmaz,s. linn, Molecular mechanisms 
of mammalian dna repair and the dna 
damage checkpoints, annu Rev biochem 
73 (2004) 39-85.

235. c.J. bakkenist,M.b. kastan, dna damage 
activates atM through intermolecular 
autophosphorylation and dimer 
dissociation, nature 421 (2003) 499-506.

236. c.t. carson, R.a. schwartz, t.H. stracker, 
c.e. lilley, d.V. lee,M.d. Weitzman, 
The Mre11 complex is required for atM 
activation and the G2/M checkpoint, 
embo J 22 (2003) 6610-6620.

237. R. kitagawa, c.J. bakkenist, p.J. 
Mckinnon,M.b. kastan, phosphorylation 
of sMc1 is a critical downstream event in 
the atM-nbs1-bRca1 pathway, Genes 
dev 18 (2004) 1423-1438.

238. e.p. Rogakou, d.R. pilch, a.H. orr, V.s. 
ivanova,W.M. bonner, dna double-
stranded breaks induce histone H2aX 
phosphorylation on serine 139, J biol 
chem 273 (1998) 5858-5868.

239. M. stucki, J.a. clapperton, d. Mohammad, 
M.b. Yaffe, s.J. smerdon,s.p. Jackson, 
Mdc1 directly binds phosphorylated 
histone H2aX to regulate cellular 
responses to dna double-strand breaks, 
cell 123 (2005) 1213-1226.

240. k. Minter-dykhouse, i. Ward, M.s. 
Huen, J. chen,Z. lou, distinct versus 
overlapping functions of Mdc1 and 
53bp1 in dna damage response and 
tumorigenesis, J cell biol 181 (2008) 
727-735.

241. a. Xie, a. Hartlerode, M. stucki, s. odate, 
n. puget, a. kwok, G. nagaraju, c. Yan, 
f.W. alt, J. chen, s.p. Jackson,R. scully, 
distinct roles of chromatin-associated 
proteins Mdc1 and 53bp1 in mammalian 
double-strand break repair, Mol cell 28 
(2007) 1045-1057.

242. J.R. chapman,s.p. Jackson, phospho-
dependent interactions between nbs1 
and Mdc1 mediate chromatin retention 
of the MRn complex at sites of dna 
damage, eMbo Rep 9 (2008) 795-801.

243. M. Goldberg, M. stucki, J. falck, d. 
d’amours, d. Rahman, d. pappin, J. 
bartek,s.p. Jackson, Mdc1 is required 
for the intra-s-phase dna damage 
checkpoint, nature 421 (2003) 952-956.

244. f. Melander, s. bekker-Jensen, J. 
falck, J. bartek, n. Mailand,J. lukas, 



1 

cHapteR 158

phosphorylation of sdt repeats in the 
Mdc1 n terminus triggers retention 
of nbs1 at the dna damage-modified 
chromatin, J cell biol 181 (2008) 213-226.

245. c. spycher, e.s. Miller, k. townsend, 
l. pavic, n.a. Morrice, p. Janscak, 
G.s. stewart,M. stucki, constitutive 
phosphorylation of Mdc1 physically 
links the MRe11-Rad50-nbs1 complex 
to damaged chromatin, J cell biol 181 
(2008) 227-240.

246. Z. You, c. chahwan, J. bailis, t. 
Hunter,p. Russell, atM activation and 
its recruitment to damaged dna require 
binding to the c terminus of nbs1, Mol 
cell biol 25 (2005) 5363-5379.

247. V. plans, J. scheper, M. soler, n. loukili, 
Y. okano,t.M. Thomson, The RinG finger 
protein Rnf8 recruits ubc13 for lysine 
63-based self polyubiquitylation, J cell 
biochem 97 (2006) 572-582.

248. G.s. stewart, s. panier, k. townsend, 
a.k. al-Hakim, n.k. kolas, e.s. Miller, 
s. nakada, J. Ylanko, s. olivarius, M. 
Mendez, c. oldreive, J. Wildenhain, a. 
tagliaferro, l. pelletier, n. taubenheim, 
a. durandy, p.J. byrd, t. stankovic, 
a.M. taylor,d. durocher, The Riddle 
syndrome protein mediates a ubiquitin-
dependent signaling cascade at sites of 
dna damage, cell 136 (2009) 420-434.

249. G.s. stewart, t. stankovic, p.J. byrd, t. 
Wechsler, e.s. Miller, a. Huissoon, M.t. 
drayson, s.c. West, s.J. elledge,a.M. 
taylor, Riddle immunodeficiency 
syndrome is linked to defects in 53bp1-
mediated dna damage signaling, proc 
natl acad sci u s a 104 (2007) 16910-
16915.

250. c. doil, n. Mailand, s. bekker-Jensen, 
p. Menard, d.H. larsen, R. pepperkok, 
J. ellenberg, s. panier, d. durocher, 
J. bartek, J. lukas,c. lukas, Rnf168 
binds and amplifies ubiquitin conjugates 
on damaged chromosomes to allow 
accumulation of repair proteins, cell 136 
(2009) 435-446.

251. H. kim, J. chen,X. Yu, ubiquitin-binding 
protein Rap80 mediates bRca1-
dependent dna damage response, 
science 316 (2007) 1202-1205.

252. b. sobhian, G. shao, d.R. lilli, a.c. 
culhane, l.a. Moreau, b. Xia, d.M. 
livingston,R.a. Greenberg, Rap80 
targets bRca1 to specific ubiquitin 
structures at dna damage sites, science 
316 (2007) 1198-1202.

253. b. Wang, s. Matsuoka, b.a. ballif, d. 
Zhang, a. smogorzewska, s.p. Gygi,s.J. 

elledge, abraxas and Rap80 form a 
bRca1 protein complex required for 
the dna damage response, science 316 
(2007) 1194-1198.

254. J. Yan, Y.s. kim, X.p. Yang, l.p. li, G. liao, f. 
Xia,a.M. Jetten, The ubiquitin-interacting 
motif containing protein Rap80 interacts 
with bRca1 and functions in dna 
damage repair response, cancer Res 67 
(2007) 6647-6656.

255. M.V. botuyan, J. lee, i.M. Ward, J.e. kim, 
J.R. Thompson, J. chen,G. Mer, structural 
basis for the methylation state-specific 
recognition of histone H4-k20 by 53bp1 
and crb2 in dna repair, cell 127 (2006) 
1361-1373.

256. Y. Huyen, o. Zgheib, R.a. ditullio, Jr., V.G. 
Gorgoulis, p. Zacharatos, t.J. petty, e.a. 
sheston, H.s. Mellert, e.s. stavridi,t.d. 
Halazonetis, Methylated lysine 79 of 
histone H3 targets 53bp1 to dna double-
strand breaks, nature 432 (2004) 406-411.

257. G. schotta, R. sengupta, s. kubicek, s. 
Malin, M. kauer, e. callen, a. celeste, 
M. pagani, s. opravil, i.a. de la Rosa-
Velazquez, a. espejo, M.t. bedford, 
a. nussenzweig, M. busslinger,t. 
Jenuwein, a chromatin-wide transition 
to H4k20 monomethylation impairs 
genome integrity and programmed dna 
rearrangements in the mouse, Genes dev 
22 (2008) 2048-2061.

258. H. Yang, J.J. pesavento, t.W. starnes, 
d.e. cryderman, l.l. Wallrath, n.l. 
kelleher,c.a. Mizzen, preferential 
dimethylation of histone H4 lysine 20 by 
suv4-20, J biol chem 283 (2008) 12085-
12092.

259. s.l. sanders, M. portoso, J. Mata, J. 
bahler, R.c. allshire,t. kouzarides, 
Methylation of histone H4 lysine 20 
controls recruitment of crb2 to sites of 
dna damage, cell 119 (2004) 603-614.

260. b. alpha-bazin, a. lorphelin, n. 
nozerand, G. charier, c. Marchetti, f. 
berenguer, J. couprie, b. Gilquin, s. Zinn-
Justin,e. Quemeneur, boundaries and 
physical characterization of a new domain 
shared between mammalian 53bp1 and 
yeast Rad9 checkpoint proteins, protein 
sci 14 (2005) 1827-1839.

261. G. charier, J. couprie, b. alpha-bazin, 
V. Meyer, e. Quemeneur, R. Guerois, i. 
callebaut, b. Gilquin,s. Zinn-Justin, The 
tudor tandem of 53bp1: a new structural 
motif involved in dna and RG-rich 
peptide binding, structure 12 (2004) 
1551-1562.



1 

RefeRences 59

262. n. lancelot, G. charier, J. couprie, i. 
duband-Goulet, b. alpha-bazin, e. 
Quemeneur, e. Ma, M.c. Marsolier-
kergoat, V. Ropars, J.b. charbonnier, 
s. Miron, c.t. craescu, i. callebaut, b. 
Gilquin,s. Zinn-Justin, The checkpoint 
saccharomyces cerevisiae Rad9 protein 
contains a tandem tudor domain that 
recognizes dna, nucleic acids Res 35 
(2007) 5898-5912.

263. o. Zgheib, k. pataky, J. brugger,t.d. 
Halazonetis, an oligomerized 53bp1 
tudor domain suffices for recognition of 
dna double-strand breaks, Mol cell biol 
29 (2009) 1050-1058.

264. Y. Galanty, R. belotserkovskaya, J. 
coates, s. polo, k.M. Miller,s.p. Jackson, 
Mammalian suMo e3-ligases pias1 
and pias4 promote responses to dna 
double-strand breaks, nature 462 (2009) 
935-939.

265. J.R. Morris, c. boutell, M. keppler, R. 
densham, d. Weekes, a. alamshah, l. 
butler, Y. Galanty, l. pangon, t. kiuchi, t. 
ng,e. solomon, The suMo modification 
pathway is involved in the bRca1 
response to genotoxic stress, nature 462 
(2009) 886-890.

266. l. anderson, c. Henderson,Y. adachi, 
phosphorylation and rapid relocalization 
of 53bp1 to nuclear foci upon dna 
damage, Mol cell biol 21 (2001) 1719-
1729.

267. R.a. ditullio, Jr., t.a. Mochan, M. Venere, 
J. bartkova, M. sehested, J. bartek,t.d. 
Halazonetis, 53bp1 functions in an atM-
dependent checkpoint pathway that is 
constitutively activated in human cancer, 
nat cell biol 4 (2002) 998-1002.

268. o. fernandez-capetillo, H.t. chen, a. 
celeste, i. Ward, p.J. Romanienko, J.c. 
Morales, k. naka, Z. Xia, R.d. camerini-
otero, n. Motoyama, p.b. carpenter, 
W.M. bonner, J. chen,a. nussenzweig, 
dna damage-induced G2-M checkpoint 
activation by histone H2aX and 53bp1, 
nat cell biol 4 (2002) 993-997.

269. d. cortez, Y. Wang, J. Qin,s.J. elledge, 
Requirement of atM-dependent 
phosphorylation of brca1 in the dna 
damage response to double-strand breaks, 
science 286 (1999) 1162-1166.

270. s. okada,t. ouchi, cell cycle differences 
in dna damage-induced bRca1 
phosphorylation affect its subcellular 
localization, J biol chem 278 (2003) 2015-
2020.

271. J. Zhang, H. Willers, Z. feng, J.c. Ghosh, 
s. kim, d.t. Weaver, J.H. chung, s.n. 

powell,f. Xia, chk2 phosphorylation of 
bRca1 regulates dna double-strand 
break repair, Mol cell biol 24 (2004) 708-
718.

272. J. silverman, H. takai, s.b. buonomo, f. 
eisenhaber,t. de lange, Human Rif1, 
ortholog of a yeast telomeric protein, 
is regulated by atM and 53bp1 and 
functions in the s-phase checkpoint, 
Genes dev 18 (2004) 2108-2119.

273. a. celeste, o. fernandez-capetillo, 
M.J. kruhlak, d.R. pilch, d.W. staudt, 
a. lee, R.f. bonner, W.M. bonner,a. 
nussenzweig, Histone H2aX 
phosphorylation is dispensable for the 
initial recognition of dna breaks, nat 
cell biol 5 (2003) 675-679.

274. a. shibata, o. barton, a.t. noon, k. 
dahm, d. deckbar, a.a. Goodarzi, M. 
lobrich,p.a. Jeggo, The role of atM and 
the damage response mediator proteins, 
53bp1 and Mdc1, in the maintenance of 
G2/M checkpoint arrest, Mol cell biol.

275. b. Wang, s. Matsuoka, p.b. carpenter,s.J. 
elledge, 53bp1, a mediator of the dna 
damage checkpoint, science 298 (2002) 
1435-1438.

276. J.c. Harrison,J.e. Haber, surviving the 
breakup: the dna damage checkpoint, 
annu Rev Genet 40 (2006) 209-235.

277. X. Xu, W. Qiao, s.p. linke, l. cao, W.M. 
li, p.a. furth, c.c. Harris,c.X. deng, 
Genetic interactions between tumor 
suppressors brca1 and p53 in apoptosis, 
cell cycle and tumorigenesis, nat Genet 
28 (2001) 266-271.

278. l. cao, s. kim, c. Xiao, R.H. Wang, X. 
coumoul, X. Wang, W.M. li, X.l. Xu, J.a. 
de soto, H. takai, s. Mai, s.J. elledge, n. 
Motoyama,c.X. deng, atM-chk2-p53 
activation prevents tumorigenesis at an 
expense of organ homeostasis upon brca1 
deficiency, embo J 25 (2006) 2167-2177.

279. l. Zou, d. cortez,s.J. elledge, Regulation 
of atR substrate selection by Rad17-
dependent loading of Rad9 complexes 
onto chromatin, Genes dev 16 (2002) 
198-208.

280. l. Zou,s.J. elledge, sensing dna damage 
through atRip recognition of Rpa-
ssdna complexes, science 300 (2003) 
1542-1548.

281. a. Maya-Mendoza, e. petermann, d.a. 
Gillespie, k.W. caldecott,d.a. Jackson, 
chk1 regulates the density of active 
replication origins during the vertebrate s 
phase, embo J 26 (2007) 2719-2731.



1 

cHapteR 160

282. d. shechter, V. costanzo,J. Gautier, atR 
and atM regulate the timing of dna 
replication origin firing, nat cell biol 6 
(2004) 648-655.

283. s.l. davies, p.s. north, a. dart, n.d. 
lakin,i.d. Hickson, phosphorylation of 
the bloom’s syndrome helicase and its role 
in recovery from s-phase arrest, Mol cell 
biol 24 (2004) 1279-1291.

284. W. li, s.M. kim, J. lee,W.G. dunphy, 
absence of blM leads to accumulation of 
chromosomal dna breaks during both 
unperturbed and disrupted s phases, J 
cell biol 165 (2004) 801-812.

285. p. pichierri, f. Rosselli,a. franchitto, 
Werner’s syndrome protein is 
phosphorylated in an atR/atM-
dependent manner following replication 
arrest and dna damage induced during 
the s phase of the cell cycle, oncogene 22 
(2003) 1491-1500.

286. R.s. tibbetts, d. cortez, k.M. 
brumbaugh, R. scully, d. livingston, 
s.J. elledge,R.t. abraham, functional 
interactions between bRca1 and the 
checkpoint kinase atR during genotoxic 
stress, Genes dev 14 (2000) 2989-3002.

287. e. fanning, V. klimovich,a.R. nager, a 
dynamic model for replication protein 
a (Rpa) function in dna processing 
pathways, nucleic acids Res 34 (2006) 
4126-4137.

288. t.s. byun, M. pacek, M.c. Yee, J.c. 
Walter,k.a. cimprich, functional 
uncoupling of McM helicase and dna 
polymerase activities activates the atR-
dependent checkpoint, Genes dev 19 
(2005) 1040-1052.

289. c.a. Macdougall, t.s. byun, c. Van, 
M.c. Yee,k.a. cimprich, The structural 
determinants of checkpoint activation, 
Genes dev 21 (2007) 898-903.

290. s. Yan,W.M. Michael, topbp1 and dna 
polymerase-alpha directly recruit the 9-
1-1 complex to stalled dna replication 
forks, J cell biol 184 (2009) 793-804.

291. s. delacroix, J.M. Wagner, M. kobayashi, 
k. Yamamoto,l.M. karnitz, The Rad9-
Hus1-Rad1 (9-1-1) clamp activates 
checkpoint signaling via topbp1, Genes 
dev 21 (2007) 1472-1477.

292. k. furuya, M. poitelea, l. Guo, t. 
caspari,a.M. carr, chk1 activation 
requires Rad9 s/tQ-site phosphorylation 
to promote association with c-terminal 
bRct domains of Rad4topbp1, Genes 
dev 18 (2004) 1154-1164.

293. a. kumagai, J. lee, H.Y. Yoo,W.G. 
dunphy, topbp1 activates the atR-
atRip complex, cell 124 (2006) 943-955.

294. J. lee, a. kumagai,W.G. dunphy, The 
Rad9-Hus1-Rad1 checkpoint clamp 
regulates interaction of topbp1 with atR, 
J biol chem 282 (2007) 28036-28044.

295. H.Y. Yoo, a. kumagai, a. shevchenko, 
a. shevchenko,W.G. dunphy, ataxia-
telangiectasia mutated (atM)-dependent 
activation of atR occurs through 
phosphorylation of topbp1 by atM, J 
biol chem 282 (2007) 17501-17506.

296. e.J. brown,d. baltimore, atR disruption 
leads to chromosomal fragmentation and 
early embryonic lethality, Genes dev 14 
(2000) 397-402.

297. a. de klein, M. Muijtjens, R. van os, 
Y. Verhoeven, b. smit, a.M. carr, a.R. 
lehmann,J.H. Hoeijmakers, targeted 
disruption of the cell-cycle checkpoint 
gene atR leads to early embryonic 
lethality in mice, curr biol 10 (2000) 479-
482.

298. k.M. Hopkins, W. auerbach, X.Y. Wang, 
M.p. Hande, H. Hang, d.J. Wolgemuth, 
a.l. Joyner,H.b. lieberman, deletion 
of mouse rad9 causes abnormal cellular 
responses to dna damage, genomic 
instability, and embryonic lethality, Mol 
cell biol 24 (2004) 7235-7248.

299. R.s. Weiss, t. enoch,p. leder, inactivation 
of mouse Hus1 results in genomic 
instability and impaired responses to 
genotoxic stress, Genes dev 14 (2000) 
1886-1898.

300. t. kondo, t. Wakayama, t. naiki, k. 
Matsumoto,k. sugimoto, Recruitment 
of Mec1 and ddc1 checkpoint proteins 
to double-strand breaks through distinct 
mechanisms, science 294 (2001) 867-870.

301. J. lee, a. kumagai,W.G. dunphy, claspin, 
a chk1-regulatory protein, monitors dna 
replication on chromatin independently 
of Rpa, atR, and Rad17, Mol cell 11 
(2003) 329-340.

302. Z. You, l. kong,J. newport, The role of 
single-stranded dna and polymerase 
alpha in establishing the atR, Hus1 dna 
replication checkpoint, J biol chem 277 
(2002) 27088-27093.

303. a. kumagai,W.G. dunphy, Repeated 
phosphopeptide motifs in claspin 
mediate the regulated binding of chk1, 
nat cell biol 5 (2003) 161-165.

304. s. liu, s. bekker-Jensen, n. Mailand, c. 
lukas, J. bartek,J. lukas, claspin operates 
downstream of topbp1 to direct atR 



1 

RefeRences 61

signaling towards chk1 activation, Mol 
cell biol 26 (2006) 6056-6064.

305. X. Wang, l. Zou, t. lu, s. bao, k.e. Hurov, 
W.n. Hittelman, s.J. elledge,l. li, Rad17 
phosphorylation is required for claspin 
recruitment and chk1 activation in 
response to replication stress, Mol cell 23 
(2006) 331-341.

306. Q. liu, s. Guntuku, X.s. cui, s. Matsuoka, 
d. cortez, k. tamai, G. luo, s. carattini-
Rivera, f. deMayo, a. bradley, l.a. 
donehower,s.J. elledge, chk1 is an 
essential kinase that is regulated by 
atr and required for the G(2)/M dna 
damage checkpoint, Genes dev 14 (2000) 
1448-1459.

307. a. lopez-Girona, k. tanaka, X.b. 
chen, b.a. baber, c.H. McGowan,p. 
Russell, serine-345 is required for Rad3-
dependent phosphorylation and function 
of checkpoint kinase chk1 in fission yeast, 
proc natl acad sci u s a 98 (2001) 11289-
11294.

308. n.c. Walworth,R. bernards, rad-
dependent response of the chk1-encoded 
protein kinase at the dna damage 
checkpoint, science 271 (1996) 353-356.

309. V.a. smits, spreading the signal: 
dissociation of chk1 from chromatin, 
cell cycle 5 (2006) 1039-1043.

310. V.a. smits, p.M. Reaper,s.p. Jackson, 
Rapid pikk-dependent release of chk1 
from chromatin promotes the dna-
damage checkpoint response, curr biol 
16 (2006) 150-159.

311. R. boutros, c. dozier,b. ducommun, The 
when and wheres of cdc25 phosphatases, 
curr opin cell biol 18 (2006) 185-191.

312. c. karlsson-Rosenthal,J.b. Millar, cdc25: 
mechanisms of checkpoint inhibition and 
recovery, trends cell biol 16 (2006) 285-
292.

313. M. donzelli,G.f. draetta, Regulating 
mammalian checkpoints through cdc25 
inactivation, eMbo Rep 4 (2003) 671-
677.

314. J. ahn, M. urist,c. prives, The chk2 
protein kinase, dna Repair (amst) 3 
(2004) 1039-1047.

315. c.M. lovly, l. Yan, c.e. Ryan, s. takada,H. 
piwnica-Worms, Regulation of chk2 
ubiquitination and signaling through 
autophosphorylation of serine 379, Mol 
cell biol 28 (2008) 5874-5885.

316. J. bartek,J. lukas, chk1 and chk2 kinases 
in checkpoint control and cancer, cancer 
cell 3 (2003) 421-429.

317. J. Jin, t. shirogane, l. Xu, G. nalepa, J. Qin, 
s.J. elledge,J.W. Harper, scfbeta-tRcp 
links chk1 signaling to degradation of the 
cdc25a protein phosphatase, Genes dev 
17 (2003) 3062-3074.

318. c.Y. peng, p.R. Graves, R.s. Thoma, Z. Wu, 
a.s. shaw,H. piwnica-Worms, Mitotic and 
G2 checkpoint control: regulation of 14-
3-3 protein binding by phosphorylation 
of cdc25c on serine-216, science 277 
(1997) 1501-1505.

319. Y. kanemori, k. uto,n. sagata, beta-trcp 
recognizes a previously undescribed 
nonphosphorylated destruction motif in 
cdc25a and cdc25b phosphatases, proc 
natl acad sci u s a 102 (2005) 6279-6284.

320. l. busino, M. donzelli, M. chiesa, d. 
Guardavaccaro, d. Ganoth, n.V. dorrello, 
a. Hershko, M. pagano,G.f. draetta, 
degradation of cdc25a by beta-trcp 
during s phase and in response to dna 
damage, nature 426 (2003) 87-91.

321. a. Hirao, a. cheung, G. duncan, p.M. 
Girard, a.J. elia, a. Wakeham, H. okada, 
t. sarkissian, J.a. Wong, t. sakai, e. de 
stanchina, R.G. bristow, t. suda, s.W. 
lowe, p.a. Jeggo, s.J. elledge,t.W. Mak, 
chk2 is a tumor suppressor that regulates 
apoptosis in both an ataxia telangiectasia 
mutated (atM)-dependent and an atM-
independent manner, Mol cell biol 22 
(2002) 6521-6532.

322. H. takai, k. naka, Y. okada, M. 
Watanabe, n. Harada, s. saito, c.W. 
anderson, e. appella, M. nakanishi, 
H. suzuki, k. nagashima, H. sawa, k. 
ikeda,n. Motoyama, chk2-deficient mice 
exhibit radioresistance and defective p53-
mediated transcription, embo J 21 (2002) 
5195-5205.

323. l. chen, d.M. Gilkes, Y. pan, W.s. 
lane,J. chen, atM and chk2-dependent 
phosphorylation of MdMX contribute to 
p53 activation after dna damage, embo J 
24 (2005) 3411-3422.

324. c. lebron, l. chen, d.M. Gilkes,J. chen, 
Regulation of MdMX nuclear import and 
degradation by chk2 and 14-3-3, embo J 
25 (2006) 1196-1206.

325. Y. pereg, s. lam, a. teunisse, s. biton, e. 
Meulmeester, l. Mittelman, G. buscemi, 
k. okamoto, Y. taya, Y. shiloh,a.G. 
Jochemsen, differential roles of atM- 
and chk2-mediated phosphorylations of 
Hdmx in response to dna damage, Mol 
cell biol 26 (2006) 6819-6831.

326. p. sung,H. klein, Mechanism of 
homologous recombination: mediators 



1 

cHapteR 162

and helicases take on regulatory functions, 
nat Rev Mol cell biol 7 (2006) 739-750.

327. s.c. West, The search for a human 
Holliday junction resolvase, biochemical 
society transactions 37 (2009) 519-526.

328. s. panier,d. durocher, Regulatory 
ubiquitylation in response to dna 
double-strand breaks, dna Repair 
(amst) 8 (2009) 436-443.

329. J.c. fung, b. Rockmill, M. odell,G.s. 
Roeder, imposition of crossover 
interference through the nonrandom 
distribution of synapsis initiation 
complexes, cell 116 (2004) 795-802.

330. p.W. brown, l. Judis, e.R. chan, s. 
schwartz, a. seftel, a. Thomas,t.J. 
Hassold, Meiotic synapsis proceeds from 
a limited number of subtelomeric sites 
in the human male, am J Hum Genet 77 
(2005) 556-566.

331. X. ding, R. Xu, J. Yu, t. Xu, Y. Zhuang,M. 
Han, sun1 is required for telomere 
attachment to nuclear envelope and 
gametogenesis in mice, dev cell 12 (2007) 
863-872.

332. s. kuznetsov, M. pellegrini, k. shuda, 
o. fernandez-capetillo, Y. liu, b.k. 
Martin, s. burkett, e. southon, d. pati, 
l. tessarollo, s.c. West, p.J. donovan, 
a. nussenzweig,s.k. sharan, Rad51c 
deficiency in mice results in early 
prophase i arrest in males and sister 
chromatid separation at metaphase ii in 
females, J cell biol 176 (2007) 581-592.

333. d.l. pittman, J. cobb, k.J. schimenti, l.a. 
Wilson, d.M. cooper, e. brignull, M.a. 
Handel,J.c. schimenti, Meiotic prophase 
arrest with failure of chromosome 
synapsis in mice deficient for dmc1, a 
germline-specific Reca homolog, Mol. 
cell 1 (1998) 697-705.

334. k. Yoshida, G. kondoh, Y. Matsuda, 
t. Habu, Y. nishimune,t. Morita, The 
mouse Reca-like gene dmc1 is required 
for homologous chromosome synapsis 
during meiosis, Mol. cell 1 (1998) 707-
718.

335. f. Yang,p.J. Wang, The Mammalian 
synaptonemal complex: a scaffold and 
beyond, Genome dynamics 5 (2009) 69-
80.

336. f.a. de Vries, e. de boer, M. van den 
bosch, W.M. baarends, M. ooms, l. Yuan, 
J.G. liu, a.a. van Zeeland, c. Heyting,a. 
pastink, Mouse sycp1 functions in 
synaptonemal complex assembly, meiotic 
recombination, and XY body formation, 
Genes dev 19 (2005) 1376-1389.

337. e. bolcun-filas, Y. costa, R. speed, 
M. taggart, R. benavente, d.G. de 
Rooij,H.J. cooke, sYce2 is required for 
synaptonemal complex assembly, double 
strand break repair, and homologous 
recombination, J cell biol 176 (2007) 741-
747.

338. G. Hamer, H. Wang, e. bolcun-filas, 
H.J. cooke, R. benavente,c. Hoog, 
progression of meiotic recombination 
requires structural maturation of the 
central element of the synaptonemal 
complex, J cell sci 121 (2008) 2445-2451.

339. e. bolcun-filas, e. Hall, R. speed, 
M. taggart, c. Grey, b. de Massy, R. 
benavente,H.J. cooke, Mutation of the 
mouse syce1 gene disrupts synapsis and 
suggests a link between synaptonemal 
complex structural components and dna 
repair, plos Genet 5 (2009) e1000393.

340. l. Yuan, J.G. liu, J. Zhao, e. brundell, b. 
daneholt,c. Hoog, The murine scp3 gene 
is required for synaptonemal complex 
assembly, chromosome synapsis, and 
male fertility, Mol cell 5 (2000) 73-83.

341. a. kouznetsova, i. novak, R. Jessberger,c. 
Hoog, sYcp2 and sYcp3 are required for 
cohesin core integrity at diplotene but 
not for centromere cohesion at the first 
meiotic division, J cell sci 118 (2005) 
2271-2278.

342. f. Yang, R. de la fuente, n.a. leu, 
c. baumann, k.J. Mclaughlin,p.J. 
Wang, Mouse sYcp2 is required for 
synaptonemal complex assembly and 
chromosomal synapsis during male 
meiosis, J cell biol 173 (2006) 497-507.

343. t. ashley, a.p. Gaeth, l.b. creemers, 
a.M. Hack,d.G. de Rooij, correlation 
of meiotic events in testis sections and 
microspreads of mouse spermatocytes 
relative to the mid-pachytene checkpoint, 
chromosoma 113 (2004) 126-136.

344. l. Yuan, J.G. liu, M.R. Hoja, J. Wilbertz, 
k. nordqvist,c. Hoog, female germ cell 
aneuploidy and embryo death in mice 
lacking the meiosis-specific protein scp3, 
science 296 (2002) 1115-1118.

345. p.a. Hunt,t.J. Hassold, sex matters in 
meiosis, science 296 (2002) 2181-2183.

346. H. Wang,c. Hoog, structural damage 
to meiotic chromosomes impairs dna 
recombination and checkpoint control 
in mammalian oocytes, J cell biol 173 
(2006) 485-495.

347. V. borde, a.s. Goldman,M. lichten, 
direct coupling between meiotic dna 
replication and recombination initiation, 
science 290 (2000) 806-809.



1 

RefeRences 63

348. s. keeney,M.J. neale, initiation of 
meiotic recombination by formation of 
dna double-strand breaks: mechanism 
and regulation, biochemical society 
transactions 34 (2006) 523-525.

349. V. borde, n. Robine, W. lin, s. bonfils, 
V. Geli,a. nicolas, Histone H3 lysine 
4 trimethylation marks meiotic 
recombination initiation sites, embo J 28 
(2009) 99-111.

350. J.a. farah, G.a. cromie,G.R. smith, 
ctp1 and exonuclease 1, alternative 
nucleases regulated by the MRn 
complex, are required for efficient meiotic 
recombination, proc natl acad sci u s a 
106 (2009) 9356-9361.

351. e. Hartsuiker, k. Mizuno, M. Molnar, 
J. kohli, k. ohta,a.M. carr, ctp1ctip 
and Rad32Mre11 nuclease activity are 
required for Rec12spo11 removal, but 
Rec12spo11 removal is dispensable for 
other MRn-dependent meiotic functions, 
Mol cell biol 29 (2009) 1671-1681.

352. n. Milman, e. Higuchi,G.R. smith, 
Meiotic dna double-strand break repair 
requires two nucleases, MRn and ctp1, 
to produce a single size class of Rec12 
(spo11)-oligonucleotide complexes, Mol 
cell biol 29 (2009) 5998-6005.

353. M. Rothenberg, J. kohli,k. ludin, ctp1 
and the MRn-complex are required for 
endonucleolytic Rec12 removal with 
release of a single class of oligonucleotides 
in fission yeast, plos Genet 5 (2009) 
e1000722.

354. s. burma, b.p. chen, M. Murphy, a. 
kurimasa,d.J. chen, atM phosphorylates 
histone H2aX in response to dna 
double-strand breaks, J biol chem 276 
(2001) 42462-42467.

355. t. uziel, Y. lerenthal, l. Moyal, Y. 
andegeko, l. Mittelman,Y. shiloh, 
Requirement of the MRn complex for 
atM activation by dna damage, embo J 
22 (2003) 5612-5621.

356. J.H. lee,t.t. paull, direct activation of the 
atM protein kinase by the Mre11/Rad50/
nbs1 complex, science 304 (2004) 93-96.

357. W. Goedecke, M. eijpe, H.H. offenberg, 
M. van aalderen,c. Heyting, Mre11 and 
ku70 interact in somatic cells, but are 
differentially expressed in early meiosis, 
nat Genet 23 (1999) 194-198.

358. p. sung, l. krejci, s. Van komen,M.G. 
sehorn, Rad51 recombinase and 
recombination mediators, J biol chem 
278 (2003) 42729-42732.

359. a.W. plug, a.H. peters, Y. Xu, k.s. 
keegan, M.f. Hoekstra, d. baltimore, p. de 
boer,t. ashley, atM and Rpa in meiotic 
chromosome synapsis and recombination, 
nat. Genet. 17 (1997) 457-461.

360. p.b. Moens, n.k. kolas, M. tarsounas, 
e. Marcon, p.e. cohen,b. spyropoulos, 
The time course and chromosomal 
localization of recombination-related 
proteins at meiosis in the mouse are 
compatible with models that can resolve 
the early dna-dna interactions without 
reciprocal recombination, J. cell. sci. 115 
(2002) 1611-1622.

361. n.k. kolas, e. Marcon, M.a. crackower, c. 
Hoog, J.M. penninger, b. spyropoulos,p.b. 
Moens, Mutant meiotic chromosome core 
components in mice can cause apparent 
sexual dimorphic endpoints at prophase 
or X-Y defective male-specific sterility, 
chromosoma 114 (2005) 92-102.

362. l.a. bannister,J.c. schimenti, 
Homologous recombinational repair 
proteins in mouse meiosis, cytogenet 
Genome Res 107 (2004) 191-200.

363. e. Marcon,p.b. Moens, The evolution of 
meiosis: recruitment and modification of 
somatic dna-repair proteins, bioessays 
27 (2005) 795-808.

364. s.k. sharan, a. pyle, V. coppola, J. babus, 
s. swaminathan, J. benedict, d. swing, 
b.k. Martin, l. tessarollo, J.p. evans, J.a. 
flaws,M.a. Handel, bRca2 deficiency 
in mice leads to meiotic impairment and 
infertility, development 131 (2004) 131-
142.

365. f. Yang, s. eckardt, n.a. leu, k.J. 
Mclaughlin,p.J. Wang, Mouse teX15 is 
essential for dna double-strand break 
repair and chromosomal synapsis during 
male meiosis, J cell biol 180 (2008) 673-
679.

366. k. treuner, M. findeisen, u. strausfeld,R. 
knippers, phosphorylation of replication 
protein a middle subunit (Rpa32) leads 
to a disassembly of the Rpa heterotrimer, 
J biol chem 274 (1999) 15556-15561.

367. X. Xu, o. aprelikova, p. Moens, c.X. 
deng,p.a. furth, impaired meiotic dna-
damage repair and lack of crossing-
over during spermatogenesis in bRca1 
full-length isoform deficient mice, 
development 130 (2003) 2001-2012.

368. V.l. cressman, d.c. backlund, a.V. 
avrutskaya, s.a. leadon, V. Godfrey,b.H. 
koller, Growth retardation, dna repair 
defects, and lack of spermatogenesis in 
bRca1-deficient mice, Mol cell biol 19 
(1999) 7061-7075.



1 

cHapteR 164

369. p.b. Moens, d.J. chen, Z. shen, n. kolas, 
M. tarsounas, H.H. Heng,b. spyropoulos, 
Rad51 immunocytology in rat and mouse 
spermatocytes and oocytes, chromosoma 
106 (1997) 207-215.

370. H. niu, l. Wan, b. baumgartner, d. 
schaefer, J. loidl,n.M. Hollingsworth, 
partner choice during meiosis is regulated 
by Hop1-promoted dimerization of Mek1, 
Mol biol cell 16 (2005) 5804-5818.

371. H. niu, l. Wan, V. busygina, Y. kwon, 
J.a. allen, X. li, R.c. kunz, k. kubota, 
b. Wang, p. sung, k.M. shokat, s.p. 
Gygi,n.M. Hollingsworth, Regulation 
of meiotic recombination via Mek1-
mediated Rad54 phosphorylation, Mol 
cell 36 (2009) 393-404.

372. V. busygina, M.G. sehorn, i.Y. shi, H. 
tsubouchi, G.s. Roeder,p. sung, Hed1 
regulates Rad51-mediated recombination 
via a novel mechanism, Genes dev 22 
(2008) 786-795.

373. H. niu, X. li, e. Job, c. park, d. Moazed, 
s.p. Gygi,n.M. Hollingsworth, Mek1 
kinase is regulated to suppress double-
strand break repair between sister 
chromatids during budding yeast meiosis, 
Mol cell biol 27 (2007) 5456-5467.

374. p. chi, Y. kwon, d.n. Moses, c. seong, 
M.G. sehorn, a.k. singh, H. tsubouchi, 
e.c. Greene, H.l. klein,p. sung, 
functional interactions of meiotic 
recombination factors Rdh54 and dmc1, 
dna Repair (amst) 8 (2009) 279-284.

375. R.J. pezza, o.n. Voloshin, f. Vanevski,R.d. 
camerini-otero, Hop2/Mnd1 acts on 
two critical steps in dmc1-promoted 
homologous pairing, Genes dev 21 (2007) 
1758-1766.

376. t. Habu, t. taki, a. West, Y. nishimune,t. 
Morita, The mouse and human homologs 
of dMc1, the yeast meiosis-specific 
homologous recombination gene, have a 
common unique form of exon- skipped 
transcript in meiosis, nucleic acids Res 
24 (1996) 470-477.

377. G.V. petukhova, p.J. Romanienko,R.d. 
camerini-otero, The Hop2 protein has 
a direct role in promoting interhomolog 
interactions during mouse meiosis, dev 
cell 5 (2003) 927-936.

378. R. kanaar, c. troelstra, s.M.a. 
swagemakers, J. essers, b. smit, J.-H. 
franssen, a. pastink, o.Y. bezzubova, 
J.-M. buerstedde, b. clever, W.-d. 
Heyer,J.H.J. Hoeijmakers, Human and 
mouse homologs of the Saccharomyces 
cerevisiae RAD54 dna repair gene: 

evidence for functional conservation., 
current biol. 6 (1996) 828-838.

379. J. essers, R.W. Hendriks, s.M. 
swagemakers, c. troelstra, J. de Wit, d. 
bootsma, J.H. Hoeijmakers,R. kanaar, 
disruption of mouse Rad54 reduces 
ionizing radiation resistance and 
homologous recombination, cell 89 
(1997) 195-204.

380. t. allers,M. lichten, differential timing 
and control of noncrossover and crossover 
recombination during meiosis, cell 106 
(2001) 47-57.

381. G.a. cromie,G.R. smith, branching out: 
meiotic recombination and its regulation, 
trends cell biol 17 (2007) 448-455.

382. J.k. Holloway, J. booth, W. edelmann, 
c.H. McGowan,p.e. cohen, Mus81 
generates a subset of MlH1-MlH3-
independent crossovers in mammalian 
meiosis, plos Genet 4 (2008) e1000186.

383. n. kleckner, a. storlazzi,d. Zickler, 
coordinate variation in meiotic pachytene 
sc length and total crossover/chiasma 
frequency under conditions of constant 
dna length, trends Genet 19 (2003) 623-
628.

384. e. de boer, p. stam, a.J. dietrich, 
a. pastink,c. Heyting, two levels 
of interference in mouse meiotic 
recombination, proc natl acad sci u s a 
103 (2006) 9607-9612.

385. M. barchi, i. Roig, M. di Giacomo, 
d.G. de Rooij, s. keeney,M. Jasin, atM 
promotes the obligate XY crossover and 
both crossover control and chromosome 
axis integrity on autosomes, plos Genet 4 
(2008) e1000076.

386. s.M. cherry, c.a. adelman, J.W. 
Theunissen, t.J. Hassold, p.a. Hunt,J.H. 
petrini, The Mre11 complex influences 
dna repair, synapsis, and crossing over 
in murine meiosis, curr biol 17 (2007) 
373-378.

387. a.J. bartrand, d. iyasu, s.M. Marinco,G.s. 
brush, evidence of meiotic crossover 
control in saccharomyces cerevisiae 
through Mec1-mediated phosphorylation 
of replication protein a, Genetics 172 
(2006) 27-39.

388. W.M. baarends, e. Wassenaar, J.W. 
Hoogerbrugge, G. van cappellen, 
H.p. Roest, J. Vreeburg, M. ooms, J.H. 
Hoeijmakers,J.a. Grootegoed, loss of 
HR6b ubiquitin-conjugating activity 
results in damaged synaptonemal 
complex structure and increased 
crossing-over frequency during the male 



1 

RefeRences 65

meiotic prophase, Mol cell biol 23 (2003) 
1151-1162.

389. k. Robzyk, J. Recht,M.a. osley, Rad6-
dependent ubiquitination of histone H2b 
in yeast, science 287 (2000) 501-504.

390. J. kim, M. Guermah, R.k. McGinty, J.s. 
lee, Z. tang, t.a. Milne, a. shilatifard, 
t.W. Muir,R.G. Roeder, Rad6-Mediated 
transcription-coupled H2b ubiquitylation 
directly stimulates H3k4 methylation in 
human cells, cell 137 (2009) 459-471.

391. H.p. Roest, J. klaveren van, J. Wit 
de, c.G. Gurp van, M.H.M. koken, 
M. Vermey, J.H. Roijen van, J.t.M. 
Vreeburg, W.M. baarends, d. bootsma, 
J.a. Grootegoed,J.H.J. Hoeijmakers, 
inactivation of the HR6b ubiquitin-
conjugating dna repair enzyme in 
mice causes a defect in spermatogenesis 
associated with chromatin modification, 
cell 86 (1996) 799-810.

392. W.M. baarends, e. Wassenaar, J.W. 
Hoogerbrugge, s. schoenmakers, 
Z.W. sun,J.a. Grootegoed, increased 
phosphorylation and dimethylation of 
XY body histones in the Hr6b-knockout 
mouse is associated with derepression of 
the X chromosome, J cell sci 120 (2007) 
1841-1851.

393. e. de boer, a.J. dietrich, c. Hoog, p. 
stam,c. Heyting, Meiotic interference 
among MlH1 foci requires neither an 
intact axial element structure nor full 
synapsis, J cell sci 120 (2007) 731-736.

394. k. Yamashita, M. shinohara,a. shinohara, 
Rad6-bre1-mediated histone H2b 
ubiquitylation modulates the formation 
of double-strand breaks during meiosis, 
proc natl acad sci u s a 101 (2004) 
11380-11385.

395. d.G. Mets,b.J. Meyer, condensins 
regulate meiotic dna break distribution, 
thus crossover frequency, by controlling 
chromosome structure, cell 139 (2009) 
73-86.

396. a. sato, b. isaac, c.M. phillips, R. Rillo, 
p.M. carlton, d.J. Wynne, R.a. kasad,a.f. 
dernburg, cytoskeletal forces span the 
nuclear envelope to coordinate meiotic 
chromosome pairing and synapsis, cell 
139 (2009) 907-919.

397. a.M. penkner, a. fridkin, J. Gloggnitzer, 
a. baudrimont, t. Machacek, a. Woglar, 
e. csaszar, p. pasierbek, G. ammerer, 
Y. Gruenbaum,V. Jantsch, Meiotic 
chromosome homology search involves 
modifications of the nuclear envelope 
protein Matefin/sun-1, cell 139 (2009) 
920-933.

398. a.f. dernburg, k. Mcdonald, G. Moulder, 
R. barstead, M. dresser,a.M. Villeneuve, 
Meiotic recombination in c. elegans 
initiates by a conserved mechanism and is 
dispensable for homologous chromosome 
synapsis, cell 94 (1998) 387-398.

399. f. baudat, k. Manova, J.p. Yuen, M. 
Jasin,s. keeney, chromosome synapsis 
defects and sexually dimorphic meiotic 
progression in mice lacking spo11, Mol 
cell 6 (2000) 989-998.

400. p.J. Romanienko,R.d. camerini-otero, 
The mouse spo11 gene is required for 
meiotic chromosome synapsis, Mol cell 6 
(2000) 975-987.

401. W. edelmann, p.e. cohen, b. kneitz, n. 
Winand, M. lia, J. Heyer, R. kolodner, 
J.W. pollard,R. kucherlapati, Mammalian 
Muts homologue 5 is required for 
chromosome pairing in meiosis, nat 
Genet 21 (1999) 123-127.

402. s.s. de Vries, e.b. baart, M. dekker, a. 
siezen, d.G. de Rooij, p. de boer,H. te 
Riele, Mouse Muts-like protein Msh5 is 
required for proper chromosome synapsis 
in male and female meiosis, Genes dev 13 
(1999) 523-531.

403. b. kneitz, p.e. cohen, e. avdievich, 
l. Zhu, M.f. kane, H. Hou, Jr., R.d. 
kolodner, R. kucherlapati, J.W. pollard,W. 
edelmann, Muts homolog 4 localization 
to meiotic chromosomes is required for 
chromosome pairing during meiosis in 
male and female mice, Genes dev 14 
(2000) 1085-1097.

404. l.l. tres, extensive pairing of the XY 
bivalent in mouse spermatocytes as 
visualized by whole-mount electron 
microscopy, J cell sci 25 (1977) 1-15.

405. a.H. peters, a.W. plug,p. de boer, Meiosis 
in carriers of heteromorphic bivalents: 
sex differences and implications for male 
fertility, chromosome Res. 5 (1997) 313-
324.

406. s. schoenmakers, e. Wassenaar, W.a. van 
cappellen, a.a. derijck, p. de boer, J.s. 
laven, J.a. Grootegoed,W.M. baarends, 
increased frequency of asynapsis 
and associated meiotic silencing of 
heterologous chromatin in the presence 
of irradiation-induced extra dna double 
strand breaks, dev biol 317 (2008) 270-
281.

407. V. Monesi, differential rate of ribonucleic 
acid synthesis in the autosomes and sex 
chromosomes during male meiosis in the 
mouse, chromosoma 17 (1965) 11-21.

408. d. Motzkus, p.b. singh,s. Hoyer-fender, 
M31, a murine homolog of drosophila 



1 

cHapteR 166

Hp1, is concentrated in the XY body 
during spermatogenesis, cytogenet cell 
Genet 86 (1999) 83-88.

409. J.M. turner, s.k. Mahadevaiah, p.J. ellis, 
M.J. Mitchell,p.s. burgoyne, pachytene 
asynapsis drives meiotic sex chromosome 
inactivation and leads to substantial 
postmeiotic repression in spermatids, 
dev cell 10 (2006) 521-529.

410. G.W. van der Heijden, a.a. derijck, e. 
posfai, M. Giele, p. pelczar, l. Ramos, d.G. 
Wansink, J. van der Vlag, a.H. peters,p. 
de boer, chromosome-wide nucleosome 
replacement and H3.3 incorporation 
during mammalian meiotic sex 
chromosome inactivation, nat Genet 39 
(2007) 251-258.

411. s.k. Mahadevaiah, J.M. turner, f. baudat, 
e.p. Rogakou, p. de boer, J. blanco-
Rodriguez, M. Jasin, s. keeney, W.M. 
bonner,p.s. burgoyne, Recombinational 
dna double-strand breaks in mice 
precede synapsis, nat Genet 27 (2001) 
271-276.

412. o. fernandez-capetillo, s.k. 
Mahadevaiah, a. celeste, p.J. 
Romanienko, R.d. camerini-otero, 
W.M. bonner, k. Manova, p. burgoyne,a. 
nussenzweig, H2aX is required for 
chromatin remodeling and inactivation of 
sex chromosomes in male mouse meiosis, 
dev cell 4 (2003) 497-508.

413. W.M. baarends, J.W. Hoogerbrugge, 
H.p. Roest, M. ooms, J. Vreeburg, J.H. 
Hoeijmakers,J.a. Grootegoed, Histone 
ubiquitination and chromatin remodeling 
in mouse spermatogenesis, dev biol 207 
(1999) 322-333.

414. R.s. Rogers, a. inselman, M.a. 
Handel,M.J. Matunis, suMo modified 
proteins localize to the XY body of 
pachytene spermatocytes, chromosoma 
113 (2004) 233-243.

415. M. kalocsay, n.J. Hiller,s. Jentsch, 
chromosome-wide Rad51 spreading and 
suMo-H2a.Z-dependent chromosome 
fixation in response to a persistent dna 
double-strand break, Mol cell 33 (2009) 
335-343.

416. p.J.M. Hendriksen, J.W. Hoogerbrugge, 
a.p.n. Themmen, M.H.M. koken, J.H.J. 
Hoeijmakers, b.a. oostra, t. Van der 
lende,J.a. Grootegoed, postmeiotic 
transcription of X and Y chromosomal 
genes during spermatogenesis in the 
mouse., dev. biol. 170 (1995) 730-733.

417. J.l. Mueller, s.k. Mahadevaiah, p.J. park, 
p.e. Warburton, d.c. page,J.M. turner, 
The mouse X chromosome is enriched 

for multicopy testis genes showing 
postmeiotic expression, nat Genet 40 
(2008) 794-799.

418. s.H. namekawa, p.J. park, l.f. Zhang, J.e. 
shima, J.R. Mccarrey, M.d. Griswold,J.t. 
lee, postmeiotic sex chromatin in the 
male germline of mice, curr biol 16 
(2006) 660-667.

419. J. cocquet, p.J. ellis, Y. Yamauchi, 
s.k. Mahadevaiah, n.a. affara, M.a. 
Ward,p.s. burgoyne, The multicopy gene 
sly represses the sex chromosomes in the 
male mouse germline after meiosis, plos 
biology 7 (2009) e1000244.

420. M.a. bellani, p.J. Romanienko, d.a. 
cairatti,R.d. camerini-otero, spo11 
is required for sex-body formation, 
and spo11 heterozygosity rescues the 
prophase arrest of atm-/- spermatocytes, 
J cell sci 118 (2005) 3233-3245.

421. a.W. plug, a.H. peters, k.s. keegan, M.f. 
Hoekstra, p. de boer,t. ashley, changes in 
protein composition of meiotic nodules 
during mammalian meiosis, J cell sci 111 
(1998) 413-423.

422. R. scully, J. chen, a. plug, Y. Xiao, d. 
Weaver, J. feunteun, t. ashley,d.M. 
livingston, association of bRca1 with 
Rad51 in mitotic and meiotic cells, cell 88 
(1997) 265-275.

423. J. chen, d.p. silver, d. Walpita, s.b. cantor, 
a.f. Gazdar, G. tomlinson, f.J. couch, 
b.l. Weber, t. ashley, d.M. livingston,R. 
scully, stable interaction between the 
products of the bRca1 and bRca2 tumor 
suppressor genes in mitotic and meiotic 
cells, Mol cell 2 (1998) 317-328.

424. R. freire, J.R. Murguia, M. tarsounas, 
n.f. lowndes, p.b. Moens,s.p. Jackson, 
Human and mouse homologs of 
schizosaccharomyces pombe rad1(+) and 
saccharomyces cerevisiae Rad17: linkage 
to checkpoint control and mammalian 
meiosis, Genes dev 12 (1998) 2560-2573.

425. d. Walpita, a.W. plug, n.f. neff, J. 
German,t. ashley, bloom’s syndrome 
protein, blM, colocalizes with replication 
protein a in meiotic prophase nuclei of 
mammalian spermatocytes, proc natl 
acad sci u s a 96 (1999) 5622-5627.

426. k. Reini, l. uitto, d. perera, p.b. 
Moens, R. freire,J.e. syvaoja, topbp1 
localises to centrosomes in mitosis 
and to chromosome cores in meiosis, 
chromosoma 112 (2004) 323-330.

427. d. perera, l. perez-Hidalgo, p.b. Moens, 
k. Reini, n. lakin, J.e. syvaoja, p.a. san-
segundo,R. freire, topbp1 and atR 
colocalization at meiotic chromosomes: 



1 

RefeRences 67

role of topbp1/cut5 in the meiotic 
recombination checkpoint, Mol biol cell 
15 (2004) 1568-1579.

428. e.a. ahmed, a. van der Vaart, a. barten, 
H.b. kal, J. chen, Z. lou, k. Minter-
dykhouse, J. bartkova, J. bartek, p. de 
boer,d.G. de Rooij, differences in dna 
double strand breaks repair in male 
germ cell types: lessons learned from 
a differential expression of Mdc1 and 
53bp1, dna Repair (amst) 6 (2007) 
1243-1254.

429. R. van der laan, e.J. uringa, e. Wassenaar, 
J.W. Hoogerbrugge, e. sleddens, H. 
odijk, H.p. Roest, p. de boer, J.H. 
Hoeijmakers, J.a. Grootegoed,W.M. 
baarends, ubiquitin ligase Rad18sc 
localizes to the XY body and to other 
chromosomal regions that are unpaired 
and transcriptionally silenced during 
male meiotic prophase, J cell sci 117 
(2004) 5023-5033.

430. p. karmakar, M. seki, M. kanamori, 
k. Hashiguchi, M. ohtsuki, e. Murata, 
e. inoue, s. tada, l. lan, a. Yasui,t. 
enomoto, blM is an early responder to 
dna double-strand breaks, biochem 
biophys Res commun 348 (2006) 62-69.

431. n. chester, f. kuo, c. kozak, c.d. 
o’Hara,p. leder, stage-specific apoptosis, 
developmental delay, and embryonic 
lethality in mice homozygous for a 
targeted disruption in the murine bloom’s 
syndrome gene, Genes dev 12 (1998) 
3382-3393.

432. a.l. barlow,M.a. Hulten, crossing over 
analysis at pachytene in man, eur J Hum 
Genet 6 (1998) 350-358.

433. s.k. Mahadevaiah, d. bourc’his, d.G. 
de Rooij, t.H. bestor, J.M. turner,p.s. 
burgoyne, extensive meiotic asynapsis 
in mice antagonises meiotic silencing 
of unsynapsed chromatin and 
consequently disrupts meiotic sex 
chromosome inactivation, J cell biol 
182 (2008) 263-276.

434. J.M. turner, o. aprelikova, X. Xu, R. 
Wang, s. kim, G.V. chandramouli, J.c. 
barrett, p.s. burgoyne,c.X. deng, bRca1, 
histone H2aX phosphorylation, and male 
meiotic sex chromosome inactivation, 
curr biol 14 (2004) 2135-2142.

435. W.M. baarends, e. Wassenaar, R. 
van der laan, J.W. Hoogerbrugge, e. 
sleddens-linkels, J.H. Hoeijmakers, p. 
de boer,J.a. Grootegoed, silencing of 
unpaired chromatin and histone H2a 
ubiquitination in mammalian meiosis, 
Mol cell biol 25 (2005) 1041-1053.

436. J.M. turner, s.k. Mahadevaiah, o. 
fernandez-capetillo, a. nussenzweig, X. 
Xu, c.X. deng,p.s. burgoyne, silencing of 
unsynapsed meiotic chromosomes in the 
mouse, nat Genet 37 (2005) 41-47.

437. J. schimenti, synapsis or silence, nat 
Genet 37 (2005) 11-13.

438. d. Homolka, R. ivanek, J. capkova, 
p. Jansa,J. forejt, chromosomal 
rearrangement interferes with meiotic X 
chromosome inactivation, Genome Res 
17 (2007) 1431-1437.

439. a.J. solari, equalization of Z and W axes 
in chicken and quail oocytes, cytogenet 
cell Genet 59 (1992) 52-56.

440. e. Jablonka,M.J. lamb, Meiotic pairing 
constraints and the activity of sex 
chromosomes, J theor biol 133 (1988) 
23-36.

441. s. schoenmakers, e. Wassenaar, 
J.W. Hoogerbrugge, J.s. laven, J.a. 
Grootegoed,W.M. baarends, female 
meiotic sex chromosome inactivation in 
chicken, plos Genet 5 (2009) e1000466.

442. s. schoenmakers, e. Wassenaar, J.s. laven, 
J.a. Grootegoed,W.M. baarends, Meiotic 
silencing and fragmentation of the male 
germline restricted chromosome in zebra 
finch, chromosoma in press (2010).

443. J. fang, t. chen, b. chadwick, e. 
li,Y. Zhang, Ring1b-mediated H2a 
ubiquitination associates with inactive X 
chromosomes and is involved in initiation 
of X-inactivation, J biol chem (2004).

444. M. de napoles, J.e. Mermoud, R. Wakao, 
Y.a. tang, M. endoh, R. appanah, t.b. 
nesterova, J. silva, a.p. otte, M. Vidal, H. 
koseki,n. brockdorff, polycomb group 
proteins Ring1a/b link ubiquitylation of 
histone H2a to heritable gene silencing 
and X inactivation, dev cell 7 (2004) 
663-676.

445. d. nathan, k. ingvarsdottir, d.e. sterner, 
G.R. bylebyl, M. dokmanovic, J.a. 
dorsey, k.a. Whelan, M. krsmanovic, 
W.s. lane, p.b. Meluh, e.s. Johnson,s.l. 
berger, Histone sumoylation is a negative 
regulator in saccharomyces cerevisiae and 
shows dynamic interplay with positive-
acting histone modifications, Genes dev 
20 (2006) 966-976.

446. b. stielow, a. sapetschnig, i. kruger, n. 
kunert, a. brehm, M. boutros,G. suske, 
identification of suMo-dependent 
chromatin-associated transcriptional 
repression components by a genome-wide 
Rnai screen, Mol cell 29 (2008) 742-754.



2



DyNAmIC lOCAlIzAtION OF HUmAN rAD18 DUrINg  
tHe Cell CyCle AND A FUNCtIONAl CONNeCtION  

WItH DNA DOUBle-strAND BreAK repAIr

Akiko Inagaki, Wiggert A. van Cappellen, roald van der laan1), 
Adriaan B. Houtsmuller2), Jan H. J. Hoeijmakers1), 

J. Anton grootegoed, and Willy m. Baarends*
* Corresponding author

department of Reproduction and development, 1department of cell biology and Genetics, 
erasmus Mc - university Medical center and 2department of pathology, Josephine nefkens 

institute erasmus Mc - university Medical center, Rotterdam, The netherlands

DNA repair, february 2009, Volume 8, issue 2, 1 pages 190-201



2 

cHapteR 270

abstract
The ubiquitin ligase Rad18 is involved in different dna repair processes. Here, 
we show that in G1 phase, human Rad18 accumulates in a few relatively large 
spontaneous foci that contain proteins involved in double-strand break (dsb) 
repair. These foci persist until cells enter s phase, when numerous small foci 
appear. at these sites, only 20% of Rad18 colocalizes with pcna, a known Rad18 
substrate. in late G2 phase, Rad18 relocates to nucleoli. after uVc irradiation, 
pcna accumulates at the damaged site, followed by Rad18, independent of the 
cell cycle phase. after induction of dsbs, using low-power multi photon laser, 
Rad18 accumulated at the dsb sites, but no pcna accumulation was observed. 
our data show that Rad18 accumulates on dsbs independent of the cell cycle 
phase. dsbs marked by Rad18 and Rad51 are also positive for Rpa in G1 phase, 
and these dsbs persist until s phase. in addition, we show that dsbs generated 
in G2 phase are not all repaired, and are observed again in the next G1 phase. We 
conclude that repair of induced and spontaneous dsbs that accumulate Rad18 
and Rad51 in G1 phase cells is delayed until s phase.

Key words: Rad18, dna double-strand break repair, pcna, cell cycle
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1. introDuction
cells are constantly exposed to internal and external factors that may cause dna 
damage. Various dna repair pathways are essential for progress through the cell 
cycle and long-term survival. during dna replication, the presence of unrepaired 
dna lesions threatens to block progression of the replication machinery. Replicative 
damage bypass (Rdb) is a special pathway that allows progression of dna replication 
in the presence of dna damage (reviewed in [1]). in Saccharomyces cerevisiae, the 
e2 ubiquitin-conjugating enzyme Rad6 is essential for this pathway. depending on 
interactions with downstream components, error-free or error-prone sub-pathways 
can be activated. The first step in both pathways involves mono-ubiquitylation of 
pcna by the Rad6-Rad18 complex, in which Rad18 acts as an ubiquitin ligase (e3 
enzyme) [2]. pcna forms a homo-trimer that encircles double-stranded dna, and 
operates as a sliding clamp to keep the dna polymerase machinery firmly on the dna 
during dna replication (reviewed in [3]). Mono-ubiquitylation of pcna by the Rad6-
Rad18 complex recruits specific translesion synthesis polymerases that can incorporate 
nucleotides in the strand opposite the site of the dna lesions. depending on which 
polymerase is recruited, this process may be error-prone or error-free (reviewed 
in [4,5]). alternatively, mono-ubiquitylation by the Rad6-Rad18 complex may be 
followed by Rad5-Mms2-ubc13-mediated poly-ubiquitylation [2]. The ubiquitin 
ligase Rad5 interacts with both the Rad6-Rad18 and the Mms2-ubc13 complexes to 
stimulate poly-ubiquitination of pcna. subsequently, Rad5 is involved in error-free 
bypass of the damage.

in mammalian cells, Rad18 complexes with the Rad6 homologs HR6a 
(ube2a) and HR6b (ube2b) [6], and regulates pcna mono-ubiquitylation [7,8]. 
RAD18-knockout cells are sensitive to uVc light exposure [9,10], camptothecin, and 
ionizing radiation (iR) [11], that induce distortions of dna geometry, single-strand 
breaks (ssbs), and double-strand breaks (dsbs), respectively. thus, in mammalian 
cells, Rad18 is required for survival after the induction of almost any type of dna 
damage, and this appears to be associated with novel Rad18 functions outside the 
context of Rdb. However, the nature of these functions is still unclear. nakajima et 
al. [12] showed that Rad18 accumulates at sites of ssbs, in an s-phase-independent 
manner. shiomi et al. [11] also provided evidence for Rad18 functions at sites of 
ssbs, but restricted to s phase and pcna independent. in addition, at dsb repair 
sites during s phase, Rad18 may facilitate homologous recombination (HR), 
independent of pcna, by suppressing non-homologous end-joining (nHeJ) at dsbs 
that result from blockage of replication [13,14].

Here, we show that Rad18 has a dynamic localization pattern during the cell cycle, 
which is mostly different from that of pcna but similar to dsb repair-associated 
proteins, Rad51 and gH2aX. We conclude that Rad18 accumulates at sites of dsbs, 
throughout the cell cycle, in the absence of a detectable increase in local pcna 
concentration. furthermore, we show that spontaneous and induced dsbs in G1 
persist until the cells enter s phase.
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2. materials anD methoDs
2.1 Dna constructs, transfection and cell culture
Yfp-tagged Rad18 was generated by cloning a cdna fragment encoding the entire human 
RAD18 gene, except the start codon, into peYfp-c1 (clontech). The RAD18 fragment 
was amplified using primer set (fw/5’ccGGaa ttctGactccctGGccGaGtctc3’ 
and rev/5’cGcGGatccttaattcctGttTcGTttAtttcttGGttcaatctca
Gca3’), digested at the introduced EcoRi and BamHi sites (underlined) and inserted 
into the peYfp-c1 vector. to prevent downregulation of Yfp-Rad18 by siRna 
treatment, four silent mutations were inserted in the 3’ region of the cdna (italic). 
to generate Hela cells stably expressing Yfp-Rad18, cells were transfected with 2 µg 
of the peYfp-Rad18 plasmid using fuGene6 (Roche). cells were cultured for 7 days 
after transfection with medium containing 1.0 mg/ml of G418. colonies containing 
cells showing Yfp signal in the nuclei were selected, and immunoblot analysis was 
used to further select cell lines that showed the appropriate level of Yfp-Rad18. 

a mcherry-pcna construct was created by cloning a cdna fragment encoding 
the entire human pcna [15] into mcherry-c1 (kindly provided by dr. Roger Y. 
tsien, university of california, san diego, usa). The entire PCNA gene, except the 
start codon, was amplified by using primer set (fw/5’cccaaGcttcGttcGaGGc
GcGcctGGtc3’ and rev/5’cccGGatccctaaGatccttcttcatcctcG3’), 
digested at the introduced Hindiii and BamHi sites (underlined) and inserted into the 
mcherry-c1 vector. transient and stable expression of mcherry-pcna was obtained 
as described above for Yfp-Rad18.

Hela cells were cultured at 37oc in dMeM/f12 (Gibco) supplemented with 5% 
v/v fetal calf serum, streptomycin sulfate and penicillin, under 5% co2 in air.

2.2 rna interference
2 × 105 cells were plated into six-well culture dishes. after 24 hours, cells were 
transfected with siRna and incubated for 48 hours. each transfection mixture 
contained 9 µl Hiperfect transfection Reagent (Qiagen) and 2 µM siRna (ambion) 
in 400 µl serum-free dMeM/f12. siRna132977 (ambion) was used to downregulate 
both Yfp-Rad18 and endogenous Rad18 expressions. siRna28198 (ambion) was 
used to downregulate only endogenous Rad18. siRna (ambion) does not target any 
gene, and was used as a control.

2.3 global g-ray irradiation
to induce global ionizing damage, cultured cells were irradiated with g-rays from 
a 137cs source (0.71 Gy/minute).

2.4 global uvc irradiation
to induce global uVc damage, cultured cells were irradiated with a philips tuV lamp 
(254 nm) at a dose of 20 J/m2. for colocalization analyses, cells were cultured for 1 
hour following uVc irradiation, and living cell images were captured with a Zeiss 
lsM510nlo confocal microscope (carl Zeiss, Jena). for immunoblot analysis, cells 
were cultured for another 8 hours and whole-cell extracts were prepared.
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2.5 immunoblot analysis
Whole-cell extracts were prepared from cultured cells collected in a buffer (50 mM tris-
Hcl pH 6.8, 2% w/v sds, 0.1% w/v bromophenol blue, 10% v/v glycerol and 100 mM 
dithiothreitol), and sonicated. after 5 minutes incubation at 100oc, the cell extracts 
were separated by sodium dodecyl sulfate 10% polyacrylamide gel electrophoresis 
and transferred to nitrocellulose membranes. The membranes were incubated with 
antibodies to analyse expression of target proteins. The expression was detected using 
enhanced chemiluminescence (perkinelmer).

2.6 immunocytochemistry
cells were cultured on 24 mm round coverslips, washed with pbs and fixed in 2% 
w/v paraformaldehyde in pbs for 15 minutes. for Rad18 and pcna detection, cells 
were fixed in ice-cold MeoH at -20oc for 10 minutes. cells were permeabilized for 20 
minutes with 0.2% v/v triton X-100 in pbs. for detection of cyclobutane pyrimidine 
dimers (cpds), cells were subsequently treated with 0.07 M naoH in pbs for 5 
minutes and permeabilized again for 20 minutes with 0.2% triton X-100 in pbs. cells 
were blocked with pbs+ (pbs containing 0.5% w/v bsa and 0.15% w/v glycine) for 30 
minutes, incubated with primary antibody for 2 hours, and washed with 0.2% triton 
X-100 in pbs. subsequently, cells were incubated with secondary antibody for 1 hour, 
washed with 0.2% triton X-100 in pbs. coverslips were placed on a slide, mounted 
with the prolong Gold reagent (invitrogen).

2.7 antibodies
for primary antibodies, we used mouse monoclonal antibodies anti-cpd (bio-
connect), anti-fibrillarin 38f3 (abcam), anti-GapdH (chemicon), anti-Gfp (Roche), 
anti-phosphorylated H2aX (upstate), anti-XRcc1 (abcam), anti-pcna pc10 
(abcam), anti-Rpa/p34 ab-1 (Thermo scientific), and rabbit polyclonal antibodies 
anti-Rad18 [16], anti-Rad51 [17], anti-Xpa [18], and a goat polyclonal anti-ku86 
(santa cruz). for secondary antibodies, we used a goat anti-rabbit/mouse igG-
peroxidase (siGMa), goat anti-rabbit alexa 488/564/633, donkey anti-rabbit 488/564, 
goat anti-mouse alexa 488/564/633, donkey anti-mouse 488/564, or donky anti-goat 
alexa 488/555 (Molecular probes).

2.8 confocal and time-lapse microscopy
images of living cells expressing Yfp-tagged and mcherry-tagged proteins were 
obtained using a Zeiss lsM510nlo microscope (carl Zeiss, Jena) with a 63×/1.40 na 
oil immersion lens. cells were maintained at 37oc in a mixture of air with 5% co2. 
Yfp-tagged proteins were detected by exciting Yfp with a 488 nm argon gas laser and 
monitoring Yfp emission through a 500-550 band-pass filter. mcherry-tagged proteins 
were detected by exciting mcherry with a 543 nm Helium neon laser and monitoring 
mcherry emission through a long-pass 560 filter. to minimize the effect of photo-
bleaching, images were taken with 10 µW for a 488 nm laser, and with 20 µW for a 543 
nm laser. for time-lapse experiments, cell images of 6 confocal planes at 1.5 µm intervals 
were taken every 10 minutes for 38 hours. all images were captured with a line average of 
2. time-lapse images were analysed using the aiM software (carl Zeiss, Jena).
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2.9 foci analysis
a maximum projection of cell images of 6 confocal planes was made using the aiM 
software. a single nucleus was selected, aligned, and pixel intensities were measured 
with the imageJ software (Rasband, W.s., imageJ, u.s. national institutes of Health, 
bethesda, Maryland, usa [http://rsb.info.nih.gov/ij/]). on the basis of the pixel 
intensities, mean (µ) and standard deviation (s) were calculated, and the number 
and average size of foci were measured with the imageJ software. We defined a region 
where pixel intensity (i) is higher than the sum of the mean, and 1.5 times the standard 
deviation (i > µ + 1.5 * s) as a focus [19]. for colocalization analysis, the aiM software 
was used for data analysis.

2.10 local uv laser Dna damage induction
local dna damage induction using Zsi-a200 (Rapp optoelectronic, Hamburg) 
connected to a Zeiss lsM510Meta confocal microscope (carl Zeiss, Jena) has been 
described elsewhere [20]. cells were locally irradiated with uVc for 0.49 seconds 
and images were monitored at 5 seconds intervals for 10 minutes immediately after 
irradiation. all images were captured with a line average of 4.

2.11 local multi-photon Dna damage induction
a coherent Mira modelocked ti:sapphire laser (multi-photon laser, Mpl) (coherent) 
connected to the Zeiss lsM510nlo confocal microscope was used at 800 nm with a 
pulse length of 200 fs and repetition rate of 76 MHz. for local dna damage induction, 
an area of irradiation was set at 4 µm2 (40 × 40 pixels), and the output of laser power was 
set at either 75 mW or 40 mW at pixel-dwell time 1.6 µs with 5 iterations. two images 
were taken before Mpl irradiation and monitored at 10 seconds intervals for 10 minutes 
immediately after Mpl irradiation. all images were captured with a line average of 1.

to detect accumulation of endogenous proteins at irradiated sites in fixed cells, 
etched grid coverslips (bellco biotechnology) were used to mark the position of 
irradiated cells.

2.12 Data analyses following local Dna damage induction
to analyse the data, fluorescence intensity of the irradiated area was measured at 
each time point using the aiM software. The data were normalized to obtain the fold 
induction of fluorescence intensity by setting the intensity of the area before irradiation 
at 1.0. The relative accumulation was normalized by setting the fluorescence intensity of 
the irradiated area before damage at 0, and the maximum fluorescence intensity at 1.0.

2.13 inverse fluorescence recovery after photo-bleaching (ifraP)
local damage was applied in a selected region using Mpl as described above. 
outside this region, approximately 70% of nuclear area was bleached using the Zeiss 
lsM510nlo confocal microscope with a Helium neon 543 nm laser with 158 µW 
with 100 iterations. cells were bleached 10 minutes after dna damage had been 
induced with Mpl irradiation. cell images were taken before and after bleaching. 
for data analysis, the aiM software was used to measure the fluorescence intensity 
of the region of interest (1: irradiated with Mpl and non-bleached; 2: non-irradiated 
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and non-bleached; 3: non-irradiated and bleached region). at each region, the loss of 
fluorescence intensity was calculated as i(area) = ia / ib, (i(area) is the loss of fluorescence 
intensity, ia is the fluorescence intensity after bleaching, and ib is the fluorescence 
intensity before bleaching). 

3. results
3.1 functional analysis of yfP-raD18 and mcherry-Pcna
We generated a Hela cell line that stably expresses human Rad18 tagged with 
Yfp at the n-terminus. on immunoblot, the expression level of Yfp-Rad18 was 
equivalent to that of endogenous Rad18, and no free Yfp or breakdown products 
of Yfp-Rad18 were detected (fig. 1a). next, we tested the capability of Yfp-Rad18 
to mono-ubiquitylate pcna in uVc-irradiated cells. Wild-type cells and cells stably 
expressing Yfp-Rad18 were treated with siRna targeting both endogenous Rad18 
and Yfp-Rad18, siRna targeting only endogenous Rad18, or non-targeting 
siRna. subsequently, these cells were irradiated with uVc to induce pcna mono-
ubiquitylation. The basal as well as uV-induced pcna mono-ubiquitylation in cells 
expressing both Yfp-Rad18 and endogenous Rad18 were slightly higher than 
the level in wild-type cells or in cells expressing only Yfp-Rad18 (fig. 1b). after 
downregulation of both endogenous Rad18 and Yfp-Rad18, uV-induced pcna 
mono-ubiquitylation was strongly reduced. When we specifically downregulated only 
endogenous Rad18 in Yfp-Rad18 cells, uV-induced pcna mono-ubiquitylation 
was maintained at the wild-type level (fig. 1b). together, these results show that the 
addition of the Yfp tag does not interfere with ubiquitylation of pcna.

We also generated a Hela cell line stably expressing human pcna tagged with 
mcherry at the n-terminus. on immunoblot, the expression level of mcherry-pcna 
was equivalent to that of endogenous pcna (fig. 1c). both endogenous pcna and 
mcherry-pcna were mono-ubiquitylated after uVc irradiation, and their levels of 
mono-ubiquitylation were similar (fig. 1d). This indicates that mcherry-pcna can 
be incorporated into trimeric pcna rings and ubiquitylated. together, these results 
validate the use of fluorescent-tagged Rad18 and pcna to study the behavior of these 
two proteins in living cells.

3.2 subnuclear localization of yfP-raD18 during the cell cycle in living cells
We first characterized the localization pattern of Yfp-Rad18 throughout the cell 
cycle. to identify the different phases of the cell cycle, mcherry-pcna was transiently 
co-expressed and monitored. The subnuclear localization pattern of pcna has been 
described [15] and we found the same localization for mcherry-pcna. images of living 
cells with 6 confocal planes were captured every 10 min for 38 h (fig. 2a). in addition, 
the number and size of Yfp-Rad18 and mcherry-pcna foci were determined using 
maximal projection of the 6 confocal planes for each image (fig. 2b, c). in G1 phase, 
Yfp-Rad18 was excluded from nucleoli, but otherwise homogeneously distributed 
in the nuclei, with the exception of one or two relatively large and bright foci in 
approximately 84% (94/112) of the cells. These G1 foci are often localized adjacent to 
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the nucleoli (181/200) (fig. s1 in supplementary material). When cells entered s phase, 
more Yfp-Rad18 foci appeared and the size of the foci decreased (fig. 2b, c). at this 
stage, it was not possible to determine whether the G1 foci disappeared or decreased 
in size and brightness. The number of the foci increased until mid s phase, while the 
average size remained constant (fig. 2b, c). Yfp-Rad18 foci were still present during 
early G2 phase when mcherry-pcna foci were no longer detected. at the end of G2 
phase, Yfp-Rad18 relocated into the nucleoli.

next, we measured the total intensity of Yfp-Rad18 signal throughout the cell 
cycle, relative to the level at the beginning of G1 phase. This signal increased two-fold 
during G1 and remained constant until cells underwent mitosis. after cell division, the 
Yfp-Rad18 signal in the two daughter cells was similar to that of the mother cell at 

Figure 1. Hela cells stably expressing either yFp-rAD18 or mCherry-pCNA. (a) expression levels of 
endogenous Rad18 and overexpressed Yfp-Rad18 were analysed in wild-type Hela cells and Hela cells 
stably expressing Yfp-Rad18, on immunoblots with α-Rad18, α-Gfp and α-GapdH. (b) Wild-type 
Hela cells and Hela cells stably expressing Yfp-Rad18 were transfected with siRna targeting both 
Yfp-Rad18 and endogenous Rad18 (Rad18), only endogenous Rad18 (endoRad18) or non-targeting 
siRna (control). forty-eight hours after addition of the si-Rnas, cells were irradiated with uVc and 
whole-cell extracts were prepared 8 hours later. expression levels of Yfp-Rad18, endogenous Rad18 and 
mono-ubiquitylated pcna were analysed on immunoblots with α-Rad18 and α-pcna, using α-GapdH 
as control.(c) expression levels of endogenous pcna and overexpressed mcherry-pcna were analysed 
in wild-type Hela cells and Hela cells stably expressing mcherry-pcna on immunoblots with α-pcna, 
using α-GapdH as control. (d) Wild-type Hela cells and Hela cells stably expressing mcherry-pcna 
were irradiated with uVc as described above. expression levels of endogenous pcna, mono-ubiquitylated 
pcna, mcherry-pcna and mono-ubiquitylated mcherry-pcna were analysed on immunoblots with 
α-pcna, using α-GapdH as control.
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the beginning of G1 (data not shown). This indicates that the dynamic changes in the 
number and size of Yfp-Rad18 foci during s and G2 phases are not related to either 
synthesis or degradation of Yfp-Rad18.

We confirmed that the specific distribution pattern of Yfp-Rad18 represents 
the behavior of endogenous Rad18 by immunostaining for endogenous Rad18 
and pcna in fixed wild-type Hela cells (fig. s2 in supplementary material). The 
localization of endogenous Rad18 in the nucleoli at late G2 was verified by co-
immunostaining for the nucleolar protein fibrillarin (fig. 2d). fibrillarin is known to 
localize to the dense fibrillar component of the nucleolus. The Rad18 immunostaining 
immediately surrounded the fibrillarin-positive area, indicating that Rad18 localizes 
to the granular component of the nucleolus.

3.3.limited colocalization of yfP-raD18 foci with mcherry-Pcna foci in s phase
The function of pcna during dna replication is thought to be visualized by the 
numerous pcna foci that form only in s phase [15]. since we found that Yfp-Rad18 
forms many foci in s phase (fig. 2a), we reasoned that the majority of these Yfp-
Rad18 foci might reflect sites of pcna ubiquitylation at stalled replication forks. 
surprisingly, we observed that only a minority of the Yfp-Rad18 foci overlapped 
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and Rad18 was visualized using the antibody in late G2 phase. nucleoli were visualized using an antibody 
against fibrillarin.
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with the mcherry-pcna foci in early, mid and late s phases (fig. 3a). in mid and 
late s, Yfp-Rad18 and mcherry-pcna obviously displayed different localization 
patterns, but in early s, the distribution patterns were more similar (fig. 3a). at this 
stage, approximately 20% of Yfp-Rad18 colocalized with mcherry-pcna. This 
colocalization percentage increased to approximately 50% following uVc irradiation 
(fig. 3d). The partial colocalization was visualized with nuclear line scans in a single 
focal plane (fig. 3b for non-irradiated cells, fig. 3c for uVc-irradiated cells). This 
indicates that in s phase, the majority of Rad18 functions separately from pcna. 
However, it is clear that Rad18 cooperates more frequently with pcna following 
uVc irradiation.

3.4.kinetics of yfP-raD18 and mcherry-Pcna accumulation at uvc-irradiated 
sites in living cells
it has been reported that Rad18 [12] and pcna [21,22] accumulate at uVc-induced 
dna damage. Here we analysed the kinetics of these accumulations at uVc-irradiated 
sites during all cell-cycle phases in living cells. uVc light is known to directly induce 
helix-distorting lesions such as cyclobutane pyrimidine dimers (cpds) and 6-4 
photoproducts [23,24]. it is important to note that the uVc laser was set to induce only 
neR-specific lesions and no ssbs or dsbs [20]. cells in G1 phase showed accumulation 
of mcherry-pcna at the irradiated site, followed by Yfp-Rad18 (fig. 3e arrowhead 
and lower graph). Maximal levels of accumulation were reached around 10 minutes 
after irradiation, and the fluorescence intensities of Yfp-Rad18 and mcherry-pcna 
at the irradiated site increased 3.5-fold and 2-fold, respectively (fig. 3e, upper graph). 
intriguingly, similar accumulation patterns were observed in s and G2 cells (fig. s3 
in supplementary material). The accumulation of Rad18 at these dna repair sites 
throughout the cell cycle may indicate that translesion polymerases are required for 
dna synthesis at these sites. We performed the same experiments using cells stably 
expressing mcherry-pcna and transiently co-expressing Yfp-Rad18, and obtained 
similar results (data not shown).

3.5.spontaneous yfP-raD18 foci in g1 and s phases colocalize with proteins 
involved in double-strand break repair
next, we investigated the colocalization of spontaneous Rad18 foci with repair-
associated proteins. We fixed wild-type Hela cells, and visualized Rad51, ku86 and 
gH2aX (associated with dsb repair), Rpa (single-stranded dna binding protein 
involved in dna replication and other dna processing pathways), XRcc1 (associated 
with ssb repair), or Xpa (associated with nucleotide excision repair (neR)), with 
immunofluorescence. in Rad18-positive G1 foci, neither ssb repair nor neR-
associated proteins accumulated. intriguingly, we found colocalization of the dsb 
repair-associated proteins and Rpa with Rad18 foci in G1 phase (fig. 4a). 44% (41/94), 
47% (72/153), 26% (39/138), and 63% (78/123) of Rad18 G1 foci colocalized with foci 
of Rad51, Rpa, ku86, and gH2aX, respectively. triple staining of Rad18, Rpa and 
Rad51 indicated that the majority of Rad18 foci that were positive for Rad51 also 
contained Rpa (91% (98/105)). in addition, Rpa-positive Rad18 foci without Rad51 
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Figure 3. Differential distribution of yFp-rAD18 and mCherry-pCNA during s phase, and accumulation 
of both proteins following local UVC irradiation. (a) confocal images of living Hela cells stably expressing 
Yfp-Rad18 and transiently co-expressing mcherry-pcna in early, mid, and late s phases. (b) a confocal 
image of Yfp-Rad18 and mcherry-pcna in an early s phase nucleus. White lines correspond to the line 
scans (line 1; upper graph, line 2; lower graph). The signal intensities of Yfp-Rad18 (green) and mcherry-
pcna (red) were measured using imageJ software. (c) Hela cells stably expressing Yfp-Rad18 and 
transiently co-expressing mcherry-pcna were globally irradiated with uVc and the confocal image was 
captured after 1 hour. White lines correspond to the line scans as described above. (d) The percentage 
of Yfp-Rad18 foci that overlapped with mcherry-pcna foci in control and globally irradiated nuclei 
with uVc; 45 nuclei for control cells and 45 nuclei for uVc-irradiated cells were measured from three 
independent experiments. The error bars represent the standard deviation. (e) nuclei of living Hela cells 
stably expressing Yfp-Rad18 and transiently co-expressing mcherry-pcna were locally irradiated with 
a uVc laser, and the fluorescence intensities of Yfp-Rad18 and mcherry-pcna at the irradiated site 
were measured every 5 seconds for 10 minutes. The fold induction is shown upper graph and the relative 
accumulation is shown in lower graph. The error bars in the graphs represent the standard deviation for 20 
nuclei.
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were not observed. When we analysed the Rad51 and Rpa positive Rad18 foci in 
more detail, we found that Rad51 and Rpa were concentrated in the center of the 
more diffuse Rad18 signal. occasionally, Rad18 foci contained multiple Rad51 and 
Rpa foci (fig. 4b). together, these data suggest that the G1 foci may contain either 
ku86 or Rad51, the latter often together with Rpa. in addition, it appears that Rad18 
does not bind directly to the site of dna damage but localizes to the surrounding 
chromatin area.

in s and G2 phases, Rad51 and gH2aX accumulated in a large number of 
spontaneous foci, and the majority of these colocalized with Rad18 foci (fig. 4c, d). 
These data show that spontaneous Rad18 foci in s and G2 frequently colocalize with 
dsb repair-associated proteins. We did not detect any ku86 foci formation in s/G2 
phase nuclei (data not shown). in s phase, dsbs are often generated at sites where the 
replication machinery has collapsed, and Rad51 may be recruited to such sites. to 
study this, we investigated the colocalization of spontaneous Rad51 and pcna foci in 
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Figure 4. localization of rAD18 in relation to endogenous repair associated proteins at different cell 
cycle phases. Wild-type Hela cells or Hela cells stably expressing Yfp-Rad18 were fixed, and proteins were 
visualized using the antibodies indicated in the pictures. endogenous Rad51 and Xpa were detected in Hela 
cells stably expressing Yfp-Rad18. The other endogenous proteins were detected in wild-type cells, together 
with endogenous Rad18.(a) colocalization of the Rad18 G1 focus with Rad51, Rpa, γH2aX, and ku86, 
but not with XRcc1 and Xpa. inset in the merge of Rad51 and Yfp-Rad18 shows a magnification of 
the Rad51-positive Rad18 focus, to visualize the diffuse Rad18 and more concentrated Rad51 signals. 
(b) colocalization of G1 phase Rad18 focus with Rad51 and Rpa. Multiple Rad51/Rpa foci of different 
intensities localize within a single diffuse Rad18 focus. (c) colocalization of the s phase foci of Yfp-Rad18 
with Rad51 and gH2aX. (d) colocalization frequency of Rad51 and gH2aX with Rad18 foci in s/G2 
phase (white bars), and colocalization frequency of Rad18 foci with Rad51 and gH2aX (grey bars). The 
error bars in the graph represent the standard deviation for 50 nuclei. (e) colocalization of Rad51 foci with 
pcna in s phase. colocalization frequency of Rad51 with pcna was 8%, obtained from the analysis of 
30 nuclei.
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s phase. similar to tashiro et al. [25], we found that only a few Rad51 foci colocalized 
with pcna (8%) (fig. 4e).

to investigate whether the formation of Rad51 and gH2aX foci depends on 
Rad18, we downregulated Rad18 by siRna and examined foci formation of dsb 
repair-associated proteins throughout the cell cycle. knockdown of Yfp-Rad18 and 
endogenous Rad18 did not affect the formation of spontaneous Rad51 and gH2aX 
foci at any of the cell cycle phases (fig. s4 in supplementary material).

3.6.Dynamic analysis of yfP-raD18 foci induced by global ionizing radiation in 
living cells
The Rad18 foci in G1 phase could represent genuine dsb repair sites. to analyse the 
dynamics of these spontaneous G1 foci in the presence of (additional) exogenously 
induced dsbs, we globally exposed Hela cells stably expressing Yfp-Rad18 to iR (2.5 
Gy) during G1, and performed time-lapse experiments. upon irradiation, numerous 
extra Rad18 foci appeared. The number of iR-induced Rad18 foci was dose-dependent 
(data not shown). analyses of fixed cells showed that the vast majority of induced 
Rad18 foci contain gH2aX, and a subpopulation is positive for Rad51, indicating 
that dsbs were generated (fig. 5a). in accordance with a previous study [26], global 
g-irradiation did not induce visible ku86 accumulation with different doses (0.5 - 10 
Gy) at different time points (0.5 - 4 hours) in all cell-cycle phases (data not shown). to 
repair a single dsb site by nHeJ, most likely only a few molecules of ku heterodimers 
are required [26], and the accumulation of such a small number of molecules could 
remain below the level of detection with immunofluorescence. Most of the iR-induced 
Rad18 foci gradually disappeared, but a few foci persisted and increased in size (fig. 
5b). notably, the persisting Rad18 G1 foci included spontaneous G1 foci (fig. 5b, 
arrowhead), and colocalized with Rad51 (fig. 5c, arrowhead). upon entrance of s 
phase, multiple foci appeared, in a pattern that was similar to what was observed in 
non-irradiated s phase cells (fig. 2a for non-irradiated cells). iR irradiation produces 
more ssbs than dsbs [27,28]. possibly, the iR-induced ssbs are represented by the 
Rad18 foci that disappear rapidly, whereas the persistent foci mark dsbs.

upon irradiation with 2.5 Gy in late G2, Rad18 was recruited from the nucleoli 
and formed a large number of foci (fig. 5a, d), and the majority of iR-induced Rad18 
contained Rad51 and gH2aX (fig. 5a). after a prolonged G2 phase, the iR-induced 
Rad18 foci disappeared, and Rad18 relocated into the nucleoli before cells entered M 
phase (fig. 5d). These cells still contain several gH2aX foci (data not shown). after cell 
division, the daughter cells contained more spontaneous Rad18 foci than non-irradiated 
cells (fig. 5d), and these foci persisted until cells entered s phase (data not shown).

3.7.response of Dsb repair associated proteins to Dna damage induced by 
low-power mPl irradiation
to be able to study Rad18 accumulation at dsbs in more detail during all cell cycle 
phases, we optimized a pulsed 800 nm laser (multi-photon laser, Mpl) to induce local 
dsbs. a pulsed 800 nm laser with three-photon excitation is able to excite molecules 
at 266 nm, which is the same wavelength with the uVc laser described above [29]. 
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The laser also likely excites molecules with one or two-photon. The Mpl at high power 
output is known to induce many types of dna lesions such as helix-distorting lesions 
[20,29], ssbs and dsbs (fig. s5a in supplementary material). damage induction with 
low output power is a new application of this tool. We characterized the accumulation 
of different dna repair proteins using the Mpl with output power at 40 mW. although 
the dsb repair-associated proteins Rad51, ku86 and gH2aX accumulated at the 
irradiated site, there was no apparent accumulation of cpds, Xpa (involved in neR), 
and XRcc1 (involved in ssb repair) (table 1, fig. s5b in supplementary material). 
accumulation of cpds, Xpa, and XRcc1 was still detected at sites of high-power Mpl 
irradiation on the same coverslips, providing a positive control for the immunostaining 
method (fig. s5a in supplementary material). This indicates that low-power laser 
output preferentially generates dsbs, whereas high-power laser output induces various 
additional types of damage.
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table I. accumulation of repair-associated proteins after Mpl irradiation (40mW/75mW)

rAD18 rAD51 Ku86 gH2AX XrCC1 CpD XpA
40 mW + a) + + + - - -
75 mW + + + + + + +

a) positive and negative accumulations of indicated proteins at Mpl irradiated sites are presented with + 
and -, respectively

3.8.kinetic analysis of yfP-raD18 and mcherry-Pcna accumulation in response 
to mPl irradiation
to further investigate the damage response of Rad18 and pcna, we induced dna 
damage using a Mpl with either high-power (75 mW) or low-power (40 mW). 
cells stably expressing Yfp-Rad18 and transiently co-expressing mcherry-pcna 
were locally irradiated, and images were captured every 10 seconds for 10 minutes. 
cells irradiated with high-power Mpl showed accumulation of Yfp-Rad18 and 
mcherry-pcna at the irradiated site at all cell-cycle phases (fig. 6a and fig. s6 in 
supplementary material). mcherry-pcna accumulated first, reaching plateau level 
within 3 minutes, whereas Yfp-Rad18 started to accumulate later, with the signal 
increasing continuously until 6-8 minutes after damage induction (fig. 6c, e, f). 
downregulation of Rad18 did not have any effect on pcna accumulation at high-
power Mpl irradiated sites (data not shown), indicating that pcna accumulates 
independent of Rad18. surprisingly, the low-power Mpl irradiation did not induce 
detectable mcherry-pcna accumulation at the damaged site at any cell cycle phases, 
in contrast to Yfp-Rad18 that did accumulate (fig. 6b, d and fig. s6 in supplementary 
material).

The maximum accumulation of Yfp-Rad18 at high-power Mpl exposure was 
similar throughout the cell cycle (approximately 9-fold). using low-power Mpl 
irradiation, the maximum accumulation of Rad18 was 5-6-fold in G1 and s (fig. 6d, 
e), and 2-3-fold in G2 (fig. 6f). The relative accumulation in the different situations 
show that pcna exhibited a similar fast accumulation at sites of high-power Mpl 
damage at all cell-cycle phases. note that with low-power Mpl irradiation, pcna 
accumulation was not detectable. Rad18 accumulated with fast kinetics in G1 after 
high-power Mpl irradiation, and in s after low- and high-power Mpl irradiation. slow 
accumulation of Rad18 was observed in G1 after low-power Mpl irradiation, and in 
G2 after low and high-power Mpl irradiation (fig. 6G). for cells stably expressing 
mcherry-pcna and transiently co-expressing Yfp-Rad18, Mpl irradiation showed 
the same results as described above (data not shown).

to study whether the accumulation of Rad51 and gH2aX at Mpl-induced damage 
sites functionally depends on expression of Rad18, we downregulated Rad18 by 
siRna, and checked damage-induced accumulation of Rad51 and gH2aX. knockdown 
of Yfp-Rad18 and endogenous Rad18 did not affect the accumulation of Rad51 and 
gH2aX at the damaged sites (fig. s7 in supplementary material), indicating that these 
process can occur independent of normal amount of Rad18. 
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Figure 6. yFp-rAD18 and mCherry-
pCNA accumulation following 
local mpl irradiation. (a, b) Hela 
cells in G1 phase stably expressing 
Yfp-Rad18 and transiently co-
expressing mcherry-pcna were 
locally irradiated with a Mpl at 75 
mW (a) or 40 mW(b). The time 
points indicated above the pictures 
correspond to the time points shown 
in c and d. (c - f) The fold induction 
of Yfp-Rad18 and mcherry-pcna 
at irradiated sites is shown. The error bars in the graphs represent the standard deviation for 10 nuclei. 
(a - d) cells in G1 phase. (e) cells in s phase. (f) cells in G2 phase. (G) The relative accumulation of 
Yfp-Rad18 and mcherry-pcna at irradiated sites for all experimental conditions tested.
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3.9.analysis of mcherry-Pcna accumulation at locally damaged sites using inverse 
fluorescent recovery after photo-bleaching
no accumulation of mcherry-pcna was observed after low-power Mpl irradiation 
(fig. 6b). The amount of accumulated mcherry-pcna may remain below the level of 
detection, due to the large total amount of pcna relative to the number of available 
binding sites. accumulated mcherry-pcna at the damaged site may become visible 
after the free fraction of mcherry-pcna has been bleached. to test this, we first applied 
local damage, using Mpl with either low or high power in G1 cells, and subsequently 
bleached the mcherry signal (fig. 7a). The intensity of mcherry-pcna was measured 
at the locally damaged site, and in bleached and non-bleached control sites (fig. 7b, c). 
following photo-bleaching, the fluorescence intensity at the irradiated site with high-
power Mpl decreased only 2% (fig. 7b, region 1), whereas the intensity level at the 
non-irradiated area decreased 31% (fig. 7b, region 2). This indicates that mcherry-
pcna is less mobile at the irradiated site than at the non-irradiated site. in contrast, 
the intensity level at the irradiated site with low-power Mpl decreased 38% following 
photo-bleaching (fig. 7c, region 1) and this was similar to the decrease of 39% at the 
non-irradiated site (fig. 7c, region 2). This confirms that mcherry-pcna does not 
specifically accumulate at the irradiated site with low-power Mpl.

We next studied the accumulation of endogenous pcna at Mpl irradiated sites 
using fixed cells. corresponding to the observations for mcherry-pcna accumulation 
in living cells, endogenous pcna accumulated at the irradiated site when high-power 
Mpl was used, but not with low power (fig. 7d).

4. Discussion
4.1 raD18 functions throughout the cell cycle
in the present work, the use of cells expressing both mcherry-pcna and Yfp-Rad18 
provided a powerful tool to study individual living cells at defined phases of the cell 
cycle, without the need for cell synchronization.

We found that Rad18 accumulates at multiple types of dna damage throughout 
the cell cycle, but with different kinetics depending on the type of damage and the 
cell cycle phases. The kinetic analysis of pcna and Rad18 at locally uVc-induced 
sites showed that pcna accumulated first at these sites followed by Rad18. This 
observation supports the current notion that the Rad18-Rad6 complex is recruited 
to the stalled dna polymerase machinery to mono-ubiquitylate pcna in s phase [7]. 
surprisingly, the kinetics of pcna and Rad18 accumulation is similar throughout 
the cell cycle, and thus independent of ongoing dna replication. previously, essers et 
al. [15] have shown that recruitment of pcna to local uVc damage is independent 
of the cell cycle, and requires an intact neR pathway. in contrast, Rad18 has been 
shown to accumulate at sites of local uVc damage in Xpa and Xpc mutant cells [12]. 
This indicates that the recruitment of pcna and Rad18 to local uV damage occurs 
independently. surprisingly, Rad18 showed only very limited colocalization with 
pcna throughout the cell cycle, indicating that a large fraction of Rad18 functions 
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independently of pcna, and most likely outside the context of the Rdb pathway. 
previously, Rad18 has been shown to accumulate at ssb repair sites throughout the 
cell cycle [12]. Herein we provide evidence for Rad18 functions at dsb repair sites.

4.2 raD18 and Dsb-repair in g1 phase
Rad18 forms 1 or 2 spontaneous G1 foci that colocalize with either Rad51 (and 
Rpa) or ku86 and that are also positive for gH2aX. We suggest that the ku86-positive 
Rad18 G1 foci are sites of ongoing nHeJ repair, and when the nHeJ process has 
completed, these foci may disappear. single iR-induced dsbs are not expected to show 
visible ku heterodimer accumulation, since the number of molecules that bind to the 
ends of a single dsb has been estimated to remain below 50 [26]. This suggests that 
spontaneous ku86-positive Rad18 foci may contain multiple dsbs. The presence 
of multiple Rad51/Rpa foci in some Rad18 foci also indicates that more than one 
dsb can be present in a single G1 focus. Rad18 G1 foci that contain Rad51 often 
colocalize with Rpa, indicating that these dsbs have undergone strand resection and 
formation of Rpa filaments on the single-stranded dna, precluding repair by nHeJ. 
These sites may not be able to complete repair during G1, due to the absence of the 
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(a) schematic presentation of the ifRap 
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sister chromatid as repair template. to support this hypothesis, we induced extra dsbs 
in G1 phase cells by g-irradiation and analysed repair of these induced dsbs. Global 
g-irradiation of G1 cells induced the formation of multiple Rad18 foci, and a few 
of these persisted into s phase. These persisting foci partially corresponded to the 
spontaneous foci that were present prior to irradiation. The increased size of these 
foci compared to the size of the foci shortly after irradiation is most likely caused by 
the establishment of a new equilibrium between the amount of free Yfp-Rad18 and 
bound Yfp-Rad18, depending on the number of high affinity binding sites. This 
phenomenon is reciprocal to the decreased intensity of the spontaneous G1 focus upon 
local damage induction (fig. 3e, 6a, b). a large fraction of these persisting Rad18 foci 
are Rad51 and Rpa positive. This indicates that both the spontaneous and induced G1 
foci reflect dsb repair sites, and that these breaks remain present until the cells enter 
s phase. These observations are in accordance with the findings described by barlow 
et al. [30] who suggested that iR-induced dsbs in G1 persist until entry into s phase 
in yeast. Zierhut and diffley [31] have shown that dsb resection, which is required in 
HR, is suppressed by nHeJ, but not absent during G1 in yeast. it is not clear whether 
and/or how dsbs generated in G1 can be repaired by HR in s/G2 because dsbs 
interfere with dna replication. taken together, we suggest that in G1 phase, Rad18 
binds to sites containing dsbs that may be recognized by the nHeJ or HR pathway. 
depending on the chosen pathway, the dsbs are either repaired (nHeJ) or persist 
until s phase (HR). all the proteins analysed in this study still accumulate at dsbs in 
the absence of Rad18, and therefore, Rad18 most likely functions downstream from 
the actual damage recognition components. since Rad18 recognizes multiple types 
of dna damage, and localizes in a diffuse region surrounding the site of damage, we 
suggest that Rad18 does not function as an actual repair protein, but may signal in the 
checkpoint pathway or is necessary for dna repair associated chromatin remodeling. 
identification of the specific ubiquitylation substrates at damaged sites will help to 
define this function in more detail.

4.3 raD18 and Dsb-repair in s phase
Recently, different groups have provided evidence for Rad18 functions in dsb 
repair. for Rad18-deficient human Hct116 cells, gene integration frequency is ten 
times higher than that of control cells [11]. similarly, gene recombination and sister 
chromatid exchange are enhanced in Rad18-knockout mouse es cells [9]. in Rad18-
deficient cells, dna lesions may be channeled from disabled Rdb into HR. This idea 
is supported by the fact that rad18/rad54 double-knockout dt40 chicken cells are not 
viable. However, Rad18 may also play a direct role in HR, since dsb-induced gene 
conversion frequencies in human and dt40 cells without Rad18 are lower [14,32]. 
saberi et al. [14] showed that this phenotype depends on an intact nHeJ pathway, and 
suggest that Rad18 may suppress toxic effects of nHeJ during HR on dsbs induced 
at stalled replication forks. in this study, we found that Rad18 formed multiple 
spontaneous foci in s and early G2 phases of which only a minority colocalizes with 
the known substrate pcna. based on recent data obtained in yeast, another candidate 
substrate is the 9-1-1 (Rad9-Rad1-Hus1) checkpoint clamp [33]. However, one of 
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the 9-1-1 components, Rad9, does not form spontaneous foci in s phase (data not 
shown). intriguingly, we found that many of the Rad18 foci in s and early G2 contain 
Rad51 and gH2aX, and only 8% of Rad51 foci colocalized with pcna foci in s 
phase. in accordance with our observations, previous studies reported the occurrence 
of spontaneous Rad51 foci during s phase in asynchronous cells [25,34-37], where 
the Rad51 foci colocalize with proteins involved in HR, such as bRca1 but not with 
pcna [37]. together with our data, this indicates that Rad18 foci that colocalize with 
pcna in s phase mark sites of Rdb, whereas Rad18 foci that colocalize with Rad51 
in s and early G2 phases mark sites of HR repair. Rad18 foci that colocalize with both 
pcna and Rad51 might mark sites of dsbs caused by collapsed dna replication forks 
in s phase. in addition, the results obtained with low-power Mpl irradiation reveal 
that Rad18 always accumulates at sites of dsbs, independent of dna replication.

4.4 raD18 moves from persisting Dsbs into the nucleolus in late g2 phase, and 
reappears at these sites in g1
near the end of G2 phase, Rad18 relocates into the granular component of the nucleoli. 
notably, we do not find accumulation of either gH2aX or Rad51 in the nucleoli. 
The primary function of the nucleolus is ribosome biogenesis, which is maximal in 
s and G2 phases. However, possible additional functions of the nucleolus have been 
suggested. a number of dna repair-associated proteins have been reported to localize 
in the nucleolus. upon induction of dna damage, most of these proteins move out of 
the nucleolus and disperse into the rest of the nucleus, or accumulate in dna repair 
foci. on the basis of these observations, the nucleolus may act both as a sensor of dna 
damage, and as a storage site in damage response pathways (reviewed by [38]). Rad18 
localizes in the nucleoli only in late G2 phase. from there, it can still be recruited to 
sites of local and global dna damage although the relative accumulation was slowest in 
G2 phase after Mpl irradiation. This indicates that Rad18 is relatively immobile in the 
nucleoli. surprisingly, Rad18 recruited from the nucleoli to the iR-induced damaged 
sites relocates again to the nucleoli before the cell reaches M phase. furthermore, 
the daughter cells subsequently show a higher number of spontaneous G1 foci. This 
indicates that Rad18 is released from unrepaired dsb sites before cells enter mitosis, 
and relocates to these sites after cell division, in early G1 phase. Recently, deckbar et 
al. [39] showed that there is a threshold below which cells are released from the G2/M 
checkpoint and are able to enter M phase in the presence of dsbs. our time-lapse data 
confirm and strengthen the notion that mammalian cells can enter M phase in the 
presence of unrepaired dsbs. furthermore, we show that such dsbs are recognized 
by proteins involved in the HR repair pathway and Rad18 in the next G1 phase. The 
relocation of Rad18 to the nucleoli before the G2/M transition may be required to 
pass the G2/M checkpoint. it is unclear why Rad18 localizes to the nucleoli only in 
late G2 phase. little is known about the mechanisms that regulate cell-cycle-specific 
storage of proteins in the nucleolus, and the relevance of Rad18 relocation to the 
nucleolus, selectively in G2 phase remains to be determined.
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4.5 raD18 and Dsbs-repair in meiotic prophase
Rad18 is highly expressed during meiotic prophase in mouse spermatocytes [16], in 
which approximately 400 dsbs are induced by the topoisomerase-like enzyme spo11 
[40,41]. normally, a non-sister chromatid on the homologous chromosome is used for 
repair, since repair via the sister chromatid is repressed. This creates a problem for the 
X and Y chromosomes that are largely heterologous. spo11-induced dsbs, marked by 
Rad51 foci, persist on the XY pair [42]. This is associated with the accumulation of 
Rad18, gH2aX [16,40] and other repair-associated proteins. on the basis of our study, 
we suggest that the presence of Rad18 on the XY body might be functionally linked 
to the persistence of dsbs.
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supplemental figure 1. sub-nuclear localization of 
spontaneous rAD18 focus in g1 phase. confocal 
images of Hela cells in G1 stably expressing Yfp-Rad18 
were captured and localization of spontaneous Rad18 
G1 focus was analyzed. approximately 91% of the Rad18 
foci in G1 phase were localized adjacent to the nucleoli 
(181/200), visualized by the dapi-negative areas in the 
merged images.  
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supplemental figure 2. The subnuclear localization of endogenous rAD18 in wild-type Hela cells was 
visualized by immunostaining using anti-rAD18. The different cell cycle stages were identified based on 
the subnuclear localization of endogenous pcna.
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supplemental figure 3. yFp-rAD18 and mCherry-pCNA accumulation following local UVC irradiation. 
nuclei of living Hela cells stably expressing Yfp-Rad18 and transiently co-expressing mcherry-pcna 
were locally irradiated with a uVc laser for 0.49 seconds, and the fluorescence intensities of Yfp-Rad18 
and mcherry-pcna at the irradiated site were measured immediately thereafter every 5 seconds for 10 
minutes. The signal intensity at the irradiated region prior to uVc irradiation was set at 1.0, and the fold 
induction is shown in graphs c and d. The signal intensities at the irradiated region before and 10 minutes 
after irradiation were set at 0 and 1.0, respectively, and the relative accumulation is shown in graphs e and 
f. (a, c, e) cells in s phase. (b, d, f) cells in G2 phase. The error bars in the graphs represent the standard 
deviation for 20 nuclei.
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supplemental figure 4. Hela cells stably expressing yFp-rAD18 were treated with sirNA against both 
endogenous rAD18 and yFp-rAD18, and spontaneous rAD51 and gH2AX foci formation were detected. 
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supplemental figure 5. Characterization of damage induction following mpl irradiation. Hela cells stably 
expressing Yfp-Rad18 were locally irradiated using a multi-photon laser either at 75 mW (a) or at 40 
mW (b) of laser power. 15 minutes after irradiation, cells were fixed and endogenous proteins and cpd, as 
indicated in the pictures, were visualized with antibodies. at least 60 nuclei were studied for each protein 
and representative images are shown.
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supplemental figure 6. yFp-rAD18 and mCherry-pCNA accumulation following local mpl irradiation 
in s and g2 phase cells. living Hela cells stably expressing Yfp-Rad18 and transiently co-expressing 
mcherry-pcna in s phase (a, b) or G2 phase (c, d) were locally irradiated with a multi-photon laser with 
75 mW (a, c) or 40 mW (b, d) of laser power. The pictures show representative images of cells at time points 
0, 1, and 10 minutes after Mpl irradiation. arrowheads indicate sites of Mpl irradiation.
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Figure S7
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supplemental figure 7. rAD18 does not affect accumulation of rAD51 and gH2AX at mpl-irradiated 
sites. Hela cells stably expressing Yfp-Rad18 were treated with siRna targeting both endogenous Rad18 
and Yfp-Rad18 for 48 h. subsequently, cells were locally irradiated with high or low-power Mpl, and 
accumulation of Rad51 and gH2aX at irradiated sites were detected with immunostaining using antibody 
against Rad51 and gH2aX. 
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abstract
Rad18 is an ubiquitin ligase involved in replicative damage bypass and dna 
double-strand break (dsb) repair processes. We performed functional analyses 
of human Rad18 by analyzing mutations in its RinG finger, Zinc finger, sap 
domain, and HR6a/b binding domain. interaction of Rad18 with the ubiquitin-
conjugating enzyme HR6a/b requires not only an intact RinG finger and HR6a/
b-binding domain, but also the sap domain. surprisingly, and in contrast to the 
ubiquitylation of pcna, mono-ubiquitylation of Rad18 itself occurs independent 
of its RinG finger, but requires an intact Zinc finger. The Rad18 Zinc finger that 
interacts with ubiquitin is also essential for recruitment of Rad18 to chromatin 
surrounding dsbs. in addition, we found that Rpa is also required for Rad18 
accumulation at sites of spontaneous and g-irradiation-induced dna damage. 
in accordance with its ubiquitin-binding property, Rad18 colocalizes with 
chromatin-associated conjugated ubiquitin throughout the cell cycle and following 
irradiation. We found that Rad18 directly binds to ubiquitylated H2a and 
several other unknown ubiquitylated chromatin components, and this interaction 
depends on the Rad18 Zinc finger. Regarding the functional relevance of Rad18 
localization at dsbs, we found that Rad18 is required for recruitment of Rad9, 
one of the components of the 9-1-1 checkpoint complex, to these sites. Recruitment 
of Rad9 requires the RinG and Zinc finger domains of Rad18. together, our 
data indicate that association of Rad18 with dsbs through ubiquitylated H2a and 
other ubiquitylated chromatin components allows recruitment of Rad9, which 
may function directly in dsb repair, independent of downstream activation of the 
checkpoint kinases cHk1 and cHk2.

Keywords: Rad18, HR6a/b, ubiquitylated H2a, dna double-strand break repair, 
Rpa, Rad9
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1. introDuction
Mammalian cells require the e3 ubiquitin ligase Rad18 for survival after the induction 
of various types of dna damage. RAD18 knockout cells are sensitive to uVc light 
exposure [1-3], camptothecin [1,4], and ionizing radiation (iR) [1,4,5], that induce 
distortions of dna geometry, single strand breaks (ssbs), and double strand breaks 
(dsbs), respectively. Rad18 complexes with the two mammalian orthologs of the 
yeast e2 ubiquitin-conjugating enzyme Rad6; HR6a (ube2a) and HR6b (ube2b) 
[6]. Rad6 is most well known for its role in replicative damage bypass (Rdb) that allows 
progression of dna replication in the presence of dna damage (reviewed in [7]). The 
first step in the Rdb pathway involves mono-ubiquitylation of pcna by the Rad18-
HR6a/b complex [8]. pcna forms a homotrimer that encircles double-stranded 
dna, and operates as a sliding clamp to keep the dna polymerase machinery firmly 
on the dna during dna replication (reviewed in [9]). Mono-ubiquitylation of pcna 
by the Rad18-HR6a/b complex recruits specific translesion synthesis polymerases 
that can incorporate nucleotides in the strand opposite the site of the dna lesions [10]. 
Rad18 contains a RinG finger that has been shown to be required for ubiquitylation 
of pcna [1,10]. in addition to this domain, HR6a/b interacting domains [11-13], 
and a so-called sap domain that shows binding affinity to single-stranded dna 
(ssdna) in vitro [14] have been identified. The sap domain is also required for pcna 
ubiquitylation [1]. finally, it was recently described that Rad18 also contains a Zinc 
finger that functions as an ubiquitin binding domain [14-17].

in addition to the Rdb pathway, Rad18 also functions in dsb repair. dsbs may 
arise from exogenous factors such as ionizing radiation. in addition, dsbs can arise 
when the replication fork collapses during s phase. two distinct dsb repair pathways 
have been identified in mammalian cells; non-homologous end-joining (nHeJ), 
and homologous recombination (HR). nHeJ is an error-prone form of dsb repair, 
in which the two ends of the broken dna are processed for direct ligation. This 
mechanism is thought to be operative mainly during the G1 phase. in contrast, HR is 
an error-free mechanism, in which a homologous sequence of the sister chromatid is 
used as a template to process repair in s and G2 phases. all HR pathways are initiated 
by 5’-3’degradation of one strand at both sides of the break; the so-called dna-end 
resection, generating stretches of ssdna, that are subsequently coated by the ssdna 
binding protein complex Rpa (reviewed in [18]). Rpa is a heterotrimeric protein 
complex composed of Rpa1, Rpa2 and Rpa3, and is essential for dna replication 
and various dna repair pathways [18-23]. Rpa is subsequently replaced by Rad51 
on the single stranded tails, which allows efficient Rad51-mediated recombination 
[24]. previous analyses in S. cerevisiae and human cells have shown that Rad18 
interacts directly with Rpa [25,26]. furthermore, it has been suggested that exposure 
of ssdna at stalled replication forks results in accumulation of Rpa, which is essential 
for pcna ubiquitylation both in S. cerevisiae and mammalian cells [25,27], followed 
by recruitment of Rad18 [26].

Rad18 accumulates at dsbs at all cell cycle phases [1,5,28], and this was found to 
be independent of pcna [28]. during s phase, Rad18 may facilitate HR independent 
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of pcna, by suppressing nHeJ at dsb repair sites that result from blockage of 
replication [29,30]. Recently, two novel interaction partners of Rad18, Rad51c and 
53bp1, were discovered that might be involved in possible functions of Rad18 at dsb 
repair sites [1,5]. 

The chromatin surrounding dsbs undergoes various modifications. one of the 
first modifications is phosphorylation of histone H2a variant H2aX (gH2aX) [31]. 
subsequently, histone H2aX and H2a are highly ubiquitylated by the e3 ligases Rnf8 
[32] and Rnf168 [33,34]. concomitantly, a number of dna damage response factors, 
including Rad18, associate with chromatin enriched in gH2aX and ubiquitylated 
H2a/H2aX [32,35-39]. The 9-1-1 complex, which consists of Rad9, Rad1 and Hus1, 
forms a pcna-like heterotrimer [40-42], and functions as checkpoint protein. cell 
cycle arrest is imposed by the activation of two downstream effector kinases, cHk1 and 
cHk2 [43]. it has been shown that the 9-1-1 complex is required to activate cHk1 to 
mediate uV-induced s phase arrest [44-47]. The 9-1-1 complex is also loaded at dsbs 
after iR [45,48,49], and depletion of Rad9 induces hypersensitivity to iR [45,50,51]. in 
contrast to 9-1-1 complex-dependent cHk1 phosphorylation following uV, depletion 
of any of the 9-1-1 components does not cause impairment of either G2/M checkpoint 
activation [44,46,51] or cHk2 phosphorylation [44,45,47,51] following iR, suggesting 
that the role of the 9-1-1 complex in dsb repair may involve a function outside the 
context of checkpoint activation [45,51]. in S. cerevisiae, Rad18 was reported to interact 
with Rad17, a component of the 9-1-1 complex (an ortholog of mammalian Rad1), 
and to mediate its ubiquitylation [52]. However, more recent results indicate that all 
components of the 9-1-1 complex are ubiquitylated, but independent of Rad18, and 
without any effect on the dna damage response [53].

Herein, we aim to determine how Rad18 is recruited to dsbs, and the 
downstream effects of Rad18 functions at dsbs. We report that Rad18 requires its 
Zinc finger domain to bind to ubiquitylated H2a and other ubiquitylated chromatin 
components that are enriched in the regions surrounding dsbs, and colocalize with 
Rad18 throughout the cell cycle. furthermore, we reveal that Rad18 facilitates the 
accumulation of Rad9 at dsbs.

2. materials anD methoDs
2.1. Dna constructs, transfection and cell culture
design of the Yfp-Rad18 construct containing four silent mutations, and generation 
of the Hela cell line stably expressing Yfp-Rad18 were described elsewhere [28]. 
all mutant Rad18 constructs were generated by pcR reactions (30 sec at 90 oc, 1 
min at 55 oc, and 12 min at 68 oc for 25 cycles) with primers carrying mutations 
(supplementary table i). The Yfp-Rad18 construct was used as template dna. 50 µl 
of the pcR products were mixed with 2 µl of Dpni (bio england) for 2 hours at 37 oc. 
Xl1-blue (strategene) was transformed with 2 µl of the Dpni digested pcR products. 
plasmids containing appropriate mutants were digested with EcoRi and BamHi and 
sub-cloned into peYfp-c1 (clontech) and mcherry-c1 (clontech). peGfp-Rad9 
construct was kindly provided by daniel Warmerdam [54]. 
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for yeast two-hybrid assays, open reading frames of human RAD18, PCNA, RAD9, 
HUS1 and RAD1, and mouse Hr6a and Hr6b genes were amplified using primer sets 
(supplementary table ii) from cdna and sub-cloned into pGadt7 and pGbkt7 
plasmids (clontech). 

to stably downregulate Rad18, two complementary nucleotides (supplementary 
table iii) containing a hairpin loop structure which targets endogenous RAD18 
(shRad18) were annealed (1 min at 94 oc, 4 min at 65 oc, 5 min at 30 oc and 2 h at 4 oc) 
and sub-cloned into psuper-puro vector (oligoengine). to generate Hela cells stably 
expressing psuper-shRad18, cells were transfected with 2 µg of the psuper-shRad18 
plasmid using fuGene6 (Roche). cells were cultured for 7 days after transfection with 
medium containing 0.1 mM of puromycine. surviving colonies were selected, and 
Rt-pcR and immunoblot analysis were used to further select cell lines that showed 
downregulation of Rad18. as a control, the empty psuper-puro vector was transfected 
followed by the same selection procedure. in order to transfect mutant Rad18 in the 
RAD18 knockdown cell line, five silent mutations were introduced in the RAD18 
gene in the region that is targeted by psuper-shRad18 (supplementary table i), and 
this construct was subcloned into peYfp-c1 and mcherry-c1. all constructs were 
verified by sequencing (base clear, The netherlands). Hela cell line stably expressing 
H2a-Gfp was described elsewhere [55,56].

to express Yfp-tagged mutant Rad18, cells were transfected with 2 µg of the 
peYfp-mutantRad18 plasmids using fuGene6 (Roche)

Hela cells were cultured at 37oc in dMeM/f12 (Gibco) supplemented with 
5% v/v fetal calf serum, streptomycin sulfate and penicillin, under 5% co2 in air. 
female human primary fibroblast was cultured at 37 oc in dMeM/f12 (Gibco) 
supplemented with 15% v/v fetal calf serum, 1% non essential amino acid (Gibco), 
0.1 mM b-mercaptoethanol, and penicillin, under 5% co2 in air.

2.2. antibodies
for primary antibodies, we used mouse monoclonal antibodies anti-GapdH 
(chemicon), anti-Gfp (Roche), anti-Rpa2 (Thermo scientific), anti-fk2 (Millipore, 
#04-263), anti-pcna pc10 (abcam), anti-ubiquitylated histone H2a (Millipore, 
#05-678), and rabbit polyclonal antibodies anti-Rad18 [28], anti-Gfp (abcam), anti-
phosphorylated cHk1 ser-345 (cell signaling), anti-phosphorylated cHk2 at tyr-68 
(cell signaling), and anti-HR6a/b [57]. for secondary antibodies, we used a goat 
anti-rabbit/mouse igG-peroxidase (sigma), igM-peroxidase (sigma), iRdye680 goat-
anti-rabbit/mouse igG (li-cor), iRdye800 goat-anti-rabbit/mouse igG (li-cor), goat 
anti-rabbit alexa 488/564, or goat anti-mouse alexa 488/564 (Molecular probes). The 
antibody anti-Gfp (abcam) was also used to detect Yfp, and was described in the text 
and figures as anti-Yfp to avoid the confusion. 

2.3. rna interference
portions of 2 × 105 cells were plated into six-well culture dishes. after 24 hours, cells 
were transfected with siRna and incubated for 72 hours. each transfection mixture 
contained 9 µl Hiperfect transfection Reagent (Qiagen) and 2 µM siRna (ambion) in 
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400 µl serum-free dMeM/f12. siRna28198 (si-endoRad18) (ambion) was used to 
downregulate only endogenous Rad18 but not Yfp-Rad18 or mutant Yfp-Rad18. 
siRpa1 (ambion) [22] and siRpa2 (ambion) were used to downregulate Rpa70, and 
Rpa34, respectively. The sequences of all siRnas are shown in supplementary table iV. 
a si-control (ambion) which does not target any gene, was used as a control.

2.4. real-time rt-Pcr
for real-time Rt-pcR, Rna was prepared by trizol from Hela cells stably expressing 
shRad18 or non-targeting shRna, dnase-treated and reverse transcribed using 
random hexamer primers and superscript ii reverse transcriptase (invitrogen). pcR 
was carried out with the iQ sYbR green pcR mastermix (applied biosystems) in the 
dna engine opticon 2 real-time pcR detection system (bio-Rad) with Rad18 primer; 
forward/ tctGtatGcatGGGacaGGa, reverse/ tcaGGttccaattcctctGG. 
pcR of b-actin mRna was included in each reaction and used to normalize the 
data. Three independent experiments were performed and each real-time pcR was 
performed in duplicate. all –Rt reactions were negative.

2.5. global g-ray irradiation
to induce global ionizing damage, cultured cells were irradiated with g-rays from a 
137cs source (0.71 Gy/minutes).

2.6. global uvc irradiation
to induce global uVc damage, cultured cells were irradiated with a philips tuV lamp 
(254 nm) at a dose of 20 J/m2. for immunoblot analysis, cells were cultured for another 
6 hours and whole-cell extracts were prepared.

2.7. Protein immunoprecipitation analysis
Hela cells expressing either wild type or mutant Yfp-Rad18 were lysed in 2.0 ml 
lysis buffer 1 (50 mM tris–Hcl pH 8.0, 450 mM nacl, 5 mM Mgcl2, 0.5 mM edta, 
0.2% nonidet p-40, 10% (v/v) glycerol, 0.5 mM dithiothreitol, and protease inhibitors 
(Roche)). The cell suspension was left on ice for 1 h, sonicated 5 times for 5 sec. 
subsequently the lysate was treated with 0.125 u/µl of benzonase nuclease (novagen) 
for 2 h, and centrifuged for 30 min (full speed at 4°c). The efficiency of nuclease was 
checked by dna precipitation. The cell lysate was diluted with lysis buffer 2 (50 mM 
tris–Hcl pH 8.0, 5 mM Mgcl2, 0.5 mM edta, 0.2% nonidet p-40, 10% (v/v) glycerol, 
0.5 mM dithiothreitol, and protease inhibitors (Roche)) to decrease the concentration 
of nacl to 150 mM. The cell lysate was pre-cleared with 20 µl of protein a-agarose beads 
(Ge Healthcare) for 2 hours at 4 oc. to cross-link antibodies with beads, antibodies (1 
µg) were first incubated with 20 µl of beads for 2 hours at 4 oc. The beads were washed 
three times with lysis buffer and subsequently incubated with borate buffer pH 8.0 
containing 20 µM dimethyl pimelimidate (sigma) for 1 hour at Rt. The beads were 
washed once with ethanol amine pH 8.0 and incubated for 1 hour at Rt. The beads 
were washed three times with lysis buffer and incubated with lysis buffer containing 5% 
bsa for 2 hours at 4 oc. subsequently, the beads were used for immunoprecipitation 
analysis. each immunoprecipitation analysis contained 2 mg of soluble lysate and 25 μl 
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of protein a-agarose, and the mixture was incubated overnight at 4 °c. after washing 
three times with 500 μl of lysis buffer, bound proteins were analyzed by sds–paGe 
and immunoblots.

2.8. immunoblot analysis
Whole-cell extracts were prepared from cultured cells collected in a tris buffer (50 
mM tris-Hcl pH 6.8, 2% w/v sds, 0.1% w/v bromophenol blue, 10% v/v glycerol and 
100 mM dithiothreitol), and sonicated. after 5 minutes incubation at 100 oc, the cell 
extracts were separated by sds 10% polyacrylamide gel electrophoresis and transferred 
to nitrocellulose membranes. The membranes were incubated with antibodies to 
analyze expression of target proteins. The expression was detected using enhanced 
chemiluminescence (perkinelmer). The target proteins detected using iRdye680 or 
iRdye800 were quantified with odyssey (li-cor).

2.9. immunocytochemistry
cells were cultured on 24 mm round coverslips, washed with pbs and fixed in 2% w/v 
paraformaldehyde in pbs for 15 minutes. to detect ubiquitylation of histone H2a, cells 
were pretreated with 0.2% v/v triton X-100 in pbs for 30 seconds before the fixation 
step. cells were permeabilized for 20 minutes with 0.2% v/v triton X-100 in pbs. cells 
were blocked with pbs+ (pbs containing 0.5% w/v bsa and 0.15% w/v glycine) for 30 
minutes, incubated with primary antibody for 2 hours, and washed with 0.2% triton 
X-100 in pbs. subsequently, cells were incubated with secondary antibody for 1 hour, 
washed with 0.2% triton X-100 in pbs. coverslips were placed on a slide, mounted 
with prolong Gold reagent (invitrogen).

2.10. confocal and time-lapse microscopy
images of living cells expressing Yfp-tagged and mcherry-tagged proteins were 
obtained using a Zeiss lsM510nlo microscope (carl Zeiss) with a 63 × /1.40 na 
oil immersion lens. cells were maintained at 37 oc in a mixture of air with 5% co2. 
Yfp-tagged proteins were detected by exciting Yfp with a 488 nm argon gas laser 
and monitoring Yfp emission through a 500-550 band-pass filter. mcherry-tagged 
proteins were detected by exciting mcherry with a 543 nm helium neon laser and 
monitoring mcherry emission through a long-pass 560 filter. to minimize the effect 
of photo-bleaching, images were taken with 10 µW for a 488 nm laser, and with 20 
µW for a 543 nm laser. for time-lapse experiments, cell images of 6 confocal planes at 
1.5 µm intervals were taken every 20 minutes for 27 hours. all images were captured 
with a line average of 2. time-lapse images were analysed using the imageJ software 
(Rasband, W.s., imageJ, u.s. national institutes of Health, bethesda, Maryland, usa 
[http://rsb.info.nih.gov/ij/]).

2.11. local multi-photon Dna damage induction
a coherent Mira mode-locked ti:sapphire laser (multi-photon laser, Mpl) (coherent) 
connected to a Zeiss lsM510nlo confocal microscope was used at 800 nm with a 
pulse length of 200 fs and repetition rate of 76 MHz. for local dna damage induction, 
an area of irradiation was set at 4 µm2 (40 × 40 pixels), and the output of laser power was 
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set at 75 mW at pixel-dwell time 1.6 µs with 5 iterations. two images were taken before 
Mpl irradiation and monitored at 10 seconds intervals for 10 minutes immediately 
after Mpl irradiation. all images were captured with a line average of 1.

2.12. yeast two-hybrid analysis
Saccharomyces cerevisiae aH109 (clonetech) were cultured in Ypd medium (1% (w/v) 
yeast extract (difco), 2% peptone (w/v) 2% glucose (w/v)) at 30 oc. When the density 
of the medium was 1.0, cells were harvested and washed twice with distilled water, 
mixed with transformation buffer (240 µl 50% v/v peG1500, 36 µl 1M liac), 5 µl 
10 mM salmon sperm dna (clontech), 50 µl H2o, 4 µg of pGadt7 vector carrying 
target dna with Gal4 activation domain, and 4 µg of pGbkt7 carrying target dna 
with Gal4 binding domain), incubated 30 min at 30 oc, and subsequently 30 min at 42 
oc. The transformation buffer was discarded and 10% of transformed cells were spread 
onto the selection drop medium sd-l-W (clontech). interactions were determined 
by spot assay on sd-l-W-H (clontech) and sd-l-W-H-a (clontech) indicator plates.

3. results

3.1. ubiquitylation of human raD18 is independent of its own ring finger domain
We performed functional analyses of human Rad18 mutants to discriminate which 
domains are required for interaction with HR6a/b, Rad18 ubiquitylation, pcna 
ubiquitylation, and localization at dsb repair sites. Rad18 contains several distinct 
functional domains; a c3Hc4 type RinG finger, a c2Hc type Zinc finger, a sap 
domain, and a HR6a/b binding domain (HR6bd) (fig. 1a) [14]. We generated several 
mutations in human Rad18 tagged with Yfp at the n-terminus, as shown in fig. 1a. 

in the analysis of the immunoblots, Hela cells stably expressing Yfp-Rad18 at a 
level similar to endogenous Rad18 (fig. 1b) [28] were used as a control. it has been 
shown that Rad18 is monoubiquitylated [2,14] in a HR6a/b-dependent manner 
[14]. in agreement with these findings, both endogenous and overexpressed wild-type 
Yfp-Rad18 appeared as a double band separated by 7 kda on immunoblots (fig. 
1b), and the upper band was recognized by an antibody against conjugated ubiquitin 
(fk2) (fig. 1c). in the experiments presented in fig. 1d, endogenous Rad18 was 
downregulated by siRnas in Hela cells as previously described [28]. The knockdown 
of Rad18 is very efficient, and the protein was no longer detectable on immunoblots; 
suggesting >90% downregulation [18]. for Yfp-Rad18, a Rad18 double band was 
still formed for both RinG finger mutants (fig. 1d, input), but not for the Zinc 
finger or HR6bd mutants. These findings suggest that the ubiquitylation of Rad18 
is independent of the RinG domain, but does depend on the Zinc finger and the 
HR6bd. a mutant carrying mutations in all putative autoubiquitylation sites (k161R/
k261R/k309R/k318R) (Dubi) [14] still appeared as a doublet that was identical to 
the doublet observed for wild type Rad18 (supplementary fig. s1a). in addition, 
based upon evolutionary conservation of lysines between species, we induced single 
mutations at 4 additional candidate lysines (k197R, k230R, k241R, and k245R) that 
might represent autoubiquitylation sites. The results suggest that none of these sites is 
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required for Rad18 ubiquitylation (supplementary fig. s1b), indicating the presence 
of another unknown putative ubiquitylation site in Rad18 that is required for mono-
ubiquitylation in vivo. However, it cannot be excluded that the autoubiquitylation site 
changes when the preferred lysine is mutated.

3.2. binding of hr6a/b to raD18 requires not only an intact ring finger and 
hr6a/b binding domain, but also the saP domain in vivo
in Saccharomyces cerevisiae, Rad6 binds to Rad18 via the c-terminal domain of Rad18, 
as shown in a yeast two-hybrid assay [13]. in addition to the c-terminal domain, the 
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Figure 1. Functional analyses of human rAD18. (a) schematic primary structure of human Rad18. all 
four putative ubiquitylation sites indicated with green circles were mutated in the Dubi construct. in the 
RinG finger, c28 was mutated to phenylalanine (c28f), to abolish the e3 ligase activity [2]. in addition, 
a complete RinG finger deletion mutant (DRinG, aa25-63) was generated. two different point mutations 
were generated in the Zinc finger; c207 was mutated to phenylalanine (c207f) [2], and a conserved 
aspartic acid d221, present in all Zinc finger domains that have been shown to bind to ubiquitin to date, 
was mutated to alanine (d221a). The whole Zinc finger (aa201-225) was also deleted (DZinc). in the sap 
domain we generated combined mutations that have been shown to have a reduced binding activity for 
single-stranded and double-stranded dna in vitro [14]. msap1 contained mutations at H263, G264, and 
l265, and msap2 was mutated at G269 and k271; all these residues were mutated to an alanine residue. 
The entire sap domain (aa248-282) was also deleted (Dsap). in the HR6bd, a357 was mutated to arginine 
(a357R) to disrupt the binding to HR6a/b. finally, a double mutation in the RinG finger and the HR6a/b 
binding domain (c28f/a357R) was also generated. (b) expression levels detected on immunoblots with 
αRad18, for endogenous Rad18 and stably expressed Yfp-Rad18 in Hela cells. (c) Hela cells stably 
expressing Yfp-Rad18 or transiently expressing Yfp-mutant Rad18, and wild-type Hela cells were lysed 
and immunoprecipitation with Yfp antibody (ip αYfp) was performed. The results of immunoprecipitation 
of Rad18 (αRad18) or ubiquitylated Rad18 (αfk2) were detected on immunoblots. (d) Hela cells 
stably expressing Yfp-Rad18 or transiently expressing Yfp-mutant Rad18, and wild-type Hela cells 
were transfected with siRna targeting endogenous Rad18 (si-endoRad18). forty-eight hours later, cells 
were lysed (input) and immunoprecipitation with Yfp antibody (ip αYfp) was performed. The expression 
levels of Rad18 and HR6a/b in the lysate, detected with αRad18 and αHR6a/b, are shown as input. (e) 
Quantification of the amount of co-immunoprecipitated HR6a/b in the ip results of (d). The amount of 
HR6a/b that co-precipitated with wild-type Rad18 was set at 1.0. The error bars in the graph represent the 
standard deviation of three independent experiments. 
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RinG finger seems to be also essential for binding of mammalian Rad18 to HR6a/b, as 
found in an in vitro assay [14] and yeast two-hybrid assay [58]. in the present study, we 
performed pull-down assays using Hela cells expressing Yfp-tagged Rad18 carrying 
different mutations, while endogenous Rad18 was downregulated by siRnas (fig. 
1d), and analyzed the interaction between Rad18 and HR6a/b (fig. 1e). a 40-fold 
reduction in amount of co-precipitated HR6a/b was observed for the Rad18 a357R 
mutant (HR6bd), compared with wild-type. in addition, the RinG finger mutants 
also showed a 5-10 fold decreased efficiency of HR6a/b co-precipitation (fig. 1d 
and 1e), suggesting that both the RinG finger and HR6bd mediate interaction with 
HR6a/b in vivo. indeed, a double mutant Rad18 (c28f/a357R) completely failed to 
co-precipitate HR6a/b, confirming that HR6a/b interacts with Rad18 via both the 
HR6bd and the RinG finger domains in vivo (fig. 1d and 1e). sap domain mutants 
also showed a reduced co-precipitation efficiency for HR6a/b, whereas the Zinc finger 
mutants and Dubi mutant behaved similar to the wild type protein with respect to co-
immunoprecipitation of HR6a/b (fig. 1d and 1e, supplementary fig. s1 for Dubi).

to analyze the e3 ligase function of Rad18, we examined the ability of Rad18 
mutants to ubiquitylate pcna, which is a well known substrate of Rad18 [10,59]. in 
accordance with the findings of Huang et al. (2009) [1], mutations in the sap domain 
precluded pcna ubiquitylation as well as mutations in the RinG finger or the HR6bd 
(supplementary fig. s3). together with the data obtained for co-immunoprecipitation 
of Rad18 mutants with HR6a/b, this suggests that interaction of HR6a/b with 
Rad18 is crucial for pcna ubiquitylation, since the level of pcna ubiquitylation 
correlated with the amount of HR6a/b that coprecipitated with the different Yfp-
Rad18 mutants.

We next examined which domains of Rad18 are essential for Rad18 foci formation 
during the cell cycle. in accordance with the results of Huang et al. (2009) [1], we found 
that accumulation of Rad18 in foci depends on its Zinc finger, and is independent 
of its RinG finger domain, the sap domain, or the HR6bd (supplementary fig. s2). 
to analyze the localization of the Zinc finger mutant of Rad18 throughout the cell 
cycle, we performed time lapse analyses (images of living cells with six confocal planes 
were captured every 30 min for 27 hours), and found no foci at any cell cycle stage 
(supplementary Movie 1 for wild type and supplementary Movies 2 and 3 for Zinc 
finger mutant d221a). These results indicate that neither the e3-ligase function nor 
the dna binding function of Rad18 is required to accumulate at damaged sites or 
replication foci.

3.3. raD18 accumulation at Dsbs depends on rPa
Having established that the Zinc finger domain of Rad18 is required for the formation 
of Rad18 foci throughout the cell cycle and upon irradiation, we next investigated 
which proteins are required for Rad18 recruitment to chromatin. it has been suggested 
that exposure of ssdna at stalled replication forks results in accumulation of Rpa 
followed by recruitment of Rad18 [26]. 

in order to examine whether Rpa is required for Rad18 accumulation at sites 
of g-irradiation-induced dna damage, Rpa2 was depleted using siRna, and foci 
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formation of Rad18 was analyzed. downregulation of Rpa2 expression (fig. 2a) also 
reduced the expression level of Rpa1, and no pcna mono-ubiquitylation was detected 
following uV irradiation. it needs to be taken into account that Rpa-deficient cells are 
very likely blocked in G1 phase, since Rpa is essential for dna replication. in these 
Rpa-deficient cells, we were no longer able to detect spontaneous or iR-induced foci 
formation of Rad18 (fig. 2b), although the expression level of Rad18 did not change 
(fig. 2a). note that Rad18 is able to form iR-induced foci in G1 phase of wild type 
cells [28]. since downregulation of Rad18 did not influence either Rpa expression 
(fig. 2c) or localization (fig. 2d), Rpa most likely acts upstream of Rad18 at iR-
induced dsbs. it probably functions at a very early stage of the dna damage response 
signaling pathway, since accumulation of conjugated ubiquitins, a known early step in 
the dna damage response [32], was also Rpa dependent (fig. 2e). 

These results, together with the mutation analyses, and the fact that Rad18 did 
not show exact colocalization with Rpa (fig. 2d) [28], prompted us to examine the 
localization pattern of conjugated ubiquitins in comparison with that of Rad18. 
We found an overall colocalization of Rad18 with conjugated ubiquitins at all cell 
cycle phases, and after iR (fig. 2f). This localization pattern of conjugated ubiquitins 
was independent of Rad18 expression (fig. 2f). These observations suggest that the 
localization of Rad18 to chromatin is preceeded by ubiquitylation of an unknown 
chromatin component. 

3.4. raD18 binds to ubiquitylated chromatin components including histone h2a
following induction of dsbs, the surrounding chromatin at the break sites undergoes 
various modifications. one of the first modifications is phosphorylation of histone H2a 
variant H2aX (gH2aX) by atM (serine/threonine protein kinase ataxia telangiectasia 
mutated) [31]. Mdc1, a mediator protein, is immediately recruited to sites of dsbs, 
interacts directly with gH2aX via its bRct domains [60], and plays a crucial role in 
the dna damage response pathway [39,61]. subsequently, histone H2a and H2aX 
are ubiquitylated in the chromatin surrounding dsbs by the e3 ubiquitin ligases 
Rnf8 and Rnf168 in a Mdc1-dependent manner [32-34]. since Rad18 carrying 
a mutation in its ubiquitin-binding Zinc finger did not form any dsb-associated foci 
(fig. s2, supplementary fig. s2, and supplementary Movies 2 and 3), we hypothesized 
that Rad18 is recruited to the chromatin surrounding a dsb through binding to 
ubiquitylated H2a and/or H2aX. This idea is supported by the recent finding that 
the accumulation of Rad18 at sites of dsbs is dependent on Rnf8 [1]. to investigate 
this hypothesis, we examined the physical interaction of wild-type Rad18 with 
ubiquitylated H2a by an immunoprecipitation assay in Hela cells with and without 
iR exposure. cell lysates were pretreated with nuclease (fig. 3a), to exclude that any 
co-immunoprecipitation observed resulted from indirect interactions via dna. on 
immunoblots, we did not observe a clear increase in the amount of either ubiquitylated 
H2a or conjugated ubiquitin recognized by the fk2 antibody in cells treated with 
iR compared to controls (fig. 3b and 3e, input). This might be due to the abundant 
amounts of ubiquitylated H2a that localize to silenced genomic regions, independent 
of dna damage, and has also been observed by others [62]. upon immunoprecipitation 
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Figure 2. rpA2-dependent rAD18 accumulation at sites of DNA damage. Hela cells stably expressing 
Yfp-Rad18 were transfected with siRna against Rpa2 (siRpa2) (a, b, e), or Rad18 (siRad18) (c, d, 
f) for 48 hours. non-targeting siRna (si-control) was used as a control. (a, c) cells were irradiated with 
20 J/m2 uV-c and whole-cell extracts were prepared 8 h later. expression levels of Rpa1, Rpa2, mono-
ubiquitylated pcna, and Rad18 were analyzed with immunoblots using different antibodies as indicated. 
GapdH was used as a loading control. (b) confocal images of living Yfp-Rad18 Hela cells in all cell cycle 
phases as indicated above the pictures. for cells treated with siRpa2, it was not possible to determine the cell 
cycle phase. subsequently, cells were exposed to iR (5 Gy), and living cell nuclear images were captured 30 
min after iR. (d, e, f) cells were exposed to iR (5 Gy), and fixed 30 min later. antibodies recognizing Rpa 
and Rad18 where used to visualize the proteins as indicated. anti-fk2 was used to visualize conjugated 
ubiquitins. cell cycle phases are indicated on the left of each panel.
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of Yfp-Rad18, we could clearly co-immunoprecipitate ubiquitylated H2a (fig. 3b, ip 
αYfp), and the amount was somewhat increased after iR (fig. 3b, ip αYfp). This 
suggests that Rad18 is recruited to dsb repair sites at least in part via interaction with 
mono-ubiquitylated H2a. note that fk2 antibody recognizes not only ubiquitylated 
H2a but also other ubiquitylated proteins, indicating that Rad18 interacts with many 
additional ubiquitylated proteins (fig. 3b). non-ubiquitylated H2a was not specifically 
co-precipitated (fig 3b, ip αYfp). The H2a antibody detected ubiquitylated H2a only 
upon overexposure in the input fraction (fig. 3c), and not in the ip, most likely because 
the low molecular weight of igG band co-migrated with the ubiquitylated H2a band 
(fig. 3b, ip αYfp). using a Hela cell line that overexpresses H2a-Gfp [55,56], we 
detected increased ubiquitylation upon irradiation (fig 3d, input), as well as increased 
co-immunoprecipitation of endogenous Rad18 (fig. 3d, ip αGfp). intriguingly, 
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ubiquitylated H2a-Gfp interacted only with the non-ubiquitylated form of Rad18 
(fig. 3d, ip αGfp). in order to analyse whether Rad18 interacts with ubiquitylated 
H2a through the Zinc finger of Rad18, we performed co-immunoprecipitation 
assays using Hela cells in which endogenous Rad18 was stably downregulated 
via shRna expression (see Material and Methods and fig. 5f and 5G), and that 
transiently expressed either wild-type or Zinc finger mutant Yfp-Rad18 (fig. 3e). 
ubiquitylated H2a was only co-precipitated by wild type Yfp-Rad18 and not by the 
Rad18 Zinc finger mutant d221a, and the amount of co-precipitated ubiquitylated 
H2a was increased in cells treated with iR (fig. 3e, ipαYfp). another Rad18 Zinc 
finger mutant (c207f) also did not show any interaction with ubiquitylated H2a (data 
not shown). in addition to the interaction of Rad18 with ubiquitylated H2a, our 
immunoprecipitation results also indicate that Rad18 interacts with many additional 
ubiquitylated proteins, in a Zinc finger-dependent way, making it highly likely that 
apart from H2a and H2aX, other ubiquitylated chromatin components will also be 
used by Rad18 to bind to chromatin near dsb repair sites. note that these unknown 
ubiquitylated proteins which interact with Rad18 show distinct banding patterns 
on immunoblots compared to the input materials, indicating that Rad18 does not 
randomly bind to any ubiquitylated protein (fig. 3b). as a control for the assay, co-
immunoprecipitation of HR6a/b was checked, and both wild-type Rad18 and the Zinc 
finger mutant were able to co-precipitate HR6a/b (fig. 4d, ip αYfp). Rad18 carrying 
mutations in either the RinG finger, sap domain, or HR6bd was still capable to 
interact with ubiquitylated H2a, although these Rad18 mutants showed considerably 
reduced amounts of co-precipitated ubiquitylated H2a (fig. 4f). taken together, these 
data support the notion that the accumulation of Rad18 at damaged sites depends on 
interaction between the Zinc finger domain of Rad18 and ubiquitylated chromatin 
components, including ubiquitylated H2a. 

3.5. raD18 always colocalizes with ubiquitylated h2a during the cell cycle in 
hela cells, but rarely with ubiquitylated h2a at the barr body in human female 
fibroblasts 
The immunocytochemical analyses of conjugated ubiquitin in relation to the 
localization of Rad18 in Hela cells indicate that Rad18 localization to chromatin 
is dependent on the presence of ubiquitylated chromatin components (fig. 2f). The 
immunoprecipitation analyses indicate that Rad18 interacts with mono-ubiquitylated 
H2a as well as other ubiquitylated substrates in a Rad18 Zinc finger-dependent 
manner (fig. 3e). to examine whether Rad18 localizes with ubiquitylated H2a or 
some other ubiquitylated substrates recognized by fk2 antibody, we examined the 
localization of Rad18 and ubiquitylated H2a during the cell cycle and after iR in 
Hela cells (fig. 4a). Throughout the cell cycle and following iR, we detected the 
colocalization of Rad18 with ubiquitylated H2a (fig. 4a). These results confirm that 
ubiquitylated H2a is one of the main ubiquitylated chromatin components. 

next, to analyze whether Rad18 always colocalizes with regions that show 
enhanced H2a ubiquitylation, we analyzed human female primary fibroblast cultures. 
in these cells, dosage compensation has resulted in the inactivation of one of the two 
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X chromosomes, and the inactivated chromosome, forming the barr body, is known 
to be enriched for ubiquitylated H2a and trimethylation of histone H3 at lysine 27 
(H3k27me3). immunocytochemical analyses of ubiquitylated H2a, conjugated 
ubiquitins, H3k27me3, and Rad18 signals in these cells revealed that the barr body, 
visible by dense dapi staining, and H3k27me3 (data not shown) was mostly not 
enriched for Rad18, even if uH2a staining was enhanced in this region. in a small 
percentage of the nuclei (6%), Rad18 enrichment was detected at the barr body (fig. 
4b). sometimes, the cells displayed accumulation of uH2a in two separated areas; 
one representing the barr body, and the other positive for Rad18 (fig. 4b, the lowest 
panels), suggesting that the interaction between Rad18 and uH2a depends on the 
context; i.e. the presence or absence of specific chromatin-associated factors. 

3.6. raD18-dependent accumulation of raD9 at damaged sites
next, we attempted to analyze the downstream effects of Rad18 localization to dsb 
repair sites. in eukaryotes, Rad9, Rad1 and Hus1 form the pcna-like heterotrimeric 
9-1-1 checkpoint complex, which plays a crucial role in cell cycle checkpoint signaling 
following endogenous and exogenous dna damage [63,64]. The 9-1-1 complex is 
known to be activated by replication fork stalling and to initiate checkpoint signaling 
cascade during s phase [22], whereas Rad18 facilitates the Rdb pathway at stalled 
replication sites [10,59]. it has been shown that both Rad18 and the 9-1-1 clamp loader 
directly interact with the Rpa complex [25,65,71], suggesting a functional interaction 
at stalled replication sites. However, a possible functional interaction between the 9-1-1 
complex and Rad18 at dsbs has not been studied. one of the components of the 9-1-1 
complex, Rad9, is known to associate with chromatin at sites of dsbs in human cells 
[48,66]. Therefore we investigated the possible functional interaction between Rad9 
and Rad18 in mammalian cells. first, their dynamic localization was examined by 

Figure 3. Interaction of rAD18 with ubiquitylated histone H2A via its zinc finger following Ir. (a) 
cell lysates from wild type Hela cells and Hela cells stably expressing Yfp-Rad18 were treated with or 
without benzonase nuclease for 2h on ice. in the presence of benzonase, dna was absent from the cell 
lysates that were used for the immunoprecipitation assay shown in (b). M in the figure indicates dna ladder. 
(b) Hela cells stably expressing Yfp-Rad18 were exposed to iR (10 Gy). one hour later, cells were lysed 
and immunoprecipitation (ip) was performed using an Yfp antibody. subsequently, co-precipitation of 
ubiquitylated histone H2a (uH2a), conjugated ubiquitin (fk2), histone H2a, and HR6a/b was detected 
on immunoblots using antibodies as indicated. The expression level of Yfp-Rad18, ubiquitylated H2a, 
fk2, H2a, and HR6a/b in the input samples is shown in the left panel. Wild-type Hela cells were used 
as a control. The asterisk indicates the presence of a nonspecific band (light chain of igG in ip αYfp, 
αH2a). (c) expression level of H2a and ubiquitylated H2a was analysed in Hela cells using two different 
antibodies as shown in the figures. detection of ubiquitylated H2a with the antibody directed against H2a 
requires a long exposure. (d) under the same experimental conditions as in (b), Hela cells stably expressing 
H2a-Gfp were analyzed for their interaction with endogenous Rad18. (e) Wild type or Zinc finger mutant 
(d221a;Yfp-Znf) Yfp-Rad18 were expressed in Hela cells in which endogenous Rad18 was stably 
downregulated (see Materials and Methods and fig. 5f and 5G). both wild type and mutant Yfp-Rad18 
contain 5 silent mutations at the shRna target site to prevent downregulation. under the same experimental 
condition as in (b), interaction of either Yfp-Rad18 or Yfp-Znf with ubiquitylated H2a was analyzed 
by immunoprecipitation. subsequently, co-precipitation of uH2a, conjugated ubiquitin, and HR6a/b was 
detected on immunoblots using antibodies as indicated. The expression level of Yfp-Rad18, Yfp-Znf, 
uH2a, conjugated ubiquitin, and HR6a/b in the input samples is shown in the left panel. Wild-type Hela 
cells were used as a control. (f) under the same experimental conditions as in (b) but without benzonase 
treatment, several Rad18 mutants as indicated were analyzed for their interaction with ubiquitylated H2a.
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Figure 5. rAD18 facilitates rAD9 localization at induced damaged sites. (a) a confocal image of a living 
Hela cell expressing Gfp-Rad9 and mcherry-Rad18 in G1 phase. The enlarged G1 foci are shown in the 
lower panels. (b) images from time-lapse analysis of living Hela cells expressing Gfp-Rad9 and mcherry-
Rad18 in G1 phase. The first moment at which Rad18 was found to colocalize with Rad9 was set at time 
0. arrows in the pictures indicate the G1 foci. (c) Hela cells expressing Gfp-Rad9 and mcherry-Rad18 
were locally irradiated with a multi-photon laser (Mpl) at 75 mW. (d, e) The expression of Rad18 was 
downregulated with siRna against Rad18 (si-Rad18) in Hela cells stably expressing Gfp-Rad9 and 
transiently co-expressing mcherry-pcna. subsequently, the cells were locally irradiated with Mpl at 75 
mW. as a control, mcherry-pcna was also analyzed. (f) The level of Rad18 mRna and protein expression 
in three different Hela cell lines stably expressing shRna targeting RAD18. The control level, in Hela cells 
stably expressing non-targeting shRna, was set at 1.0. (G) expression of endogenous Rad18 was detected 
by immunostaining using antibody against Rad18 in control and Rad18 knockdown cell lines (shRad18). 
cells were irradiated with iR at 5 Gy, and fixed after 1hour. (H) Gfp-Rad9 was overexpressed in Hela 
cells stably expressing either shRna against Rad18 or non-targeting shRna. subsequently, cells were 
irradiated with iR (5 Gy) and confocal images of living cells were captured 2 hours later. (i) mcherry-tagged 
Rad18 variants and Gfp-Rad9 were co-expressed in Rad18 knockdown cell lines. subsequently, cells 
were irradiated with iR at 5 Gy and fixed 2 hours later. nuclei expressing both mcherry-Rad18 variants and 
Gfp-Rad9 were analyzed and the number of nuclei containing iR-induced Rad9 foci is shown in the graph. 
100 nuclei in each mutant and in each RAD18 knockdown cell line were counted (300 nuclei per mutant). 
Rad18 mutations shown in the graph are RinG = c28f, Znf = d221a, sap = msap1, HR6bd = a357R, 
and RinG/HR6bd = c28f/a357R. (J) Representative pictures of nuclei expressing both mcherry-Rad18 
variants and Gfp-Rad9 examined in (i) are shown.
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Figure 4. rAD18 always colocalizes with uH2A in Hela cells throughout the cell cycle and after Ir, but 
only very rarely with the uH2A-enriched Barr body. (a) localization of Rad18 and uH2a was visualized 
using the indicated antibodies. cell phases were determined by the subnuclear distribution pattern of 
Rad18. to induce dsbs, Hela cells were exposed to iR (5 Gy) and fixed 30 min later. cell cycle phases 
are indicated on the left of the pictures. (b) localization of Rad18 and uH2a in human primary female 
fibroblast cells. arrowheads indicate the barr body, based on the intense dapi staining.
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time-lapse experiments in living cells. in G1 phase, Rad18 forms a few foci which 
also contain Rad51, Rpa and gH2aX [28]. in these so-called G1 foci, we observed 
Rad9 accumulation (fig. 5a). The higher magnification in the lower panels of fig. 5a 
shows that Rad9 accumulates as multiple foci, whereas Rad18 shows a more diffuse 
accumulation, surrounding Rad9 foci. This pattern of Rad9 localization in G1 is very 
similar to what has been observed for Rpa and Rad51 [28]. This might reflect the 
previously reported interaction between Rad18 and Rpa[65] and Rad51 [51], and 
or direct binding of Rad9 to dna. The localization of Rad9 foci within the Rad18-
positive chromatin area in G1 was found for only a few hours (1-2h). subsequently, 
Rad9 foci disappeared (fig. 5b), although the Rad18 foci remained present until the 
cell entered s phase [28]. in s and G2 phases, Rad9 showed a homogeneous distribution 
in the nucleus and did not form any foci. in contrast, Rad18 accumulates in many foci 
in s and G2 phases [28]. to further analyze the functional relation between Rad18 and 
Rad9 at damaged sites, local damage was induced with a multi-photon laser (Mpl) 
[28]. This revealed that both Rad18 and Rad9 accumulated at the damaged sites (fig. 
5c). interestingly, using Hela cells in which Rad18 was transiently downregulated 
with siRna (fig. 5d) or stably downregulated with shRna (fig. 5f and 5G), Rad9 no 
longer accumulated at damaged sites following Mpl (fig. 5e) or iR exposure (fig. 5H). 
to analyze the ability of different Rad18 mutants to recruit Rad9 following iR, wild 
type and mutant Rad18 (mutation in either the RinG finger, Zinc finger, sap domain, 
or HR6bd, and a double mutant in the RinG finger and HR6bd) were transiently 
co-expressed with Gfp-Rad9 in three different RAD18 knockdown Hela cell lines 
(fig. 5i and 5J). Wild type Rad18 was able to rescue foci formation of Rad9 after iR 
in approximately 80% of the cells (fig. 5i and 5J). expression of Rad18 containing the 
sap domain mutation (msap1) or a mutation in the HR6bd (a357R) also rescued 
Rad9 accumulation, Rad18 carrying a point mutation in the RinG finger (c28f), or 
the Zinc finger (d221a), and the double mutant in the RinG finger and the HR6bd 
(c28f/a357R) showed severely reduced iR-induced Rad9 accumulation compared to 
the wild type (fig. 5i and 5J). in control experiments, we observed Rad9 accumulation 
in approximately 5-10% of RAD18 knockdown cells (fig. 5i), in accordance with a 
more than 90% downregulation of Rad18 expression in the RAD18 knockdown cell 
lines (fig. 5f). in addition, RAD18 knockdown Hela cells expressing Rad18 mutants 
used in this experiment showed an equivalent cell growth rate and time span of the 
cell cycle compared to RAD18 knockdown Hela cells expressing wild-type Rad18 
(data not shown). taken together, these data suggest that recruitment of Rad9 to iR-
induced dsbs requires the Zinc finger domain of Rad18 and its e3 ligase activity. to 
analyze this further, we studied physical interactions between Rad18 and components 
of the 9-1-1 complex by the yeast two-hybrid assay in the absence and presence of dna 
damage (Hu, cpt, MMs, and iR). in accordance with recent data concerning yeast 
Rad18 and the 9-1-1 complex [53], no direct interaction between human Rad18 
and the 9-1-1 complex was detected (supplementary fig. s3a), although interactions 
among the 9-1-1 complex components (supplementary fig. s3b), between Rad18 and 
HR6a/b, and also between Rad18 and pcna (supplementary fig. s3c) were detected. 
These results suggest that Rad18 might not interact stably or directly with the 9-1-1 
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complex. next, we investigated whether knockdown of Rad18 and the subsequent 
lack of foci formation of Rad9 upon iR also affected activation of the downstream 
checkpoint kinases cHk1 and cHk2, but the response to 10 Gy iR was identical in 
control and Rad18 knockdown cells (supplementary fig. s4).

4. Discussion

4.1. rPa is required for raD18 foci formation, and Pcna ubiquitylation occurs 
independent of the Zinc finger domain of raD18
two distinct manners of recruitment of Rad18 to sites of dna damage can be 
observed. first, Rad18 has a direct dna binding ability mediated by the sap domain, 
and/or Rpa bound to ssdna mediates recruitment of Rad18 to the ssdna. Rpa and 
the sap domain of Rad18 are both required for pcna ubiquitylation in the Rdb 
pathway [25]. second, recruitment of Rad18 to the chromatin surrounding dsb sites 
depends on the ubiquitin-binding Zinc finger domain of Rad18. This type of Rad18 
recruitment also requires Rpa, but perhaps more indirectly, since Rad18 shows a 
more diffuse localization compared to Rpa at dsb sites, and Rpa and Rad18 show 
relatively little colocalization during the cell cycle. 

Rpa is a single-stranded dna (ssdna) binding protein, essential for both 
dna replication and recombination [18-23]. according to current models [25,26], 
stalled replication forks expose ssdna covered by Rpa which is required for pcna 
ubiquitylation [25,27] and the recruitment of Rad18 [25,26]. once Rad18 is bound 
to Rpa, or to ssdna, or to both, it may ubiquitylate pcna. Rad18 (complexed with 
HR6a/b) carrying mutations in the Zinc finger most likely is still capable of binding to 
ssdna via the sap domain, and could be present at stalled replication forks, perhaps 
undetectable due to the small number of molecules present, below the threshold for 
foci formation. since the interaction between Rad18 and HR6a/b partially depends 
on an intact sap domain, we were unable to determine whether the sap domain 
functions in pcna ubiquitylation by mediating Rad18 binding to dna in vivo, or as a 
third domain required for Rad18-HR6a/b interaction, or both. our observations on 
the differential requirement of the Zinc finger and the sap domain in mediating pcna 
ubiquitylation nicely mirror the results described by nakajima et al. (2006) who found 
that the Zinc finger domain of Rad18 is required for focal localization of Rad18 in 
undamaged cells and at damaged sites in cells irradiated with an uVa or uVc laser. in 
addition, Rad18 carrying a mutation in the Zinc finger domain could restore polη foci 
formation at sites of stalled replication, whereas a sap domain mutant could not [67].  

4.2. raD18 is recruited to sites of Dsb-repair via binding to ubiquitylated h2a and 
other ubiquitylated chromatin components
in a previous study, we have shown that Rad18 colocalizes with gH2aX in G1, s and 
early G2 phase cells and also following damage induction by iR [28]. kinetics studies 
of a number of dna-damage response proteins including mediator and repair proteins 
revealed that Rnf8, nbs1, and Mdc1 show fast accumulation at dsbs, followed by 
53bp1 and bRca1 [32]. Rnf8 depletion did not affect accumulation of Mdc1 and 
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nbs1, indicating that these are among the first proteins that recognize dna damaged 
sites following iR [32]. in the present study, we found a physical interaction between 
Rad18 and ubiquitylated H2a via its Zinc finger. in addition to the interaction of 
Rad18 with ubiquitylated H2a, the immunoprecipitation results also indicate that 
Rad18 interacts with additional ubiquitylated proteins in a Zinc finger-dependent 
manner, suggesting that other ubiquitylated chromatin components will also be used 
by Rad18 to bind to chromatin near dsb repair sites. The distribution pattern of 
conjugated ubiquitin during the cell cycle was identical to that of Rad18. This finding 
is substantiated by the evidence that Rad18 foci formation is dependent on H2aX, 
Mdc1, and Rnf8, but not on bRca1, or 53bp1 [1]. ubiquitylation of histones occurs 
in an Rnf8/Rnf168-dependent manner, and depletion of Rnf8/Rnf168 ablates the 
formation of conjugated ubiquitin on chromatin, even after iR [32-34]. since Rnf8 
functions upstream of Rnf168, it might be interesting to study whether Rad18 
recruitment at dsbs also depends on Rnf168.

taken together, Rad18 interacts with ubiquitylated chromatin components in 
an Rnf8-dependent manner, and one of these components is ubiquitylated H2a. 
intriguingly, immunocytochemical analyses in human female primary fibroblast cells 
revealed that the barr body, known to be marked with uH2a, was mostly not enriched 
for Rad18, even if uH2a and fk2 staining was enhanced in this region. These data 
indicate that the interaction of Rad18 with ubiquitylated chromatin components 
including uH2a is related to dna damage, and possibly regulated. such regulation 
might occur via phosphorylation of Rad18 by atM kinase, similar to what occurs for 
many other proteins involved in the dna damage response pathway. 

4.3. autoubiquitylation of raD18 depends on the Zinc finger domain, but does not 
require the ring finger domain
previous work has shown that ubiquitylated Rad18 is found mainly in the soluble 
fraction, and not in the chromatin-associated fraction of cell extracts [25]. it is, 
therefore, intriguing that the Zinc finger, that was found to be required for localization 
of Rad18 to chromatin, is also essential for mono-ubiquitylation of Rad18 in vivo. 
in RNF8-knockdown cells, in which Rad18 is no longer recruited to dsb repair sites, 
Rad18 ubiquitylation is still observed [1], indicating that it is unlikely that it is the 
aberrant localization of the Zinc finger mutant that causes the lack of ubiquitylation 
of Rad18. 

surprisingly, the RinG finger is not required for Rad18 ubiquitylation [2] (and 
present results). it might be suggested that ubiquitylation of Rad18 is performed by 
a different e3 ligase, but this would then also depend on interaction of Rad18 with 
HR6a/b. alternatively, the residual interaction between Rad18 and HR6a/b through 
the HR6bd domain in the RinG finger mutant may still allow Rad18 ubiquitylation, 
independent of e3 activity, in a mechanism described by Hoeller et al. (2007) [68] for 
ubiquitin binding domain (ubd) containing proteins. in this mechanism, the ubd 
can directly cooperate with the ub-charged e2 enzyme, and allow ubiquitylation 
of the host protein, in the absence of an e3 ligase [68]. in Rad18, the Zinc finger 
represents a ubd [14], and is required for Rad18 ubiquitylation. Thus, interaction 
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of Rad18 with ub-charged HR6a/b, via the HR6bd and the Zinc finger ubd, most 
likely allows Rad18 ubiquitylation even if the e3-ligase function of Rad18 is absent. 
in accordance with this notion, Rad18 mutants that are unable to bind HR6a/b are 
not ubiquitylated. This e3-independent ubiquitylation of ubd-containing proteins is 
thought to lead to their inactivation due to intra- or inter-molecular association of the 
covalently attached ubiquitin moiety with the ubd (reviewed in [69]). This would fit 
with the idea that mono-ubiquitylation of Rad18 occurs when it is not functionally 
engaged in the ubiquitylation of a substrate, for example when it is freely diffusing in 
the nucleoplasm. it is also in accordance with our observation that precipitation of 
(ubiquitylated) H2a co-precipitates only the non-ubiquitylated form of Rad18.

4.4. raD18 facilitates raD9 recruitment selectively to g1 foci and Dsb repair sites
in the present study, we showed that human Rad9 localizes at iR-induced damaged 
sites in a Rad18-dependent manner. This function depends on the Zinc finger and 
ubiquitin ligase activity of Rad18. in accordance with our findings, Huang et al. [1] 
also showed that the role of Rad18 in HR requires the Zinc finger and RinG finger 
domains of Rad18, although their data indicated that the e3 ligase activity of Rad18 
is not required to promote HR [1]. Rad18 may play several roles in dsb repair, 
some of which may be dependent on or independent from its e3 ligase activity. in 
this context, it is also somewhat surprising that the HR6bd is not required for Rad9 
recruitment to dsbs. This may point to a structural requirement for the RinG finger 
domain instead of a functional requirement, although it is not very likely that Rad18 
structure is severely disrupted by the c28f mutation. alternatively, in the absence of 
the HR6bd, the RinG finger could still be sufficient to maintain the Rad18-HR6a/b 
interaction in this context. at present, it is not possible to distinguish between these 
two possibilities. We have not detected a direct stable interaction between Rad18 
and the 9-1-1 complex (supplementary fig. s3a), and could not obtain evidence for 
Rad18-dependent ubiquitylation of the 9-1-1 complex (data not shown). 

earlier reports have also shown association of human Rad9 with chromatin 
after dna damage [49], and depletion of mammalian Rad9 leads to iR sensitivity 
[45,50,51] in particular in the s and G2 phase of the cell cycle [51]. loading of the 
9-1-1 complex to damaged sites depends on the mammalian clamp loader Rad17, 
but occurs independent of atM/atR localization [70]. one of the known functions 
of the 9-1-1 complex is to activate cHk1, a kinase which is involved in the checkpoint 
signaling pathway [44-47]. surprisingly, Rad9 deficient cells are not defective in 
activating s [45] or G2 checkpoints [45,51] following iR exposure. since hRad9 
function does not influence iR-induced atM phosphorylation [51] or atM-mediated 
cHk2 phosphorylation at tyr68 [45,51], it was suggested that Rad9 has a direct role 
in dna damage repair rather than cell cycle checkpoint control following iR [45,51]. 
However, Hopkins et al. (2004) find a mild defect in iR-induced G2 checkpoint control 
in Rad9 deficient es cells, but their data also indicate that Rad9 performs additional, 
checkpoint independent functions, that promote ionizing-radiation resistance [50]. We 
have shown in the present study that depletion of Rad18, and thereby of Rad9 from 
the damaged site, does not cause any deficiency in phosphorylation of cHk1 or cHk2, 
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also suggesting a role for Rad18 and Rad9 at iR-induced dna damage, independent 
from the function of cell cycle checkpoint control by the 9-1-1 complex. Rad9 might 
function directly in HR repair through interaction with hRad51 [51] and/or Rpa 
[65,71]. based upon our data, it is likely that Rad18 somehow (via ubiquitylation of 
an unknown substrate) facilitates the interaction of Rad9 with Rpa and/or Rad51. 
Thereafter, they may stimulate HR at damage-induced dsbs throughout the cell cycle, 
and in G1 foci in the absence of damage. previously, we have shown that part of these 
Rad18-positive G1 sites represent dsbs that have been processed for HR, based on 
the colocalization with Rad51 and Rpa. Most likely, these dsbs persist because no 
template for repair is available [28]. other Rad18-positive G1 foci colocalize with 
ku86, which is involved in nHeJ, and these sites may reach complete repair before 
entry into s phase [28]. The localization pattern of Rad9 within the Rad18-positive 
area in G1 shows a striking resemblance to the Rpa and Rad51 pattern, indicating 
that Rad9 localizes to the G1 foci that are attempting to perform HR, where it may 
interact with Rpa and/or Rad51. in addition, Warmerdam et al. [48] have shown 
that iR-induced Rad9 foci depend on the presence of ctip, which stimulates dsb-
resection, again pointing to a role of Rad9 in HR instead of nHeJ.  

conclusion
taken together, our data suggest that Rpa is required for Rad18 localisation at dsbs. 
This most likely occurs through indirect recruitment of Rnf8/Rnf168 to dsbs, and 
subsequent ubiquitylation of H2a and other chromatin components. Rad18 binds 
to ubiquitylated H2a and other ubiquitylated chromatin components via its Zinc 
finger domain and this facilitates Rad9 recruitment via the ubiquitin ligase activity of 
Rad18. The role of Rad18 in stimulating HR may thus be mediated in part through 
direct actions of Rad9 interacting with Rad51 and/or Rpa. 
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supplementary Figure 1. (a) Hela cells stably expressing Yfp-Rad18 or transiently expressing Yfp-Dubi 
were transfected with siRna against endogenous Rad18. forty-eight hours later, cells were lysed (input) 
and immunoprecipitation with Yfp antibody (ip αYfp) was performed. The expression levels of Rad18 and 
HR6a/b in the lysate are shown as input. immunoprecipitated Rad18 and co-immunoprecipitated HR6a/b 
were detected on immunoblots (ip αYfp). (b) Hela cells transiently expressing Yfp-mutant Rad18 in 
putative auto-ubiquitylation sites were transfected with siRna against endogenous Rad18 (si-endoRad18). 
forty-eight hours later, auto-ubiquitylations of Yfp-Rad18 was analyzed on immunoblots. GapdH was 
used as a loading control. (c) Hela cells stably expressing Yfp-Rad18 or transiently expressing Yfp-
mutant Rad18 (the different mutations are explained in a), and wild-type Hela cells were transfected with 
siRna against endogenous Rad18 (si-endoRad18). The expression level of wild-type and mutant Rad18 
(not shown) was similar to that in fig. 1c (input). forty-eight hours later, cells were irradiated with 20 J/m2 
uV-c, and whole-cell extracts were prepared 8 h after irradiation. expression levels of mono-ubiquitylated 
pcna were analyzed on immunoblots using αpcna. arrows point at mono-ubiquitylated pcna (ubi-
pcna). The panels show the results of a representative experiment, where three independent experiments 
yielded similar results.
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supplementary Figure 2. subnuclear localization of wild type and mutant yFp-rAD18 during the cell 
cycle and after irradiation. confocal images of living Hela cells expressing wild-type or mutant Yfp-Rad18 
in G1, s, and late G2 phases, and after irradiation with iR (5 Gy). endogenous Rad18 was downregulated by 
siRna (si-endoRad18). Rad18 carrying mutations in its Zinc finger (c207f, d221a) and a deletion of the 
Zinc finger (DZinc) showed no cell cycle specific localization. in contrast, Rad18 carrying either mutations 
of the RinG finger (c28f, DRinG) or sap domain (msap1, msap2, Dsap) showed a localization pattern 
identical to that of wild-type Rad 18 (Wt). 
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Supplemental Figure S3
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supplementary Figure 3. yeast two-hybrid assay. Yeast carrying both pGadt7-target dna and pGbkt7-
target dna were spotted on sd-l-W plates to confirm the yeast transformation. The interaction was 
confirmed by growth on selective medium plates, sd-l-W+X-Gal, sd-l-W-H and sd-l-W-H-a. The 
protein expression of transformed plasmids was examined on immunoblots by different antibodies as 
indicated. pGadt7 vector contains a Ha-epitope tag, and the pGbkt7 vector contains a c-myc epitope tag. 
Three independent experiments were performed and representative results are shown. (a) Yeast two hybrid 
assay between Rad18 and all 9-1-1 components. Various types of dna damage were induced by irradiation 
with 50 Gy, or growth on the selective medium plates containing 25 mM Hu, 0.05% MMs, or 8 µM cpt. 
different concentrations of Hu (6.25 mM, 12.5 mM, 50 mM, 100mM), MMs (0.005% ,0.01%, 0.1%, 0.2%), 
cpt (2 µM, 4 µM, 16 µM, 32 µM) were examined and showed similar results (data not shown). (b) Yeast 
two hybrid assay between the 9-1-1 components. (c) Yeast two hybrid assay between Rad18, and HR6a, 
HR6b or pcna.
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supplementary table I. designed primers to create mutant Rad18

RinG finger aa 25-63
c28f
forward GATTTGCTGCGGTGTGGAATTTTCTTCGAGTATTTCAACATTGC*
reverse GCAATGTTGAAATACTCGAAGAAAATTCCACACCGCAGCAAATC
deletion
forward CAATAGATGATTTGCTGCGGTGTGTGACTGTCACAGAG
reverse CTCTGTGACAGTCACACACCGCAGCAAATCATCTATTG
Zinc finger aa 201-225
c207f
forward CTAAAGTGGATTGTCCTGTTTTCGGGGTTAACATTCCAGAAAG
reverse CTTTCTGGAATGTTAACCCCGAAAACAGGACAATCCACTTTAG
d221a
forward GTCACATTAATAAGCATTTAGCCAGCTGTTTATCACGCGAAGA
reverse TCTTCGCGTGATAAACAGCTGGCTAAATGCTTATTAATGTGAC
deletion
forward CCACTTTGAAACAAGTTACTCGCGAAGAGAAGAAGGAAAG
reverse CTTTCCTTCTTCTCTTCTCGAGTAACTTGTTTCAAAGTGG
sap domain aa 248-282
G269a+k271a (msap1)
forward GCATGGATTATCTATTCAAGCAAATGCACAACAGCTCATTAAAAGGC
reverse GCCTTTTAATGAGCTGTTGTGCATTTGCTTGAATAGATAATCCATGC
H263a+G264a+l265 (msap2)
forward GAAAAAGCTAAAAGAGGCTGCAGCATCTATTCAAGGAAATAAACAACAGC
reverse GCTGTTGTTTATTTCCTTGAATAGATGCTGCAGCCTCTTTTAGCTTTTTC
deletion
forward GCTGCCCAAAACTGTACACATGTACAATGCCCAATG
reverse CATTGGGCATTGTACATGTGTACAGTTTTGGGCAGC
auto-ubiquitylation sites
k161R
forward CAAATTCAGCCCTCAAAGAGAGGCGAGCCCTGCTG
reverse CAGCAGGGCTCGCCTCTCTTTGAGGGCTGAATTTG
k197R
forward CACCCTCGACATCCACTTTGAGACAAGTTACTAAAGTGGATTG
reverse CAATCCACTTTAGTAACTTGTCTCAAAGTGGATGTCGAGGGTG
k230R
forward GTTTATCACGCGAAGAGAAGAGGGAAAGCCTCAGAAGTTCTG
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Supplemental Figure S4

supplementary Figure 4. Hela cells stably expressing non-targeting shRna or shRna targeting Rad18 were 
exposed either with uV at 20 J/m2 or iR at 10 Gy. prior to irradiation, and after certain time points indicated 
in the figure, phosphorylation of cHk1 at ser 354 and cHk2 at tyr 68 was analyzed on immunoblots. 
GapdH was used as a loading control.
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reverse CAGAACTTCTGAGGCTTTCCCTCTTCTCTTCGCGTGATAAAC
k241R
forward GAAGTTCTGTTCACAAAAGGAGGCCGCTGCCCAAAACTG
reverse CAGTTTTGGGCAGCGGCCTCCTTTTGTGAACAGAACTTC
k245R
forward CAAAAGGAAGCCGCTGCCCAGAACTGTATATAATTTGCTCTC
reverse GAGAGCAAATTATATACAGTTCTGGGCAGCGGCTTCCTTTTG
k261R
forward CGTGATTTAAAGAAAAAGCTAAGAGAGCATGGATTATCTATTCAAG
reverse CTTGAATAGATAATCCATGCTCTCTTAGCTTTTTCTTTAAATCACG
k309R
forward GAAATCGAAAATATAGAGAGGACTAGGATGCGTCTTGAAGC
reverse GCTTCAAGACGCATCCTAGTCCTCTCTATATTTTCGATTTC
k318R
forward GGATGCGTCTTGAAGCTAGTAGACTCAATGAAAGTGTAATGG
reverse CCATTACACTTTCATTGAGTCTACTAGCTTCAAGACGCATCC
HR6a/b binding domain
a357R
forward GAATTTCAGCTTCTGGTGGATCAGCGTAGAAAAGGATACAAGAAAATTG
reverse CAATTTTCTTGTATCCTTTTCTACGCTGATCCACCAGAAGCTGAAATTC
silent mutation against shRad18
forward CACGCGAAGAGAAGAAGGAGAGTCTGAGGAGCTCTGTTCACAAAAGGAAGCCG
reverse CGGCTTCCTTTTGTGAACAGAGCTCCTCAGACTCTCCTTCTTCTCTTCGCGTG

* Mutated amino acid codons are shown in bold, and the introduced mutations are underlined.

supplementary table II. primers used to generate Y2H vectors

Rad18
forward GAATTCGACTCCCTGGCCGAGTCTC (EcoRI)*
reverse GGATCCTTAATTCCTATTACGCTTGTTTCT (BamHI)
pcna
forward CATATGTTCGAGGCGCGCCTGG (NdeI)
reverse GGATCCCTAAGATCCTTCTTCATCCTCG (BamHI)
Rad9
forward CATATGAAGTGCCTGGTCACGGGCG (NdeI)
reverse GGATCCTCAGCCTTCACCCTCACTGT (BamHI)
Hus1
forward CATATGAAGTTTCGGGCCAAGATCGTG (NdeI)
reverse GGATCCCTAGGACAGCGCAGGGATGA (BamHI)
Rad1
forward CATATGCCCCTTCTGACCCAACAGAT (NdeI)
reverse GGATCCTCAAGACTCAGATTCAGGAACTT (BamHI)
Hr6a
forward CATATGTCGACCCCGGCCCGG (NdeI)
reverse GGATCCTCAACAGTCGCGCCAGCTTT (BamHI)
Hr6b
forward GAATTCATGTCGACCCCGGCCCGT (EcoRI)
reverse GGATCCTTATGAATCATTCCAGCTTTGC (BamHI)

* Restriction enzyme sites used for subcloning are underlined
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supplementary table III. primers used to generate a vector carrying shRad18

shRad18
forward GATCCCCGGAAAGCCTCAGAAGTTCTTTCAAGAGAAGAACTTCTGAGGCTTTCCTTTTTC
reverse TCGAGAAAAAGGAAAGCCTCAGAAGTTCTTCTCTTGAAAGAACTTCTGAGGCTTTCCGGG

supplementary table IV. siRnas used in this study

endoRad18 GGAAAUAGAUGAAAUCCAC
Rpa1 CACUCUAUCCUCUUUCAUG
Rpa2 CCUAGUUUCACAAUCUGU

supplementary movies 1-3. time lapse images of nuclei expressing (1) wild type Yfp-Rad18 or (2, 3) 
mutant Yfp-Rad18 in its Zinc finger (d221a). images were captured every 30 min for 27 hours, a single 
nucleus was selected, aligned, and 5 frames of the images are shown per second. endogenous Rad18 was 
downregulated by siRna. (1) analyses began in s phase, and the cell went through G2, M and G1 phases. 
(2) analyses started in G1 phase, and the cell went through s, and most likely G2 phases. (3) analyses began 
in G2 phase and the cell went through, M, G1, and most likely s phases. The cell cycle phases of mutant 
Yfp-d221a were inferred from the time passed since the previous M-phase or the time span until the next 
M-phase, and the duration of G1, s, G2 and M phase in wild type cells. The growth rates of wild type and 
mutant cells were not different (data not shown). 
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abstract
Rad18 is an ubiquitin ligase involved in replicative damage bypass and dna 
double strand break (dsb) repair processes in mitotic cells. Herein, we investigated 
the testicular phenotype of Rad18 knockdown mice to determine the function of 
Rad18 in meiosis. We found that Rad18 is recruited to persistent meiotic dsbs, 
induced by the meiosis-specific topoisomerase-like enzyme spo11. in addition, 
Rad18 is recruited to the chromatin of the XY chromosome pair, that forms the 
transcriptionally silent XY body. at the XY body, Rad18 mediates the chromatin 
association of its interaction partners, the ubiquitin-conjugating enzymes HR6a 
and HR6b. Moreover, Rad18 was found to regulate the level of dimethylation of 
histone H3 at lysine 4 and the maintenance of meiotic sex chromosome inactivation, 
in a manner similar to what was previously observed for HR6b. in addition, we 
show that Rad18 and HR6b are required for the efficient repair of a small subset of 
meiotic dsbs. our data suggest that Rad18 may function to stimulate inter-sister-
mediated repair of meiotic dsbs at synapsed autosomal regions.

key words: Rad18, HR6b, meiosis, dna double-strand break repair, XY body
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introDuction
The e3 ubiquitin ligase Rad18 is crucial for cell survival after induction of various 
types of dna damage in mammalian somatic cells [1-5]. Rad18 functions in complex 
with HR6a (ube2a) and HR6b (ube2b), the two mammalian orthologs of the 
saccharomyces cerevisiae e2 ubiquitin-conjugating enzyme Rad6 [6]. in s. cerevisiae, 
Rad6 and Rad18 are most well known for their role in replicative damage bypass 
(Rdb). This pathway allows progression of dna replication by translesion synthesis 
polymerases in the presence of dna damage (reviewed in [7]). functional orthologs of 
proteins involved in the Rdb pathway have been identified in mammals, implying that 
this pathway is generally well conserved. in addition to its function in the Rdb pathway, 
Rad18 also acts at double-strand break (dsb) repair sites in mammalian mitotic cells 
[1,5]. The exact function of Rad18 in dsb repair in mammalian cells is not fully clear. 
Recent data indicate that Rad18 may facilitate homologous recombination through 
binding of Rad51c, a Rad51 paralogue, via the RinG finger of Rad18 at ssdnas [1]. 
Rad18 is expressed in multiple tissues, but the highest level is found in spermatocytes, 
developing germ cells in meiotic prophase in the testis [8], suggesting that Rad18 
may function in meiosis. in s. cerevisiae, the RAD18 gene expression increases during 
meiosis, also suggesting a specific function in this process [9], although the rad18 
deletion does not affect either meiosis or meiotic recombination [10-12]. However, 
double mutants of rad18 and various excision-repair-involved genes show drastic 
reduction in spore viability, compared to the single mutants [10], suggesting that 
Rad18 does perform a specific function during meiosis in yeast.

Meiotic dsbs are induced by the meiosis-specific topoisomerase ii-like enzyme 
spo11 in prophase [13,14], and are required for proper homologous chromosome 
pairing and meiotic recombination in yeast and mammals [15-17]. The chromatin 
surrounding mitotic and meiotic dsbs undergoes a series of orchestrated modifications. 
one of the first modifications is phosphorylation of histone H2a variant H2aX (gH2aX) 
[18,19], which is accompanied by the formation of Rad51 foci on chromatin [20,21]. 
in mitotic cells, dsbs can be repaired via two distinct repair pathways; homologous 
recombination (HR) and non-homologous dna end-joining (nHeJ). HR is an error-
free mechanism, in which a homologous sequence of the sister chromatid is used as a 
template to process repair. nHeJ is an error-prone form of dsb repair, in which the 
two ends of the broken dna are processed for direct ligation, with increased chance of 
small deletions or insertions. in meiotic cells, this nHeJ-repair mechanism is repressed 
[22], leaving HR as the only available pathway for repair. in meiotic prophase, HR has 
been specially adapted to stimulate the use of one of the chromatids of the homologous 
chromosome as the template for repair; the use of the sister chromatid as a template 
to process repair is most likely repressed [23,24]. HR may lead to the formation of 
crossovers, although repair of most meiotic dsbs generates noncrossovers. each 
chromosome pair forms at least one crossover, and this is required to ensure correct 
segregation of homologous chromosomes during the first meiotic division. The repair 
of meiotic dsbs is accompanied by progression of synapsis, which is achieved by the 
formation of the synaptonemal complex (sc) between the chromosomal axes of the 
paired homologous chromosomes (reviewed in [25]).
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during meiotic prophase, all homologous chromosomes initiate pairing and 
synapsis in zygotene. in pachytene nuclei, all chromosomes have completely 
synapsed, and this can be visualized using antibodies that recognize components 
of the sc. sYcp3, a major protein component of the sc, is present in the axial and 
lateral elements of the sc, and it can be used to distinguish the substages of meiotic 
prophase in nuclear spread preparations of primary spermatocytes [26]. The X 
and Y chromosomes are largely heterologous, and during midpachytene in mouse, 
synapsis is observed only along the short homologous pseudoautosomal regions. The 
rest of the chromosomal arms remains unsynapsed, and form a subnuclear region 
called XY body (or sex body), which is first seen around early pachytene and persists 

into diplotene [27]. XY body formation is associated with meiotic sex chromosome 
inactivation (Msci) [28]. The chromatin surrounding the XY body undergoes various 
modifications reminiscent of dsb repair in mitotic cells, such as phosphorylation of 
H2aX [19], and ubiquitylation of histone H2a at lysine 119 [29]. in addition, many 
dsb-related factors accumulate specifically on the XY body (reviewed in [25]). The 
Rdb enzyme HR6a/b and its e3 ligase partner Rad18 also accumulate on the XY 
body [30]. single HR6a and HR6b knockout mice are viable, while double knockout 
mice are embryonic lethal [31]. spermatogenesis of Hr6b knockout mice is markedly 
affected during postmeiotic steps, leading to male infertility. in addition, Hr6b 
knockout spermatocytes show an increased rate of apoptosis, longer synaptonemal 
complexes, and an increased frequency of crossover formation [32]. HR6b exerts 
control over different histone modifications in spermatocytes and spermatids. in 
Hr6b knockout spermatocytes, the level of H3k4 dimethylation increases on the X 
and Y chromosomes in diplotene, and this persists in postmeiotic round spermatids. 
This function contributes to the postmeiotic maintenance of X chromosome silencing 
[33,34]. it is not known which e3 enzymes are required for the different functions 
of HR6b in meiotic and postmeiotic germ cell development. Herein, we investigated 
the function of the well-known HR6a and HR6b interaction partner, Rad18 in 
mammalian meiosis using Rad18 knockdown mice.

materials anD methoDs
mice
Generation of Rad18 knockdown and control mice
The recombinase mediated cassette exchange (RMce) for the efficient generation of 
targeted transgenes has been previously described [35]. into the exchange vector for 
RMce (pRMce-u6) the following oligonucleotides representing the shRna sequence 
against the Rad18 mRna were cloned using the restriction endonucleases bbs1/asc1: 
(20-1 s:ccGctGaaacaGtatGGcttattcaaGaGataaGccatactGtttc
aGctttttGG) and (20-1 as;cGccaaaaaGctGaaacaGtatGGcttatctc
ttGaataaGccatactGtttcaG). The resulting vector is called pshRad18 and 
contains the following elements in 5’ to 3’ direction: a synthetic polya signal, an f3-
site, a neomycin-resistance gene lacking the start atG, the pgk polyadenylation signal, 
the human u6-promoter, shRna-20-1 and an fRt-site.
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a control plasmid, called empty vector, contains the following elements in 5’ to 
3’ direction: a synthetic polya signal, an f3-site, a neomycin-resistance gene lacking 
the start atG, the pgk polyadenylation signal and an fRt-site. es cell culture was 
carried out as described before [36]. The generation of es cells carrying the RMce 
configuration at the Rosa26 locus with the Rad18 shRna expression vector or the 
control vector was performed as described [35].

Mice heterozygote for the targeted allele with the Rad18 shRna and mice 
heterozygote for the control vector at the Rosa26 locus were generated via tetraploid 
embryo complementation as described [35]. founder mice were backcrossed to c57/
bl6 mice. Mice were genotyped using specific primers for the targeted control sequence 
and Rad18 shRna; forward: catcaGaaGctGactctaGatGGc, reverse: 
cttGtccctccaattttacacc with condition of 95 °c 5 min, 35 cycle of 95 °c 
30 sec, 60°c 30 sec, 72 °c 1 sec, and 72°c 5 min. amplification of dna from Rad18 
shRna mice resulted in a 688 bp pcR fragment and from the targeted control in a 250 
bp pcR fragment

Spo11 mutant mice
We used a Spo11 knockin mouse model in which the catalytically active tyr 100 
residue is replaced by a phe (a. inagaki, unpublished). identical to the Spo11 knockout 
[37], male and female double-knockin mice (ki) are infertile, and meiotic prophase is 
blocked, with spermatocytes and oocytes reaching a zygotene-like stage with variable 
degrees of (heterologous) synapsis (data not shown).

Sycp1 knockout mice and Rad54 knockout mice
Sycp1 knockout mice were generated and described previously [38] and Rad54 
knockout mice have also been described [39].

Analyses of fertility
adult heterozygous male and female control and Rad18 knockdown (kd) mice were bred 
with control females and males, respectively for a maximum of 6 weeks. litter number 
and litter size were recorded. to analyse spermatogenesis, adult males were sacrificed 
by cervical dislocation, and testes and epididymides were isolated and weighed. to 
obtain sperm for assessment of morphology, the epididymides were transferred into 
a plastic petri dish (Greiner bio-one) containing 0.5 ml dulbecco’s medium (Gibco) 
with 0.5 % w/v bsa, and carefully cut to allow sperm to move out of the tissue. after 
10-20 minutes, the medium was carefully stirred, and aliquots were removed for sperm 
morphology analysis in smears stained by hematoxylin/eosin. Then, the epididymides 
were transferred into a small glass potter and homogenized by hand. The total number 
of sperm present in the epididymides was counted using an improved neubauer 
hemocytometer and a phase contrast microscope at a magnification of 400 times. at 
least 200 sperm in 2 different samples from three animals were counted.

irradiation of mice
adult wild type mice were subjected to whole body g-irradiation with elekta linear 
accelerator (crawley). Mice received a total dose of 5 Gy and were sacrificed at 3 h 
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after irradiation. testes were collected and used to prepare spread nuclei preparations 
as described below.

antibodies
for primary antibodies, we used mouse monoclonal antibodies anti-phosphorylated 
H2aX (upstate), anti-ubiquitylated histone H2a (Millipore, #05-678), and anti-MlH1 
(becton and dickinson), rabbit polyclonal antibodies anti-Rad18 [40], anti-Rad51 
[41], anti-HR6a/b [32], anti-sYcp3 (gift from c. Heyting), and anti-H3k4me2 
(upstate), and rat polyclonal antibody anti-sYcp3 [33]. for secondary antibodies, 
we used a goat anti-rabbit/mouse igG-peroxidase (sigma), goat anti-rabbit igG alexa 
488/564, goat anti-mouse alexa igG 488/564, or goat anti-mouse igM alexa 564 
(Molecular probes). 

Protein isolation and immunoblot analysis
cell lysates from testes were prepared in 2.0 ml lysis buffer (50 mM tris–Hcl pH 8.0, 
150 mM nacl, 5 mM Mgcl2, 0.5 mM edta, 0.2% v/v nonidet p-40, 10% v/v glycerol, 
0.5 mM dithiothreitol, and protease inhibitors (Roche)). testis tissue was homogenized, 
and the cell suspension was left on ice for 30 min and sonicated. The expression level 
of protein from whole cell lysate was analyzed by sds–paGe and immunoblots. cell 
extracts were mixed with 4x sds sample buffer (200 mM tris-Hcl pH 6.8, 8% w/v 
sds, 0.4% w/v bromophenol blue, and 40% v/v glycerol), added dithiothreitol to a 
final concentration of 100 mM, and sonicated. after 5 minutes incubation at 100 oc, 
the cell extracts were separated by sodium dodecyl sulfate 10% polyacrylamide gel 
electrophoresis and transferred to nitrocellulose membranes. The membranes were 
incubated with antibodies to analyse expression of target proteins. The expression was 
detected using enhanced chemiluminescence (perkinelmer).

meiotic spread nuclei preparations and immunocytochemistry
testis tissues were processed to obtain spread nuclei for immunocytochemistry 

as described by peters et al [42]. spread nuclei of spermatocytes were stained with 
antibodies mentioned above. before incubation with antibodies, slides were washed 
in pbs (3x10 min), and non-specific sites were blocked with 0.5% w/v bsa and 0.5% 
w/v milk powder in pbs. primary antibodies were diluted in 10% w/v bsa in pbs, and 
incubations were overnight at room temperature in a humid chamber. subsequently, 

slides were washed (3x10 min) in pbs, blocked in 10% v/v normal goat serum (sigma) 
in blocking buffer (supernatant of 5% w/v milk powder in pbs centrifuged at 14,000 
rpm for 10 min), and incubated with secondary antibodies in 10% normal goat serum 

in blocking buffer at room temperature for 2 hours. finally, slides were washed (3x10 
min) in pbs (in the dark) and embedded in prolong Gold with dapi (invitrogen). 

histological analysis 
testes were isolated from control and heterozygous Rad18 kd mice that were 4 and 
19 weeks old. testes were fixed in bouins’ fixative for morphological analysis, and 
embedded in paraffin according to standard procedures. Mounted sections were 
deparaffinized, rehydrated, and stained with hematoxylin and eosin. 
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confocal microscopy
images of cells were obtained using a Zeiss lsM510nlo microscope (carl Zeiss) with 
a 63 × /1.40 na oil immersion lens. proteins stained with alexa 488 were detected by 
exciting the probes with a 488 nm argon gas laser and monitoring the emission through 
a 500-550 band-pass filter. proteins stained with alexa 564 were detected by exciting 
the probes with a 543 nm helium neon laser and monitoring the emission through a 
long-pass 560 filter. to minimize the effect of photo-bleaching, images were taken with 
10 µW for a 488 nm laser, and with 20 µW for a 543 nm laser. for quantification of 
immunofluorescent signal, slides were analyzed on the same day. fluorescent images 

were taken under identical conditions for all slides, and images were analysed using 
the imageJ software

(Rasband, W.s., imageJ, u.s. national institutes of Health, bethesda, Maryland, 
usa [http://rsb.info.nih.gov/ij/]). nuclei were selected and the mean (µ) and standard 
deviation (s) was calculated by image J software, and the threshold was determined 
[43]. to select the HR6a/b or H3k4me2 positive area on the XY body, threshold was 
set by using the formula; µ + 1.5*s. The intensity of selected area was measured by 
image J. to count the number of Rad51 foci, threshold was set by using the formula; 
µ + 2.5*s, to further prevent counting non-specific background as Rad51 foci, areas 
with a signal above the threshold that was less than 2 pixels in size were not counted.   
The number of foci was counted using image J.

real-time rt-Pcr
for real-time Rt-pcR, Rna was prepared from testes by trizol, dnase-treated 
and reverse transcribed using random hexamer primers and superscript ii reverse 
transcriptase (invitrogen). pcR was carried out with the iQ sYbR green pcR 
mastermix (applied biosystems) in the dna engine opticon 2 real-time pcR 
detection system (bio-Rad). The names of examined genes, primer sequences, and 
annealing temperatures are shown in supplementary table s1. pcR of b-actin mRna 
was included in each reaction and used to normalize the data. Three independent 
experiments were performed and each real-time pcR was performed in duplicate. all 
–Rt reactions were negative. 

statistics
The Mann–Whitney U test or chi-squared test was used for the significance tests.

results
raD18 expression is efficiently downregulated following transgenic expression of 
shrna
Rad18 knockdown (kd) and control mice were generated through targeted insertion 
of a Rad18 specific and shRna construct, and a control construct not encoding 
shRna, respectively, driven by the u6 promoter in the Rosa26 locus (see Materials 
and Methods) [35]. it is important to note that in these animals, only one allele of the 
Rosa26 locus is targeted. We first investigated the expression level of Rad18 mRna in 
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Figure 1 
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figure 1. characterization of Rad18 knockdown mice. (a) Rad18 mRna expression in testis, kidney, 
brain, thymus, spleen and liver of 3 control mice and 3 Rad18 knockdown mice. error bars indicate standard 
error of the mean (seM) for 3 mice of 3 independent experiments with duplicate measurements. blue and 
red bars indicate control and Rad18 knockdown, respectively. (b, c) Rad18 expression in total cell extracts 
from testis of 4-week-old (b) and 19-week-old (c) from control (ctr) and Rad18 knockdown mice (kd) 
was detected on immunoblots. b-tubulin was used as loading control. (d) average litter size obtained from 
matings between control and wild type (ctr), knockdown and wild type (kd), and two knockdowns (kd x kd). 
error bars indicate seM from 6, 9 and 6 independent breedings of ctr x wt, kd x wt, and kd x kd, respectively. 
(e, f) body, testis and epididymis weights (e, f) and the number of sperm (f) from 4-week-old (e) and 
19-week-old (f) control and Rad18 kd mice. error bars indicate seM from 3 control and 3 knockdown 
mice. blue and red bars indicate control and Rad18 knockdown, respectively. (a, d, e, f) single and double 
asterisks indicate p<0.05 and p<0.01, respectively (Mann–Whitney U test).
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testis, brain, kidney, liver, spleen and thymus from 4-week-old mice (4 kd and 3 control 
mice). Rad18 mRna was most highly expressed in testis (fig. 1a) in agreement with 
previous analyses [30], and the expression was significantly downregulated in kd mice, 
although the efficiency of downregulation varied between tissues. in Rad18 kd testis, 
Rad18 protein expression appeared to be even more efficiently downregulated than 
the mRna (fig. 1b and c). in the rest of the tissues mentioned above, we were not able 
to detect Rad18 expression on immunoblots in both control and Rad18 kd samples 
(data not shown). 

subfertility and reduced testis and body weights of Rad18 kd mice
Repeated breeding experiments to obtain homozygous Rad18 kd mice were so far 
unsuccessful (fig. 1d). breeding experiments using the heterozygous Rad18 kd males 
and females in combination with wild-type c57/bl6 females and males, respectively, 
revealed that Rad18 kd mice are subfertile. The average litter size of Rad18 kd males 
and females was smaller than that of control (kd: 4.7 +/- sd (standard deviation) 
2.9; control: 9.5 +/- sd 1.3; p = 0.004) (fig. 1d), although there was no significant 
difference in the litter size born from female or male Rad18 kd mice (female: 3.8 +/- 
sd 3.0; male: 5.4 +/- sd 2.9; p=0.5). to further analyze the possible role of Rad18 in 
spermatogenesis, we first compared the weights of reproductive organs in Rad18 kd 
and control mice. on average, testis weights were 33% reduced in 4-week-old Rad18 
kd mice, and the epididymis weight was even 50% reduced. since the body weight 
of the Rad18 kd mice was also reduced compared to controls, these effects might be 
caused by delayed testicular development (fig. 1e). However, when we examined adult 
(19-week-old) mice, Rad18 kd testis, epididymis and body weight were also reduced 
compared to controls (fig. 1f). in addition, the number of sperm was 29% reduced, 
which corresponds to the 22% reduced testis weight in Rad18 kd males, although the 
differences were not statistically significant (fig. 1f). 

raD18 deficient mice produced aberrant elongating spermatid heads
Histological analysis of cross-sections of control and Rad18 kd testes, revealed no 
overall differences (fig. 2a for control, 2b for Rad18 kd). complete spermatogenesis 
was apparent in both genotypes. However, in Rad18 kd mice, elongating spermatids 
frequently showed an aberrant head shape (fig. 2b, arrows and enlarged insets). This 
was quantified on spread nuclei preparations (fig. 2c, d, and G). in 19-week-old 
animals, the overall frequency of aberrant spermatid heads was highly reduced (fig. 
2e and f), but still significantly increased in Rad18 kd mice versus controls (fig. 2G).

reduced Xy synapsis in Rad18 kd mice
The X and Y chromosomes are largely heterologous, but they share a small homologous 
region, called the pseudo-autosomal region (paR), where X and Y synapse during 
pachytene (fig. 3a, arrow in the enlarged panel). Rad18 associates with the largely 
unpaired X and Y chromosomes, that form the transcriptionally inactive so-called XY 
body in pachytene and diplotene spermatocytes [28] (fig. 3a), but the exact role of 
Rad18 on the XY body remains unclear. in spermatocytes of Rad18 kd mice, the Rad18 
expression was considerably decreased (fig. 3b), with a level of Rad18 staining on the 
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XY body that was approximately 80% lower than in control mice (fig. 3c). an increased 
frequency of XY asynapsis was found in pachytene spermatocyte of Rad18 kd mice 
(fig. 3d). When X and Y were not synapsed, they were still adjacent to each other in 
66% of these nuclei (fig. 3e), whereas in the rest of the nuclei that displayed asynapsed 
X and Y chromosomes, they were at a larger distance (fig. 3f). The asynapsed X and 
Y chromosomes did not lead to increased frequency of XY aneuploidies in spermatids 
in the Rad18 kd mice, as verified using dna fisH with X and Y painting probes (data 
not shown). to examine whether this function is dependent on HR6b, we examined 
XY synapsis in spermatocytes of Hr6b knockout mice. However, the frequency of XY 

Figure 2

A B

kd/4weeksctr/4weeks

C D

0

20

40

60

80

100

%

ab
no

rm
al

 s
pe

rm
 h

ea
d

4 weeks 19 weeks

ctr

kd

E F G

kd/19 weeksctr /19 weeks

(100 nuclei x 3 mice)
n=300

**

**

figure 2. morphological analysis of testes from Rad18 knockdown mice and controls. (a, b, e, f) 
Histological sections of 4-week-old (a, b) and 19-week-old (e, f) control (a, e) and Rad18 kd (b, f) testes 
were stained with hematoxilin and eosin. (b) elongated spermatids indicated with arrows are shown in 
enlarged pictures in the inserts. (c, d) dapi staining of spread nuclei from elongated spermatids of control 
(c) and Rad18 kd (d). (G) Graph depicts the percentage of elongated spermatids with aberrant shape in 
control and Rad18 kd mice. blue and red bars indicate control and Rad18 knockdown, respectively. 300 
nuclei from 3 different mice were examined. double asterisks indicate p<0.01 (chi-squared test).
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figure 3. efficient knockdown of raD18 in spermatocytes from Rad18 
knockdown mice, and increased frequency of Xy asynapsis. (a, b) double 
immunostaining of pachytene spermatocyte nuclei of control (a) and Rad18 
kd mice (b) with anti-sYcp3 (red) and anti-Rad18 (green). The insert shows 
a larger magnification of the area containing the XY body. arrows point to the 
pseudoautosomal synapsed region (a) and unsynapsed region. (c) Rad18 
intensity on the XY body was measured with image J software. The intensity of 
Rad18 in control nuclei was set at 1.0. error bars indicate seM from 45 nuclei in 3 
independent mice. blue and red bars indicate control (ctr) and Rad18 knockdown 
(kd), respectively. double asterisks indicate p<0.01 (Mann–Whitney U test). 
(d) The percentage of unsynapsed X and Y chromosomes in mid-pachytene 
of 4-week-old and 19-week-old mice. blue and red bars represent control (ctr) and Rad18 knockdown 
(kd) mice, respectively. 600 nuclei from 3 independent mice for 4-week-old mice, and 300 nuclei from 3 
independent mice for 19-week-old mice were examined. double asterisks indicate p<0.01 (chi-squared 
test). (e, f) immunostaining of Rad18 kd pachytene spermatocyte nuclei with anti-sYcp3 (red). The insert 
shows a larger magnification of the area containing the XY body. X and Y chromosomes are indicated in the 
enlarged pictures. (G) as mentioned in (d) in 4-week-old wild-type and Hr6b knockout mice. 200 nuclei in 
2 independent mice were examined.

asynapsis in Hr6b knockout pachytene spermatocytes was not different from that of 
controls (fig. 3G). 

raD18-dependent hr6a/b localization at the Xy body
We previously found that the ubiquitin-conjugating enzymes HR6a and HR6b associate 
with the XY body in pachytene and diplotene spermatocytes [30,34]. in mitotic cells, 
the mammalian Rad18-HR6a/b complex is known to ubiquitylate pcna during 
replication damage bypass [44,45]. This complex is highly stable, even under high salt 
conditions (1 M nacl) (data not shown). We examined whether the association of 
HR6a/b with the XY body depends on Rad18. in Rad18 kd mice, a decreased level of 
HR6a/b was detected in whole nuclei and on the XY body (fig. 4a and b), although 
the expression level of HR6a/b in Rad18 kd testis extracts was similar to that of control 
extracts (fig. 4c), indicating that Rad18 mediates the chromatin association of 
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HR6a/b in meiosis. The residual binding of HR6a/b to the XY body may result from 
the residual amount of Rad18 that is still present, or may be Rad18-independent.

overall increased di-methylation of histone h3 lysine 4 in Rad18 kd mice
The reduced level of HR6a/b in Rad18 kd spermatocytes prompted us to analyze several 
aspects of meiotic prophase that were found to be aberrant in Hr6b knockout mouse 
spermatocytes, to investigate which meiotic HR6b functions depend on Rad18. in 
Hr6b knockout mice, increased dimethylation of histone H3 at lysine 4 (H3k4me2) 
was found on the XY body of diplotene spermatocytes and round spermatids [33]. 
in addition, increased histone H2a phosphorylation at tyrosine 120 (H2at120p) was 
also found on the XY body [33]. in control mice, H3k4me2 was more or less evenly 
distributed in the nucleus in zygotene (data not shown), in accordance with previous 
observations [33]. in early-mid pachytene, this modification disappeared from the XY 
body but remained present in the rest of the nucleus (fig. 4d and e in ep). in diplotene, 
H3k4me2 reappeared on the XY body and became enhanced in comparison to the rest 
of the nucleus (fig. 4d in Md). in Rad18 kd mice, the H3k4me2 signal was increased 
on the XY body as well as in the rest of the nucleus in diplotene nuclei, compared with 
controls (fig. 4e in Md, and 4f). in haploid round spermatids, either the X or the Y 
chromosome is located adjacent to the chromocenter, and localization of H3k4me2 on 
the X or Y chromosomes has been verified using fisH [33]. in round spermatids of 
Rad18 kd males, H3k4me2 levels were increased on the sex chromosomes, compared 
to controls (fig. 4G). The expression level and pattern of H2at120p did not show any 
significant differences between Rad18 kd and control mice (data not shown).

De-repression of X-linked genes
an increased level of H3k4me2 on the sex chromosomes of Hr6b knockout 
spermatocytes and spermatids is associated with an overall increase in X-linked gene 
expression in spermatids, indicating that the post-meiotic maintenance of meiotic 
sex chromosome inactivation (Msci) is disturbed in Hr6b knockout mice [33,34]. to 
analyze whether this function of HR6b also depends on Rad18, the gene expression 
level of selected X-, Y-, and autosome-linked genes was examined by using mRna 
isolated from total testes of 19-week-old control and Rad18 kd mice. Genes were 
selected based on our previous observations made in mRna preparations of isolated 
spermatocytes and spermatids from Hr6b knockout and control mice [33,34]. We 
selected two Y-linked genes that were reported to be expressed only in postmeiotic 
spermatids. in addition, we analysed seven X-linked genes; one of these is expressed 
in meiotic and postmeiotic cells (4930408F14Rik), three of these are expressed in 

(D, e) Double immunostaining of spermatocyte nuclei with anti-syCp3 (red) and anti- H3 dimethylated 
at lysine 4 (H3K4me2) (green) in control (D) and Rad18 knockdown mice (e). ep; early-pachytene. Md; 
mid-diplotene. The XY body is shown in the white circle. (f) The intensities of H3k4me2 in the nucleus and 
on the XY body from 4-week-old and 19-week-old mice were measured using image J software. The intensity 
of H3k4me2 in control nuclei was set at 1.0. error bars indicate seM from 60 nuclei in 3 independent mice. 
blue and red bars indicate control (ctr) and Rad18 knockdown (kd), respectively. double asterisks indicate 
p<0.01 (Mann–Whitney U test). (G) immunostaining of spermatid nuclei with anti-H3k4me2 (green) in 
Rad18 kd and control mice. arrows indicate sites of the accumulation of H3k4me2.
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premeiotic cells but repressed in meiotic and postmeiotic cells (Atp7a, Gla and Hprt), 
two of these genes show postmeiotic reactivation (Eif1ay and Gm614), and one gene 
is mainly expressed in sertoli and peritubular myoid cells (Pgk1) [46] (Mammalian 
Reproductive Genetics database). We also selected six autosomal genes that are 
expressed in peritubular myoid cells (Lzp-s), or at premeiotic (Cd24a), meiotic (Spo11 
and Sycp3) and postmeiotic (Hils and Creb3l4) spermatogenic developmental steps 
[46] (Mammalian Reproductive Genetics database). both analyzed Y-linked genes Sly 
and Ssty showed increased expression in Rad18 kd testes compared with the control 
(fig. 5). Three X-linked genes, Gm614, F14Rik, and Eif1ay, expressed at meiotic and 
postmeiotic stages also showed increased expression in Rad18 kd testes. However, for 
four other X-linked genes, Atp7a, Hrpt, Gla, and Pgk1, expressed highly in premeiotic 
or somatic cells, we did not observe an effect of Rad18 depletion, except a decreased 
expression of Gla. Thus, in Rad18 kd total testes, only X- and Y-linked genes that 
are normally induced during postmeiotic germ cell development, showed increased 
expression. note that for genes that are also expressed in premeiotic and somatic cells, a 
selective effect on the expression in meiotic and postmeiotic cells, may be not apparent 
if the expression in premeiotic cells and somatic cells is also high, since all these cells 
are present in the total testis samples. for the autosomal genes, all five genes that were 
analysed did not show any significant differences between control and Rad18 kd cells. 

normal formation of meiotic crossover sites in Rad18 knockdown mice
another major meiotic phenotype previously observed in Hr6b knockout spermatocytes 
is an increased number of MlH1 foci, and resultant crossovers [32]. in Rad18 kd mice, 
the average number of MlH1 spots was 23.5 (n=120), which was not significantly 
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figure 5. Derepression of X- and y-linked genes in Rad18 knockdown mice. Real-time Rt-pcR 
quantification of mRna levels of X-, Y-, and autosome-linked genes in total testes from Rad18 kd mice. The 
amount of pcR products was normalized to Actb (b-actin) mRna. The level of mRna expression in control 
is set as 1.0, and mRna expression levels of indicated genes in Rad18 kd testes relative to the control are 
shown in the graph. error bars show seM for two independent experiments from 3 mice. dark blue bars 
indicate genes mainly expressed in postmeiotic cells, blue bars indicate genes mainly expressed in meiotic 
prophase cells, light blue bars represent premeiotic genes, and the light green bars that are mainly expressed 
in somatic cells. single asterisk indicates p<0.05 (Mann–Whitney U test).
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different from control mice (24.0, n=90), indicating that knockdown of Rad18 does not 
influence the number of crossover sites (not shown).

raD51 localization to meiotic Dsbs does not depend on raD18
during meiotic prophase, dsbs are induced by the topoisomerase ii-like protein spo11 
in leptotene nuclei [13,14], and these dsbs can be visualized as Rad51 foci. Rad51 is 
an essential dsb repair protein involved in mitotic and meiotic HR. in leptotene nuclei 
of control mice, many Rad51 foci accumulated at meiotic dsb sites, and the number 
of foci gradually decreased through zygotene and pachytene ([47], and supplementary 
fig. s1a). in mid-pachytene, the majority of Rad51 foci had disappeared from 
autosomes, while Rad51 foci persisted on the axial elements of the unsynapsed X 
chromosomal arms (supplementary fig. s1a, enlarged picture in pachytene). in Rad18 
deficient mitotic Mef cells, Huang et al. [1] found that the number of iR-induced 
Rad51 foci depends on intact Rad18. to examine whether Rad18 influences the 
number of spo11-induced Rad51 foci in meiosis, we counted the number of Rad51 
foci in Rad18 kd leptotene nuclei. We observed similar numbers of the spo11-induced 
Rad51 foci in control and kd mice, suggesting Rad18-independent accumulation of 
Rad51 at spo11-induced dsbs in meiosis (fig. 6a).

raD18 localizes to a small subfraction of meiotic Dsb sites
in mitotic Hela cells, Rad18 accumulates as foci and colocalizes with both Rad51 
and gH2aX at dsbs [40]. in wild type meiotic cells, Rad18 accumulates as Rad51-
like foci on the sc only in late zygotene, but not in either leptotene or early zygotene 
(fig. 6b), suggesting that Rad18 does not immediately recognize the spo11-induced 
dsbs, but may be recruited at a later stage, when some persistent meiotic dsbs are 
still present. The Rad18 foci at autosomes gradually disappeared during pachytene. 
concomitantly, Rad18 started to accumulate on the chromatin surrounding the XY 
body (fig. 6b). it is of interest to note that on the XY body of control early pachytene 
nuclei, Rad18 appears to localize first to the X chromosomal chromatin, which 
contains the persistent Rad51 foci, followed by a spread over the rest of the XY body 
(fig. 6b). Rad51 foci on the unpaired X chromosome disappear in late pachytene/early 
diplotene, whereas Rad18 and gH2aX remain on the XY body until late-diplotene 
(fig. 6b, and supplementary fig. s1). 

in order to study whether the Rad18 localization pattern depends on the presence 
of spo11-induced dsbs, localization of Rad18 in Spo11 mutant mice was examined. 
These mice carry a null-mutation at the catalytic site (d100Y), and the meiotic 
phenotype is morphologically indistinguishable from the Spo11 knockout, no meiotic 
dsbs are generated (fig. 6c; a. inagaki, unpublished) [15,17]. in Spo11 mutant 
mice, we could not detect Rad18 foci, whereas we still observed a very low level of 
accumulation of Rad18 in a mostly single large chromatin region that colocalized 
with the gH2aX positive area (fig. 6c). This region has been called the pseudo XY 
body [48]. The intensity of Rad18 that accumulated at the pseudo XY body was 90% 
reduced compared to the level on the XY body in wild type controls (fig. 6d), and 
only a subfraction of the nuclei contained Rad18-positive pseudo XY bodies (42%), 
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whereas the vast majority of the nuclei (80%) contained a pseudo XY body identified 
by gH2aX staining. This result shows that Rad18 accumulation at the pseudo XY 
body (in the absence of functional spo11) is reduced compared to the accumulation of 
Rad18 on the XY body in wild type spermatocyte nuclei. The Rad18 foci on synapsed 
chromosomes in late zygotene and early pachytene, are spo11-dependent, and thus 
most likely represent sites of (persistent, see also below) meiotic dsbs. 

recruitment of raD18 to ir-induced Dsbs in spermatocytes
The lack of Rad18 recruitment to spo11-induced dsbs in leptotene nuclei may be 
caused by specific factors that inhibit Rad18 recruitment to these sites. alternatively, it 
may results from low expression of Rad18 at these stages. to examine this possibility, 
wild type mice were exposed to ionizing radiation with 5 Gy, and Rad18 foci 
formation was analysed after 3 hours. Rad18 was found to accumulate at radiation-
induced dsbs from leptotene until late diplotene (fig. 7), indicating that the amount 

Figure 6. localization of rAD18 during meiotic prophase. (a) The 
number of Rad51 foci in leptotene nuclei was counted (see Materials and 
Methods) in control and Rad18 kd mice. error bars indicate seM from 40 
nuclei in 2 independent mice. blue and red bars indicated control (ctr) and 
Rad18 knockdown (kd), respectively. (b) accumulation of Rad18 from 
leptotene to diplotene in wild type spermatocytes. in early pachytene, the 
XY body is shown in an enlarged picture, and X and Y chromosomes are indicated as X and Y. (c) triple 
immunostaining of Spo11 mutant spermatocyte nuclei with anti-sYcp3 (red), anti-Rad18 (green), and 
gH2aX (light blue). The pseudo XY body is shown in the circle. (d) Graph showing the intensity of Rad18 
on the XY body in wild type spermatocyte nuclei and on the pseudo XY body in Spo11 mutant spermatocyte 
nuclei. The intensity of Rad18 on the XY body in wild type was set as 1.0. error bars indicate seM from 32 
nuclei in 2 independent mice. double asterisks indicate p<0.01 (Mann–Whitney U test).
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of Rad18 that is present in leptotene nuclei is sufficient for recruitment to dsb sites. 
intriguingly, we observed two different patterns of Rad18 accumulation. in leptotene, 
zygotene, and early pachytene nuclei, Rad18 accumulated as distinct foci, whereas 
a more diffuse accumulation pattern, similar to what is observed for gH2aX, was 
observed in pachytene and early- to mid-diplotene (fig. 7). These data suggest that 
depending on the substage of meiotic prophase, Rad18 accumulation in response to 
the formation of dsbs varies. interestingly, the time point at which Rad18 localization 
changed from a focus-like pattern to a diffuse chromatin-associated pattern coincided 
with the accumulation of Rad18 at the XY body (fig. 7). When Rad18 was lost from 
the XY body in late diplotene, Rad18 accumulated again as Rad51-like foci.

raD18 accumulates as foci at persistent Dsbs in Sycp1 knockout mice
our finding that Rad18 localizes to only a small subfraction of spo11-induced dsbs, 
at a relatively late time point following the formation of these breaks, and the subsequent 
recruitment to the chromatin surrounding the persistent dsbs on the X, indicated that 
the recruitment of Rad18 to meiotic dsbs may only occur if these breaks persist. 
to study this further, we investigated Rad18 localization in spread spermatocyte 
nuclei from Sycp1 knockout mice. sYcp1 is a transverse filament protein that connects 
the lateral elements to form a sc. in Sycp1 knockout mice, chromosomes align, but 
synapsis is not achieved. in addition, repair of meiotic dsbs is stalled, as visualized by 
persistent gH2aX and Rad51 staining, and no XY body is formed [38] (fig. 8a and 
b). intriguingly, in Sycp1 knockout spermatocytes, Rad18 showed Rad51-like foci 
formation on all scs in late zygotene (fig. 8c). We also found foci-like accumulation 
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Figure 7. Accumulation of rAD18 at Ir-induced DsBs. localization of Rad18 in spermatocyte nuclei of 
wild type mice irradiated with iR at 5Gy. Three hours later, spread spermatocyte nuclei were prepared, and 
doublestained with anti-sYcp3 (red) and anti-Rad18 (green). The white line in the early pachytene image 
indicates the boundary of the nucleus.
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of Rad18 along the X chromosome, while Rad18 did not accumulate on the dsb-
surrounding chromatin (fig. 8c). 

raD18 at persistent meiotic Dsbs in Rad54 knockout mice
Rad54 is a homologous recombination repair protein that may also function in 
meiosis. in yeast meiosis, meiosis-specific proteins appear to attenuate Rad54 functions, 
to facilitate interhomolog repair [49]. in mammals, two yeast Rad54 orthologs, 
Rad54 and Rad54b, have been identified [50]. both Rad54 single [39], and Rad54/
Rad54b double knockout mice [51] are viable, fertile and show normal development. 
However, persistent Rad51 foci and their aggregation have been reported in diplotene 
spermatocyte of both Rad54 and Rad54/Rad54b-double knockout mice [51]. since this 
phenotype of persistent breaks in diplotene spermatocytes is somewhat reminiscent 
of what we observed in Rad18 kd spermatocytes, we also examined accumulation of 
Rad18 in Rad54 knockout mice. in early diplotene spermatocytes, more frequent 
accumulation of Rad18 at several areas of autosomal chromatin was found in Rad54 
knockout mice, compared to control wild type (fig. 9a arrows, and b). Here, Rad18 
does not accumulate as foci, but displays a more diffuse pattern on the chromatin, 
similar to the pattern that is observed at radiation induced breaks at this stage (late 
pachytene/early diplotene) (fig. 7) [52]. at these Rad18 positive sites in Rad54 
knockout diplotene spermatocytes, gH2aX accumulation was also observed (data 
not shown). taken together, Rad18 is recruited to the sites where the dna damage 
persists due to the lack of repair associated proteins, Rad54.

Persistent gh2aX on autosomal chromatin in late diplotene spermatocytes of 
Rad18 kd and Hr6b-/- mice
similar to dsb-repair sites in mitotic cells, the surrounding chromatin of spo11-induced 
dsbs is marked by gH2aX in leptotene and zygotene nuclei [19] (supplementary fig. 
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s1b). in addition, gH2aX is known as the earliest marker of the XY body (supplementary 
fig. s1b, arrowhead) [19]. as pachytene progresses, the intensity of gH2aX decreases 
at autosomes but not on the XY body, and gH2aX has disappeared from autosomes in 
diplotene [19] (supplementary fig. s1b). We observed that gH2aX was still present on 
the XY body just before entering metaphase (supplementary fig. s1b). in young as well 
as adult Rad18 kd mice, the gH2aX staining pattern was similar to that of control mice 
from leptotene to pachytene. However, gH2aX positive sites still marked autosomes in 
60% of late diplotene nuclei in Rad18 deficient mice (fig. 10a and b). This was much 
less frequently observed in control mice. to examine whether this function depends 
on the presence of a functional Rad18-HR6a/b complex, we examined gH2aX 
staining in Hr6b knockout mice. similar to Rad18 kd mice, approximately 40% of late 
diplotene nuclei showed accumulation of gH2aX at autosomal chromatin, compared 
to approximately 20% of the nuclei in wild-type testis (fig. 10c). 
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Discussion
raD18 and hr6a/b
Rad18 is most well known for its role in replicative damage bypass (Rdb) that allows 
progression of dna replication in the presence of dna damage in mitotic cells 
(reviewed in [7]). in addition, Rad18 is also required for dsb repair [1,5]. Herein, we 
analyzed Rad18 knockdown mice to study the role of Rad18 in meiotic dsb repair. 
Rad18 and HR6a/b function as a complex. it is thought that Rad18 may bind to 
dna directly via its sap domain, or indirectly via its Zinc finger, which may interact 
with ubiquitylated chromatin components such as ubiquitylated histones [53]. HR6a/b 
does not have any known direct dna or chromatin binding properties. as expected, 
based on these properties of the proteins, we found that the localization of HR6a/b 
to chromatin, including the XY body, is at least partially dependent on Rad18. The 
intimate functional and physical relation between the two proteins would suggest that 
loss of the proteins may lead to similar phenotypes, and identification of overlapping 
phenotypic characteristics could help to distinguish between Rad18-dependent, and 
Rad18-independent functions of HR6a and HR6b. previously, we have shown that 
HR6b at the XY body functions to decrease the H3k4me2 level, in association with a 
role in the maintenance of Msci [33,34]. Herein, we show that the regulation of the 
H3k4me2 level at the XY body appears to be Rad18 dependent. none of the other 
previously identified meiotic phenotypic characteristics of the Hr6b knockout mice 
were observed in the Rad18 kd mice. apart from Rad18, HR6a/b also functions with 
other e3 ligases, such as Rnf20 and Rnf40 to ubiquitylate histone H2b at lysine 120 
(H2bk120ubi) [54]. in addition, HR6a/b functions together with members of the 
ubR family of e3 ligases [55-57]. Thus, most likely the other functions of HR6b in 
meiosis depend on these, or yet unknown e3 ligases. 

HR6b apparently also functions during postmeiotic spermatid differentiation, 
since condensing spermatids of Hr6b knockout mice showed severe morphological 
disturbances [58]. in addition, the expression of many genes (approximately 25% of 
the annotated genes) becomes disturbed in Hr6b round spermatids [34]. in Rad18 
kd mice, we noted a milder disturbance of postmeiotic spermatid development. 
it is not excluded that a low level of remaining Rad18 expression in spermatids of 
Rad18 kd mice, generates a partial phenotype. However, the postmeiotic expression 
of X- and Y-linked genes may be affected in a similar way as in Hr6b knockout mice. 
using immunocytology we do not detect Rad18 protein in postmeiotic spermatids, 
but on immunoblots the amount of Rad18 appears to be approximately equal in 
spermatocytes and spermatids [30]. together, this indicates that part of the postmeiotic 
HR6b functions depend on Rad18.

surprisingly, we observed an increased frequency of XY asynapsis in Rad18 
knockdown mice. This phenotype is not present in Hr6b knockout mice. it cannot 
be excluded that Rad18 carries out some HR6b-independent functions that may 
not require protein ubiquitylation. still, we presume that it is more likely that this 
phenotype is related to systemic dysregulation in Rad18 kd mice that is evidenced by 
the overall decrease in body weight. interestingly, in Atm knockout mice, a similar 
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effect on XY synapsis was described [59]. Atm deficient mice also display reduced 
body weight compared to their littermate controls [60]. in these mice, overall meiotic 
recombination was increased [59], indicating that the XY asynapsis could not be 
caused by decreased meiotic recombination. it is highly likely that the observed 
asynapsis results from premature desynapsis instead of a complete lack of synapsis. 
This conclusion is based on the fact that we did not observe any aberration in the 
frequency of MlH1 foci formation on the XY pair, and on the normal frequencies of X 
and Y bearing spermatids.  

sun et al. (2009) [61] described the testicular phenotype of Rad18 knockout mice. 
They reported normal spermatogenesis in young mice, and progressive loss of stem 
cells in old (>12 months) Rad18 knockout mice. since they did not study meiotic 
prophase in detail in their mouse model, and the meiotic defects that we observed 
in the Rad18 kd mice are rather subtle, it is not excluded that similar defects will 
be present in these males. conversely, we do not exclude that upon aging, Rad18 
knockdown mice will show a similar loss of stem cells as was described for the Rad18 
knockout mice. The average litter size of the control mice in the study of sun et al. 
(2009) is much lower compared to what we observed, indicating that the genetic 
background may also be different. finally, the Rad18 knockout allele was generated 
through insertional mutagenesis, and it cannot be excluded that (truncated) Rad18 
is expressed in some tissues in the knockout mouse model, leading to a hypomorphic 
phenotype.

recruitment of raD18 to persistent meiotic Dsbs and chromatin of the Xy body
in the present study, we found that Rad18 accumulates only at a small subset of 
meiotic dsbs in late zygotene to early pachytene, but not in leptotene, in a spo11-
dependent manner. This subset of meiotic dsbs may represent persistent dsbs, 
since in Sycp1 knockout mice, in which many dsbs remain unrepaired due to the 
failure of complete chromosome pairing, many more Rad18 foci appear along the 
chromosomal axes. our finding that Rad18 is able to associate with iR-induced dsbs 
in leptotene when the mice were irradiated with 5 Gy, indicates that the amount of 
Rad18 is not limiting at this stage. Thus, it appears that factors involved in recruiting 
Rad18 to damage-induced dsbs are absent or masked at spo11-induced dsbs in 
leptotene. in mitotic cells, ubiquitylation of histone H2a at lysine 119 (uH2a) by 
the ubiquitin e3 ligase Rnf8 functions as a key modification to transmit the signal 
further to downstream components of the dsb recognition pathway [62-64]. Rnf8 
deficient cells show no accumulation of Rad18 at iR-induced dsbs [1]. in leptotene 
and zygotene spermatocytes, we have not found uH2a accumulation at iR-induced 
dsbs (unpublished data), and it is also not present at spo11-induced breaks at these 
stages [32]. Thus, most likely, some other component of the dsb-recognition pathway 
is capable of recruiting Rad18 to iR-induced dsbs in leptotene spermatocytes. in 
late zygotene, this unknown component may also have accumulated, or has become 
“unmasked” at spo11-induced dsbs that have not yet been repaired. We suggest that 
the two known Rad18 interaction partners Rpa [65] and Rad51c [1] are somehow 
involved in the recruitment of Rad18 only to the persistent meiotic dsbs.
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chromosomes or chromosomal regions without a pairing partner can only repair 
their meiotic dsbs in the unpaired regions through recombination with the sister 
chromatid or via nHeJ. since both these pathways appear to be repressed during 
early meiotic prophase, meiotic dsbs in such regions may remain unrepaired. indeed, 
persistent Rad51 foci are observed along the unsynapsed arm of the X chromosome in 
pachytene [47]. surprisingly, these are only rarely observed along the unsynapsed part 
of the Y, suggesting that spo11 generates only a few breaks in this region of the Y, or 
that these breaks are repaired via an alternative, rapid pathway. corresponding to these 
persistent meiotic dsbs on the X chromosome in pachytene, Rad18 accumulates 
first on the chromatin regions of the X chromosome, and subsequently spreads to 
the synapsed chromatin and the region of the Y chromosome. This suggests that the 
persistent dsbs on the X may stimulate recruitment of Rad18 to the X chromosome, 
followed by spreading to the Y chromosome. notably, uH2a shows a similar pattern of 
accumulation on the XY body, suggesting that uH2a may function to facilitate Rad18 
recruitment to the chromatin surrounding the meiotic dsbs on the XY body. 

Possible role of raD18 in intersister-mediated repair of persistent meiotic Dsbs
The repair mechanism for dsbs on the X and Y chromosomes remains unclear. Recent 
analyses of radiation-induced dsb repair in spermatocytes revealed that the nHeJ 
pathway is reactivated in late pachytene spermatocytes, and most damage-induced 
dsbs appear to be repaired via this pathway, although the HR pathway takes over 
when nHeJ is compromised [34]. for the persistent breaks at the XY body, it is not 
known whether nHeJ or HR (using the sister chromatid as a template for repair) is 
the favoured pathway. since we did not observe a change in the dynamics of Rad51 
foci on the XY body in Rad18 kd mice, it is unlikely that Rad18 is required for the 
repair of these breaks. Moreover, the fact that Rad51 foci disappear from the XY body 
before gH2aX, suggests that the nHeJ pathway may mediate repair of persistent dsbs 
on the unsynapsed XY axes. This would fit with the idea that intersister-mediated dsb 
repair should be inhibited as long as synapsis is not achieved, which maintains the 
interhomolog bias to stimulate chromosome pairing. in yeast, a protein named Hop1 
triggers dimerization and activation of a kinase Mek1 [66,67]. Mek1 subsequently 
mediates phosphorylation of Rad54, which inhibits its activity, and is involved in 
mediating the interhomolog bias [49]. in mammals, two possible Hop1 homologs, 
Hormad1 and Hormad2 have been identified [68]. HoRMad1 and 2 preferentially 
accumulate on unsynapsed chromosome axes in spermatocytes, and are removed upon 
synapsis. This is consistent with the idea that the interhomolog bias could be relieved 
upon synapsis. Thus, at synapsed autosomal sites, on paired chromosomes that repaired 
most of the breaks and formed at least a single crossover, the inhibition to repair via the 
sister may be relieved. at such dsb sites, Rad18 and Rad54 may function together to 
mediate inter-sister repair. 

taken together, our data indicate that Rad18, together with HR6b, may ubiquitylate 
an unknown substrate to facilitate repair of persisting meiotic dsbs at synapsed 
regions using the sister chromatid as a template for repair in late zygotene and early 
pachytene. in the absence of Rad18, these dsb sites persist until the nHeJ pathway 
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is reactivated in diplotene. at the XY body, the function of the Rad18-HR6b complex 
may be different. at the dsb sites along the unsynapsed X, it may try to stimulate 
HR, but fails to succeed due to the inhibition of inter-sister mediated repair. on the 
surrounding chromatin Rad18 may be involved in regulating chromatin structure and 
thereby help to maintain Msci. 
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table s1. primer sets used for qpcR

gene name fw/rev sequence annealing temperature
sly forward GTCAGAACCAGACCCTGGAA 59

reverse GTTCTTGGTCCCCAAGTTCA

ssty forward ATACCACAGCAAGGCTACAG 59

reverse TCAGGGTGTTGGAAGAAGAC

Gm614 forward AGACTCTGCCAGCAAATTCC 53
reverse TTCAGCATGGGCACAATAGC

f14Rik forward ACCTGGAGCTTGTGGATGG 61
reverse CGAGGTACACTCTAGGTTTGG

eif1ay forward CACTTCTCGGCGTTGCCCGT 60
reverse GCCTCTACGCCGGTTTTTGCCT

pgk1 forward GCACGCTTCAAAAGCGCACG 60
reverse CACCCTCATCACGACCCGCT

atp7a forward GTGTCCGGACCATTGAACAG 61
reverse GGGGGTTAGCATTGTGGAGA

Hprt forward GTTAAGCAGTACAGCCCCAAA 61
reverse AGGGCATATCCAACAACAAACTT

Gla forward TCCCCAACGCTTTCCTAGTG 63
reverse CCCCAGTCAGCAAATGTCTG

sycp3 forward TGGGATAATTGAAGATGTTGGA         59
reverse GGCTTTGAAAGAAGCTTTGG

Hils1 forward GCCAGGACAGACAGAAGAGC 60
reverse CACCCTACGGACTCCTTTGA

cd24a forward TTCTGGCACTGCTCCTACCC 63
reverse CTGGTGGTAGCGTTACTTGG

spo11 forward GCTCCTGGACGACAACTTCT 60
reverse ATCTGCATCGACCAGTGTGA

creb3l4 forward CCTCCGATTCGCATAGACAT 60
reverse GCCAGCAGTTGCTTTTCTTC

lzp-s forward GCCTGTGGGATCAATTGC 59
reverse CATGCTCGAATGCCTTGG

Rad18 forward TCTGTATGCATGGGACAGGA 59
reverse TCAGGTTCCAATTCCTCTGG

actin forward CCGTGAAAAGATGACCCAG 50 - 65
reverse TAGCCACGCTCGGTCAGG
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abstract
proliferating cell nuclear antigen (pcna) is known to be modified by either 
ubiquitin(s) or small ubiquitin-like modifier(s) (suMo) at the conserved lysine 164 
residue (k164) in S. cerevisiae, while no suMoylated pcna has been detected in 
mammalian cells to date. previous studies have shown that homozygous PcnaK164R/

K164R knockin mice display severe defects in germ cell development. Here we have 
analysed the function of pcna modification in spermatogenesis in more detail. We 
show that the essential role of pcna modification for primordial germ cell survival 
and/or proliferation is independent of a functional HR6b/Rad18 complex, that 
functions upstream of pcna ubiquitylation. in addition, mutation of Polymerase η 
or double knockout of Htfl/Shprh, that are enzymes known to function downstream 
of the pcna ubiquitylation, do not affect primordial germ cell development. 
However, we cannot exclude partial redundancy between different enzymes 
involved in translesion synthesis.

in heterozygote PcnaWT/K164R knockin mice, we observed an increase of 20% in 
meiotic recombination frequency in comparison to wild type controls. We show 
that although HR6b also modifies meiotic recombination, pcna modification and 
HR6b most likely act independently in this mechanism. HR6b regulates the number 
of meiotic dsbs, whereas pcna modification regulates the choice between crossover 
and noncrossover formation. We propose that pcna suMoylation rather than 
ubiquitylation is required to recruit an anti-recombinogenic downstream helicase 
in meiotic prophase nuclei. increased meiotic recombination is the only phenotypic 
defect that has been observed to date in heterozygote PcnaWT/K164R knockin mice. 
This points to a possible requirement for suMoylation of all three subunits of the 
homotrimeric pcna ring, whereas ubiquitylation of a single pcna subunit may 
be sufficient for functionality.

Key words: pcna k164, meiosis, recombination, ubiquitylation, suMoylation
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introDuction
proliferating cell nuclear antigen (pcna) is a processive clamp for dna polymerases 
and an essential binding platform for numerous proteins involved in dna replication, 
repair, and cell cycle regulation. pcna forms a homotrimer that encircles double-
stranded dna, and operates as a sliding clamp to keep the dna polymerase machinery 
firmly on the dna during dna replication (reviewed in [1]). 

during dna replication, the presence of unrepaired dna lesions threatens to 
block progression of the replication machinery, which might result in the formation 
of dna double-strand breaks (dsbs) and gross chromosomal rearrangements, or even 
to a permanent cell-cycle arrest and cell death. Replication damage bypass (Rdb) is a 
special pathway that allows progression of dna replication without actually removing 
the lesion (reviewed in [2]). 

in Saccharomyces cerevisiae, the e2 ubiquitin-conjugating enzyme Rad6 is essential 
for this pathway. depending on interactions with downstream components, error-free 
or error-prone sub-pathways can be activated. The first step in both pathways involves 
mono-ubiquitylation of pcna at conserved lysine residue 164 (k164) by the Rad6-
Rad18 complex, in which Rad18 acts as an ubiquitin ligase (e3 enzyme) [3]. Mono-
ubiquitylation of pcna by the Rad6-Rad18 complex recruits specific translesion 
synthesis (tls) polymerases that can incorporate nucleotides in the strand opposite 
the site of the dna lesions, and this process may usually be error-prone (reviewed in 
[4,5]). alternatively, mono-ubiquitylation by the Rad6-Rad18 complex may be followed 
by Rad5-Mms2-ubc13-mediated poly-ubiquitylation [3]. This polyubiquitylation 
involves the formation of k63-linked polyubiquitin chains. ubc13 is the only known 
enzyme that can stimulate the formation of k63-linked polyubiquitin chains. k48-
linked polyubiquitylation usually targets substrates for degradation by the proteasome, 
whereas k63-linkage does not. The e3 ubiquitin ligase Rad5 interacts with both the 
Rad6-Rad18 and the Mms2-ubc13 complexes to stimulate poly-ubiquitylation of 
pcna. subsequently, polyubiquitylated pcna enables template switching to the intact 
sister chromatid and as a consequence an error-free damage bypass pathway can be 
activated [6]. in S. cerevisiae, k164 residue of pcna is known to be modified not only 
by ubiquitin but also by small ubiquitin like modifier (suMo) [3]. This modification 
is mediated by the suMo ligase siz1 and causes the recruitment of a helicase srs2 
to replication forks during s phase in order to prevent unwanted crossover events 
through its ability to disrupt Rad51 nucleoprotein filaments [7-11]. srs2 was originally 
identified as a suppressor of rad6 and rad18 mutants, and has been previously proposed 
to be a regulator of the Rad6-dependent pathways [12]. 

functional orthologs of proteins involved in the Rdb pathway have been identified 
in mammals, implying that this pathway is generally well conserved [13]. in mammalian 
cells, Rad18 complexes with the mammalian orthologs of yeast Rad6, HR6a (ube2a) 
and HR6b (ube2b) [14], and mediates pcna mono-ubiquitylation at k164 when the 
replication machinery is stalled by uV-induced dna damage to recruit one of the 
tls polymerase families, polη [15]. Mammalian orthologs of yeast Rad5, Hltf and 
sHpRH, mediate pcna polyubiquitylation with mammalian MMs2-ubc13, and 
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maintain genomic stability probably via the conserved error-free pathway of Rdb [16-
19]. pcna is highly conserved as is k164, suggesting that pcna might be regulated 
by suMoylation as well as ubiquitylation in mammals, in a manner similar to that in 
S. cerevisiae. However, no suMoylated forms have so far been detected in mammalian 
pcna.

Recently, mice carrying a lysine (k) to arginine (R) mutation at lysine residue 
164 of pcna (k164R) were generated, using two different approaches [20,21]. in the 
first approach, knockin mice carrying the k164R mutation in Pcna were generated 
[20], whereas in the second approach a transgene carrying the k164R mutation was 
expressed on a Pcna knockout background [21]. both k164R mouse models showed 
reduced somatic hypermutation and male infertility, but the k164R knockin mice 
showed a much severer phenotype, in particular in the testis [20] than the k164R 
transgenic mice. The latter displayed meiotic arrest in early pachytene with elongated 
chromosome axes [21], whereas no germ cells were detected in testes from k164R 
Pcna knockin mice [20]. The difference in phenotypes might be caused by differences 
in expression level of mutant pcna; if the transgene is overexpressed, this may 
somehow help to overcome the lack of pcna modification, resulting is a less severe 
phenotype. The role of pcna modification in gametogenesis is at present unknown. 
The mammalian Rad6 orthologs HR6a and HR6b have essential functions in female 
and male gametogenesis, respectively [22,23], but it is not known whether any of the 
reproductive functions of HR6a and HR6b depends on the ability of HR6a and HR6b 
to ubiquitylate pcna. elongated chromosomal axes in spermatocyte nuclei as described 
for the transgenic k164R mice [21] have also been observed in Hr6b knockout mice 
[24]. in Hr6b knockout mice, these elongated axes are associated with increased meiotic 
recombination frequency ([24], see also below). This fits with the general correlation 
between chromosomal axis length and meiotic recombination frequency that has been 
described [25]. Meiotic recombination is initiated with the induction of meiotic dsbs 
by the topoisomerase ii-like enzyme spo11. in mitotic cells, dsbs may be repaired 
either through the non-homologous end-joining pathway (nHeJ) or via homologous 
recombination (HR). in meiotic cells, the error-prone nHeJ process is repressed [26], 
leaving HR as the only available pathway for repair. HR, using one of the chromatids 
of the homologous chromosome as a template for repair, may lead to the formation of 
crossovers. in mouse and man only a small minority of the dsbs lead to the formation 
of crossovers, but each chromosome pair has at least one (obligate) crossover. Repair 
of most meiotic dsbs leads to so-called gene conversions or noncrossovers (reviewed 
in [27]). Repair of meiotic dsbs is accompanied by, and essential for, chromosome 
paring and synapsis of homologous chromosomes. synapsis is achieved through the 
formation of the synaptonemal complex (sc) along the chromosomal axes of the paired 
chromosomes. The sc consists of two lateral elements that follow the chromosomal 
axes of each chromosome, connected by a central element. before synapsis, the lateral 
elements are called axial elements, and these start to form in the leptotene stage of 
meiotic prophase, when the dsbs have just formed. in zygotene, the axial elements are 
complete and synapsis is initiated. in pachytene, synapsis is complete. at this stage, 
the crossover sites can be visualized through immunocytochemical analysis of the 
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mismatch repair enzyme MlH1. This protein forms a single focus at each crossover 
site on the sc. subsequently, the sc is disassembled in diplotene, and in metaphase 
i, the actual crossovers are visible as chiasmata. The number of crossovers is tightly 
regulated. a mechanism termed crossover interference reduces the likelihood of two 
crossovers occurring in close proximity of one another. furthermore, it is ensured that 
each chromosome pair contains at least a single crossover site. The most outspoken 
change in crossover frequency is observed in mice that are deficient for the ubiquitin 
conjugating enzyme HR6b [24]. Hr6b knockout male mice are infertile, associated 
with dysregulation of chromatin structure in meiotic and post-meiotic cells [23,24,28]. 
in late pachytene nuclei of these cells, the scs are longer, and the number of MlH1 
foci is 20% increased in comparison to controls [24], but crossover interference is not 
affected [29].  

Herein, we analyzed the mice carrying a point mutation at lysine k164 (k164R) 
in Pcna to study the role of k164 modification of pcna during spermatogenesis. 
in addition, we analysed the meiotic phenotype of several knockout mouse models 
that carry mutations in genes that function downstream or upstream of pcna 
ubiquitylation in the Rdb pathway. 

materials anD methoDs
mice
Generation of pcna k164R knockin mice [20] and Polη knockout mice [30] has been 
described. HLTF/SHPRH double knockout mice were kindly provided by kyungjae 
Myung (national institute of Health, usa).

antibodies
for primary antibodies, we used the mouse monoclonal antibodies anti-MlH1 (becton 
and dickinson), the rabbit polyclonal antibodies anti- Rad51 [31], and anti-sYcp3 
(gift from c. Heyting). for secondary antibodies, we used a goat anti-rabbit igG alexa 
488/564 or goat anti-mouse alexa igG 488/564 (Molecular probes). 

meiotic spread nuclei preparations and immunocytochemistry.
testis tissues were processed to obtain spread nuclei for immunocytochemistry 

as described by peters et al [32]. spread nuclei of spermatocytes were stained with 
antibodies mentioned above. before incubation with antibodies, slides were washed 
in pbs (3x10 min), and non-specific sites were blocked with 0.5% w/v bsa and 0.5% 
w/v milk powder in pbs. primary antibodies were diluted in 10% w/v bsa in pbs, and 
incubations were overnight at room temperature in a humid chamber. subsequently, 

slides were washed (3x10 min) in pbs, blocked in 10% v/v normal goat serum (sigma) 
in blocking buffer (supernatant of 5% w/v milk powder in pbs centrifuged at 14,000 
rpm for 10 min), and incubated with secondary antibodies in 10% normal goat serum 

in blocking buffer at room temperature for 2 hours. finally, slides were washed (3x10 
min) in pbs (in the dark) and embedded in prolong Gold with dapi (invitrogen). 
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histological analysis and tunel assay
testes were isolated from control, Hltf/Shprh double knockout, Polη knockout, 
heterozygous pcnaWt/k164R, and homozygous pcnak164R/k164R mice that were 2 and 4 
weeks old. testes were fixed in 4% paraformaldehyde (tunel) or bouins’ fixative for 
morphological analysis, and embedded in paraffin according to standard procedures. 
for histological analysis, mounted sections were deparaffinized, rehydrated, and 
stained with hematoxylin and eosin. for tunel assay, sections were mounted on 
aminoalkylsilane-coated glass slides, dewaxed, and pretreated with protease k (sigma) 
and peroxidase as described elsewhere [33]. slides were subsequently washed in terminal 
deoxynucleotidyl transferase (tdt) buffer for 5 min [34] and then incubated for at least 
30 min in tdt buffer containing 0.01 mM biotin-16-dutp (Roche) and 0.4 u of tdt 
enzyme (promega). The enzymatic reaction was stopped by incubation in tb buffer, 
and the sections were washed [33]. slides were then incubated with streptabcomplex-
horseradish peroxidase conjugate (dako) for 30 min and washed in pbs. dutp-biotin 
labelled cells were visualized with 3,3-diaminobenzidine tetrahydrochloride-metal 
concentrate (pierce, Rockford). tissue sections were counterstained with nuclear 
fast red–5% (wt/vol) (al2(so4)3. for each animal, the number of tunel (terminal 
deoxynucleotidyltransferase-mediated dutp-biotin nick end labeling)-positive cells 
was counted in at least 200 tubule sections, and the average number of positive cells 
per 100 cross sections was calculated. data were analyzed by using the Mann-Whitney 
u test.

confocal microscopy
images of cells were obtained using a Zeiss lsM510nlo microscope (carl Zeiss) with 
a 63 × /1.40 na oil immersion lens. proteins stained with alexa 488 were detected by 
exciting the probes with a 488 nm argon gas laser and monitoring the emission through 
a 500-550 band-pass filter. proteins stained with alexa 564 were detected by exciting 
the probes with a 543 nm helium neon laser and monitoring the emission through a 
long-pass 560 filter. to minimize the effect of photo-bleaching, images were taken with 
10 µW for a 488 nm laser, and with 20 µW for a 543 nm laser. for quantification of 
immunofluorescent signal, slides were analyzed on the same day. fluorescent images 

were taken under identical conditions for all slides, and images were analysed using the 
imageJ software (Rasband, W.s., imageJ, u.s. national institutes of Health, bethesda, 
Maryland, usa [http://rsb.info.nih.gov/ij/]). nuclei were selected and the mean signal 
(µ) and standard deviation (s) was calculated by image J software, and threshold 
was determined [35]. to count the number of Rad51 foci, threshold was set at; µ + 
2.5*s, and the number of foci was calculated using image J. to prevent counting of 
non-specific background as Rad51 foci, areas less than 2 pixels were excluded from 
counting.
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results

lack of primordial germ cells in homozygous Pcnak164r/k164r mice, and increased 
apoptotic cells in heterozygous Pcnawt/k164r mice
We previously found that mutation of lysine 164 of pcna (k164R) leads to infertility 
in both female and male mice, in association with complete absence of germ cells [20]. 
all wild-type, heterozygous, and homozygous mice showed similar body weight, while 
the testis of pcnak164R/k164R mice weighed only 20% of testis of wild type and pcnaWt/

k164R mice (figure 1a). next, we analyzed young mice to study whether some germ 
cells, including cells in meiotic prophase, might still be present in immature testes. 
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figure 1. characterization of wild-type, heterozygous, and homozygous 
PCNAK164R mice. (a) body and testis weight from 4-week-old wild 
type, heterozygous PcnaWt/k164R and homozygous Pcnak164R/k164R mice. 
error bars indicate seM values from 7 wild type, 8 heterozygous, and 4 
homozygous mice. (b, c) Histological sections of embryonic day 18 (b) 
and 4-week-old (c) wild type, heterozygous PcnaWT/K164R and homozygous 
Pcnak164R/k164R mouse testes were stained with Gcna. (d) The number of 
apoptotic cells per 100 tubuli from 4-week-old wild type and heterozygous 
PcnaWt/k164Rmice. error bars indicate seM values from 2 wild type and 2 
heterozygous mice.
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However, similar to our previous observations [20], already in 4-week-old mice, 
the seminiferous tubules were devoid of germ cells. to investigate this further, we 
decided to analyse testes before birth. primordial germ cells arise outside the gonads 
and migrate into the gonads around day 11 of mouse embryonic development (e11). 
during this period, the primordial germ cells increase in number through mitotic 
proliferation. around e13, the germ cells enter a mitotic arrest, which is maintained 
until the process of spermatogenesis is initiated shortly after birth. in e18, neither 
seminiferous tubules formation nor primordial germ cells were found in pcnak164R/

k164R mice, suggesting a developmental retardation of gonads as well as primordial 
germ cells (figure 1b). The lack of germ cells in homozygous pcnak164R/k164R mice 
indicates that modification of pcna is essential for the proliferation or survival of 
primordial germ cells. Heterozygous pcnaWt/k164R mice did not show any phenotype 
with respect to the number of germ cells compared with wild-type (figure 1b and 
c). However, we observed an approximately 1.5-fold increase in the number of 
apoptotic spermatocytes in heterozygous pcnaWt/k164R mice by tunel at age of 4 
weeks (figure 1d). downstream of pcna monoubiquitylation by HR6a/b-Rad18, 
pol η can be recruited to mediate error-prone Rdb. alternatively, Rad5 orthologs 
may mediate pcna polyubiquitylation together with ubc13, to allow error free Rdb. 
to analyse whether impairment of any of these downstream events may cause the loss 
of germ cells in the homozygous pcna knockin mice, and the increased apoptosis 
of the heterozygote, we analysed testes from mice that carried mutations in both 
mouse Rad5 orthologs, Hltf/Shprh double knockout mice (figure 2a) and from Polη 
knockout mice (figure 2b). The total number of germ cells as well as the number of 
apoptotic spermatocytes was not different from controls in testis sections from these 
mice (figure 2c and d). 

normal sycP3 length in pachytene spermatocytes of Pcnawt/k164r mice
although we could not identify meiotic prophase cells in PcnaK164R/K164R testes, the 
increased apoptosis of spermatocytes in the heterozygotes suggested a meiotic 
phenotype in these mice. since elongated chromosomal axes have been reported for 
spermatocytes from transgenic Pcna-/-tgK164R mice [21], we analysed this parameter in 
our heterozygous pcnaWt/k164R mice. The length of sYcp3 was measured in MlH1-
positive mid-pachytene nuclei. in contrast to transgenic pcna k164R mice, we did 
not find elongation of sYcp3 length in pcnaWt/k164R mice (figure 3a).

Pcna modification regulates meiotic recombination frequency
in S. cerevisiae, pcna suMoylation is mediated by the suMo ligase siz1 and this 
modification causes the recruitment of the helicase srs2 to replication forks during s 
phase. at these sites, srs2 prevents unscheduled crossover events through its ability 
to disrupt Rad51 nucleoprotein filaments [7-11,36]. to investigate whether pcna 
modification may control meiotic crossover frequency in mice, we examined the 
nuclear localization of Rad51 and MlH1 in meiotic spread preparations of wild type 
and pcnaWt/k164R spermatocytes. Rad51 functions as a single-stranded dna-binding 
protein that has dna-dependent atpase activity and stimulates strand exchange. 
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This protein accumulates in foci in leptotene and zygotene spermatocyes. These 
foci depend on the presence of the dsb-inducing enzyme spo11, and are therefore 
thought to represent meiotic dsb repair sites. We observed no abnormalities in the 
overall pattern of Rad51 localization in pcnaWt/k164R spermatocytes (data not shown). 
in addition, the number of Rad51 foci in leptotene nuclei was not different between 
wild type and pcnaWt/k164R spermatocytes (figure 3b). subsequently, MlH1 foci were 
counted in mid-to-late pachytene spermatocytes to determine the crossover number. 
intriguingly, we detected an increased number of MlH1 foci in pcnaWt/k164R pachytene 
spermatocytes (27.0 +/- 0.1) compared to wild type pachytene spermatocytes (22.3 +/- 
0.2) (figure 3c and d). The same analyses were performed for testes from Hltf/Shprh 
(figure 4a), and Polη (figure 4b) deficient mice, but no differences in the number of 
MlH1 foci between the knockouts and control mice were observed. previously, we 
have shown that spermatocytes from Hr6b knockout mice also show a significantly 
increased number of MlH1 foci [24]. to analyse whether these effects on meiotic 
recombination could occur through the same pathway, we also analysed the number 
of Rad51 foci in Hr6b knockout mice. in contrast to the normal number of Rad51 
foci in leptotene pcnaWt/k164R spermatocytes, an increased number of Rad51 foci 
was found in leptotene and zygotene Hr6b knockout spermatocytes compared with 
wild type spermatocyte (figure 3e). This indicates that in Hr6b knockout mice, an 
increased number of meiotic dsbs can explain the increased number of MlH1 foci. in 
addition, we found that the increased number of Rad51 foci in Hr6b knockout mouse 
spermatocytes was not damage-induced but spo11 dependent (figure 3e). taken 
together, these results suggest that the increased number of crossover sites observed in 
pcnaWt/k164R and Hr6b knockout mice are regulated by distinct mechanisms.

Discussion
in yeast, k164 of pcna is known to be modified by ubiquitin, and also by suMo, 
depending on the context [3]. pcna suMoylation is a key regulator to suppress 
unwanted homologous recombination and to facilitate error-free Rdb during 
replication in yeast somatic cells [8,9]. Here we have analysed the role of pcna k164 
modification during spermatogenesis in mice.

Pcna modification is crucial for proliferation of primordial germ cells
our results show that disruption of the modification of pcna at k164 residue results 
in the complete absence of primordial germ cells. The number of primordial germ cells 
was not reduced in the heterozygote, in Polη-deficient testes nor in testis of a double 
mutant for the mouse Rad5 homologs. This raises the question whether this defect is 
caused by defective suMoylation or ubiquitylation. pcna ubiquitylation is thought 
to depend on the HR6a/b-Rad18 complex. Mice deficient for HR6a or HR6b have 
normal numbers of primordial germ cells (our own unpublished observations), and 
double-mutant mice are not viable. Rad18 knockout mice show no overt defects in 
spermatogenesis in young adults, indicating that the number of spermatogonial stem 
cells is normal [37]. We have analyzed Rad18 knockdown mice, and also observed that 
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the number of spermatogonial stem cells was normal (inagaki et al., manuscript in 
preparation). These data indicate that primordial germ cell proliferation/survival might 
be independent of pcna ubiquitylation. alternatively, another e2/e3 complex may 
mediate basal pcna ubiquitylation required for primordial germ cell proliferation/
survival. in this context it is of interest to note that a severe reduction of stem cells 
has also been observed in Rev1-deficient mice (our own unpublished observations). 
These mice display transient growth retardation, and defects in c/G transversions in 
hypermutating immunoglobulin genes [38]. similar to polη, ReV1 is a Y polymerase 
that can be recruited to a damaged replication template by mono-ubiquitylated pcna 
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figure 2. characterization of Hltf/Shprh double knockout and Polη knockout mice. (a, b) Histological 
sections of 4-week-old wild type and knockout testes of Hltf/Shprh double knockout (a) and Polη knockout 
(b) mice were stained with Gcna. (c, d) body and testis weight from 4-week-old wild type and knockout 
testes of Hltf/Shprh double knockout (c) and Polη knockout (d) mice. error bars indicate seM values from 
3 wild type and 3 knockout mice. 
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Figure 3. Increased number of mlH1 foci in pCNAWt/K164r mice. (a) The sc length was measured in 
pachytene nuclei (see materials and methods) of 4-week-old wild type (wt) and heterozygous pcnaWt/

k164R (het) mice. error bars indicate seM values from 20 nuclei of 4 independent mice. (b) The number of 
Rad51 foci in leptotene nuclei was counted (see materials and methods) in 2-week-old wild type (wt) and 
heterozygous pcnaWt/k164R (het) mice. error bars indicate seM values from 30 nuclei of 2 independent 
mice. (c) The number of MlH1 foci in pachytene nuclei was counted in 4-week-old wild type (wt) and 
heterozygous PcnaWt/k164R (het) mice. error bars indicate seM values from 20 nuclei of 4 independent mice. 
(d) double immunostaining of 4-week-old wild type and heterozygous PcnaWt/k164R spermatocyte nuclei 
with anti-sYcp3 (red) and anti-MlH1 (green). (e) The number of Rad51 foci in leptotene (l) and zygotene 
(Z) nuclei was counted (see materials and methods) in 4-week-old wild type (bb), Hr6b knockout (bb), 
heterozygous Hr6b in Spo11 knockout (bb/spo11ko), and Hr6b/Spo11 double knockout (bb/spo11 ko) mice. 
error bars indicate seM from 16 nuclei in 2 independent mice. 
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[38-40]. another dna repair enzyme that is required for primordial germ cell survival 
and proliferation is fancc [41]. This protein is part of an e3 ubiquitin ligase complex 
that ubiquitylates fancd2/fanci complex in the fanconi anaemia (fa) pathway of 
dna damage signalling. apparently, primordial germ cells have special requirements 
for the Rdb and fa pathways.  

Roa et al. showed that in Pcna-/-tgK164R mice, germ cells are able to reach the early 
pachytene stage [21]. although it is possible that the number of stem cells is also 
reduced in these mice, the phenotype is obviously milder. This difference may be 
explained by possible differences in genetic background (fVb versus c57bl/6J) of the 
two strains, or the two- to eight-fold overexpression of the mutant pcna transgene in 
the Pcna-/-tgK164R mice may somehow rescue part of the defect [21].

hr6b modifies meiotic recombination frequency through regulation of the number 
of meiotic Dsbs
crossovers are crucial for faithful meiotic chromosome segregation, and their 
formation requires the formation of programmed dsbs by spo11 [42], followed by 
HR repair using one of the chromatids of the homologous chromosome as a template 
for repair. When dsb formation is reduced in S. cerevisiae spo11 mutants, normal 
meiotic crossover frequencies are maintained. This phenomenon is referred to as 
crossover homeostasis [43]. overexpression of spo11 in S. pombe does not increase 
meiotic frequency above wild type levels [44], and in C. elegans there are indications 
that crossover homeostasis also quenches the effect of extra (radiation)-induced dsbs 
on crossover frequencies. in mice, the induction of approximately 100 extra dsbs 
through irradiation leads to only 1 extra crossover site on average, indicating that 
these breaks are preferentially repaired via noncrossover pathways. previously, we 
had shown that Hr6b-deficient spermatocytes show an approximately 20% increase in 
meiotic recombination frequency. Here we show that this increase can be explained by 
a 15% increase in spo11-induced dsb formation. lynn et al. have shown that there 
appears to be a positive correlation between normal length of the sc and the number of 
meiotic recombination sites, indicating that the length of the sc reflects genetic rather 
than physical distance [25]. in Hr6b knockout mice, in accordance with the increased 
recombination rate, we also measured an increase in sc length in comparison to 
wild type, but this effect was only seen in late pachytene nuclei. This suggests that the 
increased sc length may be a manifestation of aberrant chromatin structure caused 
by Hr6b deficiency [24,28]. still, aberrant chromatin structure, leading to a more open 
chromatin configuration, may allow the formation of more dsbs in leptotene, and 
subsequent extra crossover sites. in C. elegans, chromosome axis length is determined 
by condensin [45], which in turn controls the number of meiotic dsbs. introducing 
extra dsbs with ionizing radiation or eliminating meiotic dsb formation altogether 
using a Spo11 mutation had no effect on axis length in either the wild type or in the 
condensin i complex mutants [45], indicating that axis length is not influenced by 
dsbs, but axis structure regulates dsb frequency. if this mechanism is conserved 
from worm to mouse, it might be suggested that HR6b may functionally interact with 
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condensin, regulating chromosome structure and hence, the number of dsbs, sc 
length, and crossover frequency.

Pcna modification at k164 regulates crossover frequency
in contrast to the positive correlation between the number of dsbs, sc axis length and 
crossover frequency in Hr6b knockout spermatocytes, we observed a 19% increase in 
the number of MlH1 foci in Pcna WT/K164R mice compared to controls, but no effect on 
the number of dsbs or sYcp3 length. Thus, although this indicates that both pcna 
k164 modification and HR6b activity regulate meiotic crossover frequency to the 
same extent, they may operate via distinct and independent mechanisms. in support of 
this conclusion, we have not found an effect of Rad18 depletion in testes on meiotic 
recombination frequency (inagaki et al., manuscript in preparation), indicating that 
HR6b regulates crossover frequency independent of the Rdb pathway, possibly 
involving functional interaction with condensins, as described above. for pcna, 
the regulation of crossover frequency through its modification at k164, most likely 
involves modification of the choice between crossover and noncrossover pathways, 
since the number of meiotic dsbs in leptotene was not different from controls. pcna 
has been implicated in the suppression of recombination events during replication 
[8,9]. This function of pcna requires its suMoylation at k164. This modification 
recruits the helicase srs2 [8,9]. srs2 functions as an anti-recombinase through different 
mechanisms during separate stages of HR. at an early stage, srs2 dismantles the Rad51 
presynaptic filament. during the next stage of HR, when Rad51 coated ssdna has 
invaded the homologous template, srs2 disrupts the d-loop intermediate [7,46]. it 
has not yet been established whether this mechanism is also operative in mammals, 
but several possible functional homologs of srs2 have been identified. Three different 
proteins, named RecQl5, fbH1 and blM have been shown to be able to displace 
Rad51 from ssdna and to suppress recombination [47-49]. blM and an additional 
possible functional srs2 homolog named Rtel1 have been shown to dissociate d-loop 
recombination intermediates [47,50]. in C. elegans, mutation of Rtel1 leads to elevated 
numbers of crossover [51]. taking these data into account it may be suggested that 
the effect of k164 mutation on recombination frequency that we observed is caused 
by a lack of pcna suMoylation, leading to decreased function of downstream 
anti-recombinogenic helicases at sites of meiotic dsb repair. an attractive candidate 
helicase that may function downstream of pcna suMoylation in meiosis is blM. 
blM localizes as foci in leptotene and zygotene nuclei. using a conditional knockout 
approach, it was recently shown that deletion of Blm leads to a dramatic increase in 
meiotic recombination frequency in affected cells [52]. to obtain more insight in the 
possible anti-recombinogenic effect of the k164R mutation we analyzed Rad51 and 
Rpa foci in zygotene and pachytene spermatocytes of wild type and PcnaWT/K164Rmice, 
but no overt change in the patterns of Rad51 and Rpa foci was observed (data not 
shown). However, it must be noted that the foci pattern were highly dynamic, making 
it impossible to detect subtle shifts in the appearance and disappearance of Rad51 and 
Rpa foci. further investigations are required to determine which, if any, helicase is 
recruited to regulate meiotic crossover frequency via suMoylated pcna. in addition, 
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it will be important to establish whether the distribution of crossovers is similar in 
spermatocytes of wild type and heterozygote mice.

Pcna ubiquitylation and sumoylation
due to the virtually complete absence of germ cells from Pcna K164R/K164R mouse testes, 
we were unable to analyse the effect of complete absence of k164 modification on 
recombination frequency. considering the homotrimeric structure of pcna, wild type 
pcna from control mice and mutated pcna from homozygous PcnaK164R/K164R mice 
will form monomorph pcna trimers that can be normally modified in the wild type, 
and for which all k164 modification is prevented in the homozygous mutant mice. 
in PcnaWT/K164R heterozygotes, four distinct compositions of the trimeric pcna ring 
are possible from the combination of 3Wt pcna molecules, 2Wt+1k164R pcna 
molecule, 1Wt+2k164R pcna molecules, and 3k164R pcna molecules at a ratio of 
1:3:3:1. langerak et al. described that the presence of only a single wild type Pcna allele 
might be enough for a normal damage tolerance function of ubiquitylated pcna rings, 
since seven out of eight pcna trimer complexes can be ubiquitylated at one site at least 
in heterozygous mice [20]. from this perspective, it is very surprising that we observed 
a relatively strong increase in meiotic recombination frequency in the heterozygote 
mice. The detrimental effect of the presence of 50% of k164R mutated and 50% wild 
type pcna indicates that perhaps for this function of pcna, all three subunits of the 
pcna trimer need to be modified in order to function properly. since this is expected to 
happen for only 1/8th of the trimeric pcna rings, this may explain why the heterozygote 
displays such a dramatic effect on recombination frequency. taken together with the 
above described data that point to a function of pcna suMoylation instead of pcna 
ubiquitylation in the regulation of meiotic recombination, it might be suggested that 
suMoylation is only effective when all three pcna subunits are modified, whereas the 
ubiquitylation of a single pcna in the ring is sufficient to stimulate the Rdb pathway. 
suMoylation of pcna has not been reported for mammalian cells. so far, we have 
also been unable to establish that pcna is modified by suMo in wild type testes. 
This may be caused by active desuMoylation during protein isolation, lack of proper 
antibody recognition, or actual lack of pcna suMoylation. 

in summary, we have shown that pcna modification at k164 is essential for the 
survival and/or proliferation of primordial germ cells. This most likely involves pcna 
ubiquitylation, since the phenotype is similar to what we observed in Rev1-deficient 
mouse testes. However, since Rad18-deficient mouse testis appear to contain normal 
numbers of primordial germ cells, and the mutation in catalytic site of ReV1 does not 
interfere the interaction with ubiquitylated pcna, the observed lack of primordial 
germ cells in the Pcna mutant mice could be caused by defective suMoylation 
instead of ubiquitylation. Moreover, it might be suggested although the phenotype 
of Rev1 catalytic mutant mice and the pcna k164 mutant are similar, they are not 
functionally related. Heterozygote Pcna WT/K164R mouse testes have normal numbers of 
spermatogonial stem cells, indicating that a single wild type allele is sufficient to rescue 
the primordial germ cells, similar to the wild type properties of Pcna WT/K164R mouse 
cells with respect to dna repair. in contrast, meiotic recombination frequency is 20% 



5 

pcna Modification in Meiosis 177

higher in heterozygote k164R mutant mouse spermatocytes compared to wild types. 
We speculate that this phenotype is caused by defective pcna suMoylation, resulting 
in reduced recruitment of a downstream anti-recombinogenic helicase, possibly blM 
protein. We propose that this function requires suMoylation of all three subunits of 
the homotrimeric pcna ring.
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abstract
The formation and repair of meiotic dna double-strand breaks (dsbs) are required 
for homologous chromosome pairing and formation of the transcriptionally 
silenced XY body during male meiotic prophase in the mouse. These breaks are 
induced by the topoisomerase-like enzyme spo11. Herein we show that haplo-
insufficiency for functional spo11 reduces the number of meiotic dsbs in 
leptotene, but not in zygotene. in addition, the number of MlH1 foci, that localize 
to future crossover sites, was not different from wild type in spermatocytes of 
heterozygote mice. in spo11 deficient spermatocytes as well as oocytes, a so-called 
pseudo XY body, highly enriched for the dsb-repair marker gH2aX, forms on 
part of the asynapsed chromatin although meiotic dsbs are completely absent. a 
few foci of the homologous recombination repair protein Rad51 were detected in 
both spermatocyte and oocyte nuclei, indicating that some spontaneous dsbs were 
present. one or more of these spontaneous Rad51 foci frequently localized within 
the pseudo XY body, suggesting that spontaneous dsbs may trigger the formation 
of the pseudo XY body. in addition to Rad51 foci, many other dsb repair proteins 
accumulated on the chromatin of the pseudo XY body in spermatocytes. However, 
the complete histone replacement that accompanies normal XY body formation 
does not occur in the pseudo XY body in spermatocytes.   

in the absence of functional spo11, we find that heterologous synapsis is more 
extensive in spermatocytes compared to oocytes. upon the induction of dsbs 
by irradiation in leptotene and zygotene nuclei, the pseudo XY body no longer 
forms. instead, dsb repair proteins relocalize to the dsb repair sites. This process 
stimulates synapsis both in oocytes and spermatocytes. 

We conclude that the amount of spo11 in mouse spermatocytes is limiting, 
resulting in either delayed or reduced formation of meiotic dsbs in spermatocytes 
that are heterozygote for a null mutation in Spo11. in addition, radiation-
induced dsbs can partially replace spo11-induced dsbs for the achievement of 
chromosome synapsis. our data are also consistent with the idea that persistent 
dsbs, damage- or spo11-induced, facilitate recruitment of the machinery that 
initiates meiotic sex chromosome inactivation (Msci) and meiotic silencing of 
unsynapsed chromatin (Msuc).

Key words: dna double-strand break, spo11, Msci, Msuc, meiosis, XY body, 
pseudo-XY body
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introDuction
during meiotic prophase in yeast and mammals, the formation of dna double-strand 
breaks (dsbs) by the topoisomerase-like enzyme spo11 precedes the pairing and 
synapsis of homologous chromosomes [1]. synapsis between chromosomes is achieved 
by the formation of a specific protein complex, consisting of lateral elements along the 
chromosomal axes that contain sYcp2, sYcp3 and cohesin, connected by a central 
element containing sYcp1 and several other meiosis-specific proteins (reviewed by 
[2]). in males, the X and Y chromosome form a very special pair; they synapse only 
in the short pseudoautosomal region in pachytene, and localize to the periphery of 
the nucleus. furthermore, the chromatin is silenced by a process named meiotic sex 
chromosome inactivation (Msci). This process requires the phosphorylation of H2aX 
[3], forming gH2aX, by the checkpoint kinase atR [4]. gH2aX is the earliest known 
marker of Msci. This specific histone modification is also found in somatic cells, usually 
at sites of dna dsb repair [5]. at the XY body, many dna repair proteins accumulate, 
and histone modifications such as specific methylation, sumoylation and ubiquitylation 
marks also concentrate on the XY body (reviewed by [6]). The accumulation of dsb-
repair proteins may be caused by delayed or stalled dsb repair in regions that fail 
to synapse. in early meiotic prophase cells, homologous recombination repair via the 
sister chromatid is thought to be repressed. in addition, essential components of the 
error-prone repair mechanism of nonhomologous end-joining (nHeJ) are suppressed 
in these cells [7]. Therefore, meiotic dsbs need to be repaired via homologous 
recombination, using one of the chromatids of the homologous chromosome as 
a template. Thus, in the absence of a homologous partner, meiotic dsbs will most 
likely persist. The specialization of the dsb-repair mechanism in meiotic prophase is 
necessary to stimulate the formation of crossovers between homologous chromosomes. 
These crossovers, in combination with the persistence of sister-chromatid cohesion 
along chromosome arms, provide the connection between homologous chromosomes 
at metaphase and are essential for correct chromosome segregation. Most meiotic dsbs 
are repaired as noncrossovers and a special mechanism, named crossover interference, 
reduces the chance of two crossovers occurring in close proximity. in addition, each 
chromosome must have at least one crossover event. it has been established that the 
length of the synaptonemal complex (sc) correlates to the number of crossover events 
[8]. for example, the average number of crossovers in fVb males and females is 22.5 
and 32.1, respectively [9], and the average length of the sc is also increased in females 
compared to males [8]. However, it is not known if this correlation between sc length 
and crossover frequency is related to the number of induced meiotic dsbs. in fact, 
very little is known about the factors that regulate the number of dsbs. it has been 
suggested that the amount of spo11 could be limiting, due to the fact that the meiotic 
block in spermatocytes that lack the checkpoint kinase atM is partially suppressed on 
a Spo11+/- background [10]. 

in the complete absence of meiotic dsbs, synapsis is severely affected [11,12]. some 
heterologous synapsis can occur, but the spermatocytes and oocytes do not proceed 
beyond the zygotene stage [11,12]. in Spo11 knockout spermatocytes, a specific 
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chromatin structure that resembles the XY body, named pseudo XY body is formed 
[10]. This chromatin domain is marked by gH2aX and atR, and is transcriptionally 
silenced [13]. However, it does not localize to the XY pair, but to part of the unsynapsed 
chromatin. based upon these characteristics, it has been proposed that the pseudo 
XY body is a manifestation of the process named meiotic silencing of unsynapsed 
chromatin (Msuc) [13], of which Msci is though to be a specialization. Msuc 
silences unsynapsed chromatin in male and female meiotic prophase cells. The exact 
cascade of events that leads to the transcriptional silencing is not known, but it has 
been established that there is a tight correlation between the presence of asynapsed 
chromosomal axes, the accumulation of atR along these axes, the formation of 
gH2aX, and the transcriptional silencing. Recently, two mammalian homologs of 
the yeast protein Hop1, named HoRMad1 and HoRMad2 have been identified 
[14-16]. The S. cerevisiae Hop1 is a component of the axial element protein cores in 
synaptonemal complexes [17]. Hop1 is involved in biasing meiotic dsb repair to occur 
between homologous chromosomes rather than between sister chromatids [18], and 
is important for effective chromosome segregation and for the meiotic recombination 
checkpoint [19]. The HoRMa-domain is found in proteins that act as adapters on 
chromatin to recruit checkpoint or dna repair proteins [20]. in meiosis of a wide 
range of species, HoRMa-domain containing proteins regulate synapsis [21-24]. in 
mouse meiotic prophase, the HoRMa-domain proteins localize to asynapsed axes of 
wild type as well as Spo11-/- spermatocytes [25]. based upon these results, it has been 
suggested that the HoRMad proteins function upstream of atR and gH2aX in the 
regulation of Msci and Msuc [25]. 

in Spo11-/- spermatocytes, the pseudo XY body forms only on part of the asynapsed 
chromatin. somehow, the Msuc response is not complete. The restriction of Msuc 
to only part of the asynapsed chromatin is very surprising and raises the possibility 
that apart from asynapsis, also other mechanisms may contribute to the activation of 
Msci and Msuc. since all known players in these processes function also in dna 
repair, it is tempting to speculate that persistent spontaneous dsbs on asynapsed axes 
may contribute to the activation of Msci and Msuc. This notion is supported by the 
fact that irradiation-induced dsbs in leptotene cells enhance the efficiency of Msuc 
of a small translocation bivalent that carries a heterologous region of approximately 
35-40 Mb [26]. in addition, recent data also provide a link between dsb-repair, the 
checkpoint kinase atM, and transcriptional silencing of surrounding chromatin in 
somatic cells [27].

Herein we have investigated whether the amount of spo11 limits the number 
of dsbs, and whether irradiation-induced dsbs can replace spo11 with respect to 
its role in the stimulation chromosome synapsis. in addition we have studied the 
accumulation of dna repair proteins on the pseudo XY body and asked how its 
formation is influenced by the presence of irradiation-induced dsbs.
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figure 1. half the normal dose of functional sPo11 reduces the number of raD51 foci in leptotene, 
but not in zygotene spermatocytes. (a - c) double immunostaining of wt (a), hz (b), and ki (c) of Spo11 
mutant spermatocyte nuclei with anti-sYcp3 (red), anti-Rad51 (green). (d) The number of Rad51 foci 
was counted in wt, hz, and ki leptotene and zygotene nuclei of Spo11 mutant mice. White, gray, black 
bars indicate wt, hz, and ki Spo11 mutant mice, respectively. error bars indicate seM for 20 nuclei from 2 
independent mice. (e) the number of MlH1 foci in pachytene nuclei was counted in 4-week-old wt and hz 
Spo11 mutant mice. error bars indicate seM for 30 nuclei from 2 independent mice.
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materials anD methoDs
mice
Spo11 mutant mice were generated through a two-step recombination strategy. first, 
two heterospecific lox sites flanking the selectable marker hygromycin, replacing exons 
4-8, were placed in the Spo11 gene, in es cells by homologous recombination. next, 
a targeting vector containing the same heterospecific lox sites flanking exon 4-8 of 
Spo11 with the point mutation generating Y100f at exon 4 was used to replace the 
selection marker by a site-specific double cross-over event (data not shown). The final 
modified Spo11 locus carries a loxP site between exons 3 and 4, the point mutation 
generating Y100f at exon 4, and a lox511 site between exons 8 and 9. es cells carrying 
a single modified Spo11 allele were used for blastocyst injection to generate chimeras, 
and heterozygotes were obtained upon germ line transmission of the mutated allele. 
correct targeting was verified using southern blotting with 5’and 3’probes outside the 
targeted region (data not shown).

Wild type, heterozygote and homozygote Spo11 mutant mice were kept on a fVb 
background. to genotype the animals, the following primers were used: forward, 
5’ctGGtcGatGcaGatccctacGG3’; reversed, 5’taGatGcacattatctcG- 
atGcc3’

adult Spo11 mutant males were irradiated with 5 Gy with elekta linear accelerator 
from a 137cs source (crawley). pregnant heterozygote females were irradiated with the 
same dosage of irradiation at e15.5. at 24h (females), 48h, and 120h (males) following 
irradiation, males and females were sacrificed. testes were collected and spread as 
described below. embryos were collected from the pregnant females and oocytes were 
spread from the ovaries. tails from each embryo were used to genotype the embryos. 

antibodies
for primary antibodies, we used mouse monoclonal antibodies anti-phosphorylated 
H2aX (upstate), anti-ubiquitylated histone H2a (Millipore, #05-678), anti-bRca1, 
anti-topbp1, anti-Mdc1, anti-phospho H2a, anti-phospho H2aX (all from upstate), 
anti-GMp1 (Zymed), and anti-MlH1 (becton and dickinson), rabbit polyclonal 
antibodies anti-H2at119ph, anti-H2bt120ph, anti-H3.1 [28], anti-Rad18 [29], anti-
Rad51 [30], anti-sYcp3 (gift from c. Heyting), and anti-H3k4me2 (upstate), and 
rat polyclonal antibody anti-sYcp3 [28]. for secondary antibodies, we used a goat 
anti-rabbit/mouse igG-peroxidase (sigma), goat anti-rabbit igG alexa 488/564, goat 
anti-mouse alexa igG 488/564, or goat anti-mouse igM alexa 564 (Molecular probes).

meiotic spread nuclei preparations and immunocytochemistry
testis tissues were processed to obtain spread nuclei for immunocytochemistry 

as described by peters et al [31]. spread nuclei of spermatocytes were stained with 
antibodies mentioned above. before incubation with antibodies, slides were washed 
in pbs (3x10 min), and non-specific sites were blocked with 0.5% w/v bsa and 0.5% 
w/v milk powder in pbs. primary antibodies were diluted in 10% w/v bsa in pbs, and 
incubations were overnight at room temperature in a humid chamber. subsequently, 

slides were washed (3x10 min) in pbs, blocked in 10% v/v normal goat serum (sigma) 
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in blocking buffer (supernatant of 5% w/v milk powder in pbs centrifuged at 14,000 
rpm for 10 min), and incubated with secondary antibodies in 10% normal goat serum 

in blocking buffer at room temperature for 2 hours. finally, slides were washed (3x10 
min) in pbs (in the dark) and embedded in prolong Gold with dapi (invitrogen). 

fluorescent images were observed by using a fluorescence microscope (axioplan 2; 
carl Zeiss) equipped with a digital camera (coolsnap-pro; photometrics). fluorescent 
images were taken under identical conditions for all slides, and images were analyzed 
using the imageJ software (Rasband, W.s., imageJ, u.s. national institutes of Health, 
bethesda, Maryland, usa [http://rsb.info.nih.gov/ij/]).

results anD Discussion

a two-fold reduction in the amount of functional sPo11 reduces the number of 
raD51 foci at leptotene but not at zygotene
We used a Spo11 knockin mouse model in which the catalytically active tyrosine (tyr) 
100 residue is replaced by a phenylalanine (phe). in yeast and plants, mutation of 
the analogous tyr residue abolished meiotic dsb formation [32,33]. identical to the 
Spo11 knockout, male and female double-knockin mice (ki) are infertile, and meiotic 
prophase is blocked with spermatocytes and oocytes reaching a zygotene-like stage 
with variable degrees of heterologous synapsis (data not shown). first we analyzed the 
formation of meiotic dsbs in wild type (wt), heterozygote (hz) and ki mice through 
immunocytochemical analyses of the formation of Rad51 foci. Rad51 is a dna-
dependent atpase that forms filaments on single-stranded resected dna-ends at 
dsb-repair sites. it is essential for homologous recombination repair in mitotic cells 
[34,35]. in meiosis, Rad51 localizes to meiotic dsb sites, together with its meiosis-
specific paralog dMc1 [36]. The number of Rad51 foci was analyzed in leptotene and 
zygotene nuclei (figure 1). in leptotene, spo11 is activated, and many dsbs are formed, 
concomitant with the assembly of short patches of axial element formation along 
the chromosomal axes (figure 1a). in zygotene, repair of meiotic dsbs progresses, 
concomitant with homologous chromosome pairing and synapsis of the axial elements 
(now termed lateral elements), that occurs through the formation of the central element 
of the synaptonemal complex (sc) (figure 1a). in wt spermatocyte nuclei, the number 
of Rad51 foci gradually decreases from leptotene to zygotene, and by mid-pachytene 
only the asynapsed axis of the X chromosome contains a few remaining Rad51 foci 
[36]. in hz Spo11 mutant leptotene spermatocyte nuclei, the number of Rad51 foci 
was lower compared to wt (figure 1b, d). However, in zygotene nuclei, no difference 
in the number of Rad51 foci between wt and hz nuclei was observed (figure 1d). in 
the ki animals, only very few (approximately 13 on average) Rad51 foci were observed 
in leptotene and zygotene (figure 1c, d).

These data indicate that in the hz mice, half of the normal amount of functional spo11 
is not capable of inducing the normal number of meiotic-dsbs in leptotene. However, 
the reduced spo11 concentration may alter the kinetics of dsb formation, leading to a 
relative peak in dsb formation in zygotene in the heterozygote, and this may explain why 
the total number of Rad51 foci at this stage is near normal, and not reduced compared 
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Figure 2. Accumulation of DsB repair proteins and histone modifications on 
the pseudo Xy body of spo11 null mutant spermatocytes and oocytes. (a) 
double immunostaining of wt and Spo11 mutant oocytes at day e16 and e17.5 
nuclei with anti sYcp3 (red), anti Rad51 (green), and anti-gH2aX (blue). The 
asynapsed axis showing enhanced γH2aX-positive region (wt, left nucleus) 
and the pseudo XY body (e17.5 Spo11 ki, right nucleus) are indicated with 
a square, and an enlargement of this area, showing only the Rad51 staining 
is shown in the lower right corner of the images. note that at e16, hardly any 
Rad51 foci or γH2aX, and no pseudo XY bodies were detected in Spo11 ki 
oocytes. (b-c) double immunostaining of Spo11 ki spermatocytes with anti-
sYcp3 and different dna repair proteins or histone modifications. antibodies 
used for immunostaining are indicated. arrows indicate the localization of the 
pseudo XY body. (d-e) double immunostaining of wild type (d) and Spo11 
mutant spermatocytes (e) with Rad18 (green) and H3.1 (red). The upper 
panel shows the result of the staining with H3.1, the lower panel shows the 
merge with the Rad18 signal. in early pachytene in the wild type (d, left 
images), the Rad18-positive XY body is also positive for H3.1, whereas in 
midpachytene, when the Rad18 signal is further increased (d, right images), 
H3.1 has been removed. in the Spo11 mutant, a low level of Rad18, when 
present on the pseudo XY body, always covered a H3.1-positive area. 
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Figure 3: rAD51 foci frequently localize to the pseudo Xy body, and colocalize with gH2AX and other 
DsB repair proteins in multiple chromatin domains following irradiation. (A-F) Immunostaining of 
wild type and Spo11 mutant spermatocyte (A-D) and oocyte (e) nuclei. spermatocytes and oocytes were 
immunostained with anti-sYcp3 (red), anti-Rad51 (green), and gH2aX (blue). (a) upper image, Spo11 
mutant late-zygotene-like spermatocyte with Rad51 foci in the pseudo XY body. lower image, wild type 
pachytene spermatocyte, showing many persistent Rad51 foci on the X chromosome, and some on the 
autosomes, frequently colocalizing with gH2aX. (b) late-zygotene-like spermatocyte with a pseudo XY 
body that does not contain Rad51 foci. (c-e) localization of gH2aX and Rad51 in spermatocyte (c, d) 
and oocyte nuclei (e) of wild type and Spo11 mutant mice irradiated with iR at 5Gy, and analyzed 48h (c), 
120h (d), and 24h later (e). (d) pseudo XY body is indicated with a square, and the enlarged image of the 
pseudo XY body is shown at the right. (e) irradiated Spo11 mutant (left) and wt (right) oocyte.

to the leptotene stage. analyses of the number of MlH1 foci revealed that indeed, the 
crossover frequency is not different between wt and hz pachytene spermatocytes (figure 
1e). in wt female leptotene oocytes, we found approximately 140 Rad51 foci (figure 
1d), which is somewhat lower compared to male wt leptotene nuclei. This is a surprising 
finding in light of the fact that oocytes have approximately 30% more MlH1 foci and 
corresponding crossovers compared to spermatocytes. it cannot be excluded that the 
dynamics of dsb repair differ between oocytes and spermatocytes. The time span 
between leptotene (induction of dsbs) and early pachytene (synapsis) is approximately 
48 h in spermatocytes [37]. in oocytes, this time span is shorter (15-20h) [38], indicating 
that repair might occur somewhat faster, leading to an underestimation of the number 
of induced dsbs. still, it is unlikely that the increased crossover number in wild type 
females compared to males is caused by an increase in the number of meiotic dsbs.
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known markers of the Xy body accumulate on the pseudo Xy body in Spo11 null 
spermatocytes, but this is not associated with histone eviction.
The formation of the pseudo XY body has been described as an incomplete Msuc 
phenomenon, caused by the presence of asynapsed axes [13]. if this is the case, it 
would be expected that pseudo XY body formation also occurs during female meiotic 
prophase. surprisingly, we did not observe a gH2aX-positive chromatin domain in 
oocytes isolated from Spo11 ki ovaries at embryonic day 16 (figure 2a, ki, e16), despite 
the fact that pachytene oocytes are present in ovaries from wild type embryonic day 
16 (figure 2a, wt). next, we analyzed Spo11 ki ovaries at embryonic day 17.5 and did 
find a pseudo-XY body like, gH2aX-positive region (figure 2a, ki, e17.5). in addition, 
we detected spontaneous Rad51 foci which frequently colocalize with the pseudo XY 
body in Spo11 ki oocytes.

We next asked whether known components of the dna repair machinery 
accumulate on the asynapsed axes of the pseudo XY body (bRca1, topbp1), or the 
surrounding chromatin (Mdc1) in Spo11 ki spermatocytes. figure 2b shows that 
bRca1, topbp1, and Mdc1 all concentrate on the pseudo XY body of spermatocytes. 
However, for bRca1 and topbp1, the signal is somewhat less pronounced compared 
to the intense marking of the axial elements of the X and Y in wild type nuclei (data 
not shown). in addition to these dna repair proteins, several histone modifications 
are also known to accumulate on the XY body, and some of these also mark dsb repair 
sites; histone ubiquitylation and sumoylation (reviewed by [6]). The results shown in 
figure 2c revealed that phosphorylation of histone H2a threonine 119 (H2at119ph), 
phosphorylation of histone H2b theronine 120 (H2bt120ph), mono-ubiquitylation 
of histone H2a lysine 119 (H2ak119ub1) and chromatin suMoylation all mark 
the pseudo XY body. However, the complete replacement of H3 that occurs on XY 
bodies and during Msuc [39], was never observed for the pseudo XY body (figure 
2d, e). We co-stained spermatocytes for H3.1, that normally disappears from the XY 
body in early-to-mid pachytene [39], and for Rad18, a ubiquitin ligase that starts to 
accumulate on the XY body in early pachytene and reaches its maximum during mid-
to-late pachytene [40]. in wild type spermatocytes, a low level of Rad18 on the XY 
body was observed when H3.1 was still present (figure 2d, left). upon histone eviction, 
the Rad18 level has increased (figure 2d, right). in the Spo11 null spermatocytes, 
Rad18 levels on the pseudo XY body were very low, and we never observed depletion 
of H3.1 from the Rad18-positive region (figure 2e). together, these data indicate 
that dsb-repair proteins accumulate on the pseudo XY body in the absence of spo11-
induced meiotic dsbs. The slightly lower level of some proteins that is observed on the 
pseudo XY body compared to the level that is observed on the XY body, might be due 
to the fact that the cells never reach the stage that corresponds to mid-pachytene in wt 
spermatocytes, since histone eviction does not occur. alternatively, the cells may reach 
this stage without performing the histone eviction, and this may be associated with less 
pronounced accumulation of bRca1, topbp1, H2ak119ub1 and Rad18. 
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raD51 foci frequently localize to the pseudo Xy body
The dna repair-like response at the pseudo XY body may be a special adaptation of 
the dna repair pathways in spermatocytes, triggered by the meiosis-specific processes 
associated with the formation of the sc. asynapsed regions somehow recruit these 
proteins to elicit the Msuc response, independent of meiotic dsbs. alternatively, or 
in addition, naturally occurring dsbs may play a role in nucleating the formation of 
the pseudo XY body in one or maximally two regions of the nucleus. to investigate 
this further, we performed co-immunostaining experiments for Rad51 to visualize 
dsb-repair sites, gH2aX to visualize the pseudo XY body, and sYcp3 to assess the 
stages of the cells. We found that the pseudo XY body frequently contains several 
Rad51 foci in late-zygotene-like spermatocytes (figure 3a, ki). at this stage, one or 
more Rad51 foci localized in the pseudo XY body in 89% (n=80) of the nuclei. The 
average number of Rad51 foci at this stage was 4.1, and 66% of these Rad51 foci was 
associated with the pseudo XY body. note that some Rad51 foci were not located in 
the vicinity of the pseudo XY body, and were not marked by gH2aX on the surrounding 
chromatin (figure 3a, ki). also in wild type nuclei, gH2aX and Rad51 do not always 
colocalize in pachytene nuclei at autosomal regions (figure 3a, wt). in later stages, 
Rad51 disappeared from the nuclei, while the pseudo XY body remained (figure 3b), 
similar to what was observed in wt (data not shown). together, this indicates that in 
accordance with what is observed on the normal XY body, naturally occurring Rad51 
foci in Spo11 null mice may persist in the pseudo XY body. This result suggests that 
naturally occurring dsbs may perform a functional role in nucleating the formation of 
the pseudo XY body in a certain sub-region of the nucleus. alternatively, persistence 
of naturally occurring Rad51 foci may occur preferentially in the pseudo XY body. 
Real time analyses of the dynamics of Rad51 and gH2aX would be required to define 
the actual sequence of events during pseudo XY body formation, but based on the 
sYcp3 patterns that we observed in Spo11 ki spermatocytes with and without Rad51 
foci, we favour the hypothesis that the formation of the pseudo XY body is triggered 
by a combination of the presence of naturally occurring dsbs and the presence of 
asynapsed chromatin. furthermore, this hypothesis is supported by the fact that we did 
not detect any Rad51 foci nor any pseudo XY body in Spo11 ki oocytes at embryonic 
day 16 (figure 2a, ki, e16), while Rad51 foci and pseudo XY body appeared in Spo11 
ki oocytes at embryonic day 17.5, suggesting that spontaneous dsbs may trigger the 
formation of the pseudo XY body in the absence of spo11-induced dsbs. Moreover, 
in these e17.5 Spo11 ki oocytes, the colocalization between Rad51 foci and gH2aX 
accumulation is striking in the pseudo XY body and also in other chromatin regions. 
in the pseudo XY body, Rad51 appears to coat the axial elements, instead of forming 
distinct foci. it is tempting to speculate that this may be related to the chromosome 
wide spreading of Rad51 that has been observed in chromatin immuno-precipitation 
experiments upon the induction of a single persistent dsb in yeast [41].  

induction of radiation-induced Dsbs abolishes formation of the pseudo Xy body
next, we introduced irradiation-induced dsbs in Spo11 null mouse spermatocytes 
and oocytes to analyse the effect on the behaviour of dsb repair proteins, the pseudo 
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XY body, and synapsis. adult male ki mice were subjected to 5 Gy of irradiation and 
sacrificed 48h or 120 h following irradiation. pregnant hz female mice that had mated 
with a hz male, were irradiated at e15.5 and sacrificed at e16.5 to prepare spread oocyte 
nuclei. based upon previous experiments, 5 Gy is expected to generate approximately 
60 dsbs in leptotene and zygotene spermatocytes and oocytes. spread spermatocyte 
and oocyte nuclei were first analysed for Rad51 and gH2aX staining. at 48h following 
irradiation, Spo11 null zygotene-like spermatocytes lacked pseudo XY bodies. instead, 
gH2aX was present in multiple nuclear areas (figure 3c, ki) that also contained many 
Rad51 foci (figure 3c, ki). at 120h following irradiation, many nuclei displayed 
a single gH2aX positive area, resembling the pseudo XY body (figure 3d, ki). The 
number of Rad51 foci was higher at 48h compared to 120h, and Rad51 foci and 
linear aggregates localized to the pseudo XY body at 120h following irradiation in 
70% (n=40) of nuclei. The iR-induced pseudo XY body may be the result of clustering 
of persistent-dsb-containing-chromosome domains (figure 3d). a similar effect has 
been observed in mitotic G1 cells, in which dsbs formed at distant locations were 
able to subsequently be brought together to form a cluster [42]. furthermore, during 

Figure 4: Irradiation-induced DsBs stimulate synapsis in spO11-deficient oocytes but not in spermatocytes. 
(A-e) spread spermatocyte (A-C) and oocyte (D, e) nuclei of Spo11 mutant mice, non-irradiated (A, D), or 
exposed to 5gy Ir (B,C,e) and fixed at 48h (B) or 120h (C) after irradiation, or for the oocytes (e), at 24h 
following irradiation. synapsis was analyzed via double-immunostaining for sYcp1 (green) and sYcp3 (red). 
(f) The total sc length (measured via sYcp1-signal analyses) in zygotene-like nuclei of Spo11 mutant mice 
described above was measured. error bars indicate seM for 30 nuclei from 2 independent mice. 
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meiosis, areas that are subject to Msci or Msuc also frequently colocalize to form a 
single chromatin domain that is gH2aX-positive [43-47]. 

 previously, it has been shown that Msci is impaired when meiotic dsb repair 
is stalled, for example in Dmc1 knockout mice [13] and in mice lacking the central 
element component of the synaptonemal complex sYcp1 [48]. our data confirm and 
extend these observations, showing that there is a dynamic interplay between the 
pseudo XY body and dsb repair sites, irrespective of the fact that they are induced 
by spo11 or irradiation. in Spo11 null oocytes, at 24h following irradiation, a spread 
gH2aX staining pattern and multiple Rad51 foci were induced upon irradiation 
(figure 3e, ki), similar to what was observed in spermatocytes at 48h after irradiation. 
further analysis needs to be performed to determine whether Spo11 ki oocytes can 
form an iR-induced pseudo XY body at later time points following irradiation. in wild 
type pachytene oocytes, an Msuc response efficiently occurs when 1-3 chromosome 
pairs remain unsynapsed [49]. This occurs spontaneously in approximately 15% of 
the oocytes. However, if asynapsis is more extensive, such as in mouse mutants that 
display synaptic failure, gH2aX accumulation is more diffuse and does not reach the 
high intensity that is normally observed at the XY body. in addition, in such nuclei, 
transcriptional silencing of the asynapsed regions does not occur [49]. We find pseudo 
XY bodies in e17.5 Spo11 ki oocytes, in the presence of massive asynapsis (fig 2a), 
indicating that in these nuclei, the Msuc-inducing proteins are not recruited to all 
the asynapsed axes, and are therefore still capable of inducing an Msuc response. 
The overall colocalization between Rad51 and gH2aX accumulation in these nuclei, 
indicates that the presence of persistent naturally-occurring dsbs restrict the Msuc 
response to those regions that are both asynapsed and contain persistent dna damage. 
for spermatocytes, we propose that the mechanism occurs in a similar fashion, although 
the Msuc response may be somewhat different from oocytes, as illustrated by the 
more prominent Rad51 accumulation on axes of the pseudo XY body in oocytes as 
compared to spermatocytes. a similar mechanism of induced transcriptional silencing 
of chromatin surrounding persistent dsbs was recently shown to be operative and has 
been termed dsb-induced silencing in cis (disc) [27].

induction of radiation-induced Dsbs stimulates synapsis in Spo11 null oocytes and 
spermatocytes
to analyse the effect of the induction of irradiation-induced dsbs on synapsis, we 
analysed sc formation using antibodies directed against the axial/lateral element 
component sYcp3 and the central element component sYcp1. in Spo11 null 
spermatocytes and oocytes, the degree of synapsis is variable, with some nuclei 
showing no synapsis, whereas others show variable degrees of partial heterologous 
synapsis (figure 4a, d). occasionally, in spermatocytes, homologous synapsis between 
one or two chromosome pairs appears to occur, based upon the complete synapsis 
between lateral elements of equal length (figure 4a, arrows). on average, the degree of 
heterologous synapsis is more extensive in Spo11 null spermatocytes compared to oocytes 
(figure 4f). subsequently, we measured the total length of synapsed sc per nucleus in 
spermatocytes and oocytes upon irradiation. both in Spo11 null spermatocytes and 
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oocytes, the degree of synapsis was increased upon irradiation. in spermatocyte, the 
sYcp1 length was increased 1.5 fold and 2.3 fold compared to non-irradiated control, 
at 48h and 120h after irradiation, respectively (figure. a-c, f). in oocytes, the sYcp1 
length increased approximately two-fold compared to non-irradiated oocytes at 24h 
after irradiation (figure 4 d-f). in addition, some homologous synapsis might occur, 
based upon the complete scs that were occasionally observed (figure 4b, c, e, arrows). 
These data show that irradiation-induced dsbs may replace spo11-induced dsbs in 
stimulating synapsis in both oocytes and spermatocytes. our data also indicate that 
in the absence of meiotic dsbs, spermatocytes achieve more extensive synapsis than 
oocytes. This may be due to the broader time period during which spermatocytes 
can attempt to complete synapsis compared to oocytes. However, the maximal levels 
of synapsis were higher at 24h after irradiation in oocytes, compared to 120h after 
irradiation in spermatocytes. although complete synapsis was never observed, some 
oocytes reached a total sYcp1 length of 140 µm, whereas a maximal length of 90 µm 
was observed in the spermatocytes at 120h after irradiation (data not shown). This may 
be related to the fact that total synaptonemal complex length in oocytes is also higher 
in oocytes compared to spermatocytes. 

The number of irradiation-induced breaks in our model (around 60) is approximately 
25% of the normal amount of spo11-induced dsbs. it is not known what the minimal 
number of spo11-induced breaks is that is necessary to allow normal chromosome 
pairing. in contrast to the non-random distribution of spo11-induced breaks, 
irradiation-induced dsbs are randomly distributed. based on a random distribution, 
it is expected that each chromosome will obtain on average between 1 (chromosome 
19) and 4 (chromosomes 1 and 2) dsbs, with one or more chromosomes lacking a dsb 
in approximately 70% of the nuclei. based on the minimal effect of this number of extra 
dsbs on crossover frequencies in wild type mouse spermatocytes (only approximately 1 
extra crossover upon induction of 60 dsbs) [26], it might be expected that irradiation-
induced breaks may be not as efficient in stimulating homology recognition compared 
to spo11-induced dsbs. our data confirm and extend the observations made by 
Romanienko et al. (2000) that showed that cisplatin-induced dsbs could promote 
synapsis in Spo11 knockout spermatocytes, providing a partial rescue of the synaptic 
failure in the absence of spo11 [11]. Moreover, in yeast, irradiation-induced dsbs 
can also partially rescue the spo11 mutant phenotype, although in this case, some cells 
appear to be able to perform correct meiotic segregation, based on the production of 
some viable spores [50]. The smaller size of the yeast genome compared to the mouse 
genome may explain the differential effects of irradiation on synapsis on a spo11-
deficient background in the two-species.

conclusions
a point mutation in the Spo11 gene that leads to the replacement of a single tyr by a 
phe in the catalytic site of the enzyme leads to a complete lack of dsb formation in 
mouse oocytes and spermatocytes. Half the amount of functional spo11 is sufficient 
to generate a normal number of crossovers, although the number of dsbs that are 
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generated in leptotene is reduced. in the absence of meiotic dsbs as in Spo11 ki, dsb 
repair proteins accumulate on the so-called pseudo XY body in male and female nuclei. 
These proteins can be recruited from the pseudo XY body to actual dsb-repair sites 
upon irradiation, and this then abrogates the formation of the pseudo XY body in 
spermatocytes, due to the limiting amounts of components that function in both dna 
repair and Msuc. 

it is known that meiotic prophase is differentially regulated in males and females. 
one aspect is the 30% difference in the number of crossovers. our data show that 
this difference is most likely not caused by an increased number of meiotic dsbs in 
oocytes. in addition, we can conclude that, similar to what has been observed in yeast, 
irradiation-induced dsbs can stimulate synapsis in both male and female spo11-
deficient meiotic prophase nuclei. 
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Discussion
The aim of the work described in this thesis was to analyse Rad18 functions in mitotic 
and meiotic dna repair pathways. Rad18 is most well known for its role in replication 
damage bypass (Rdb). We have analysed the dynamic localization of Rad18 at sites 
where Rdb is activated during s phase (chapter 2), and also determined which Rad18 
domains are required to ubiquitylate pcna, which is the main substrate in the Rdb 
pathway (chapter 3). although it has been known for some time that Rad18 also 
localizes to sites of dna double-strand breaks (dsbs) (see also chapter 2), and that 
Rad18 deficient cells are sensitive to agents that induce dsbs [1-3], the functions of 
Rad18 at dsb repair sites remain elusive. to gain insight into these functions, it is 
important to understand what triggers recruitment of Rad18 to dsbs, and most 
essential, to identify interacting proteins that may be substrates for Rad18-mediated 
ubiquitylation. Here we will discuss the possible relevance of Rad18 recruitment 
to dsb-repair sites in mitotic and meiotic cells, and finally focus on the candidate 
substrates for Rad18 ubiquitylation that were identified in this context.

recruitment of raD18 to Dsb rePair sites in mitotic 
cells
two distinct modes of recruitment of Rad18 to sites of dna damage can be discerned. 
first, Rad18 appears to have direct dna binding properties mediated by the sap 
domain. This binding requires the protein Rpa, which binds to ssdna and mediates 
recruitment of Rad18 to the dna. Rpa and the sap domain of Rad18 are both 
required for pcna ubiquitylation in the Rdb pathway [4]. second, recruitment of 
Rad18 to the chromatin surrounding dsb sites depends on the ubiquitin-binding 
Zinc finger domain of Rad18 (chapter 3). still, this mode of Rad18 recruitment also 
requires Rpa (chapter 3), although it is not clear whether in this situation Rpa plays 
a direct role in Rad18 recruitment or acts further upstream. Rad18 localizes as a 
diffuse cloud to the region surrounding dsb sites within 2 minutes throughout the 
cell cycle (chapter 2). Most likely, the Zinc finger domain mediates the binding of 
Rad18 to ubiquitylated chromatin components. The most well known ubiquitylated 
chromatin components that are enriched at sites of dsb-repair are ubiquitylated H2a 
and ubiquitylated H2aX [5-10]. The localization of ubiquitylated H2a and/or H2aX 
can be visualized using an antibody that targets conjugated ubiquitin (fk2; biomol, 
pW 8810) or an antibody that recognizes ubiquitylated H2a (05-678, upstate). The 
fk2 antibody recognizes all ubiquitylated proteins, mono-and poly- ubiquitylated. a 
related antibody, named fk1, recognizes only poly-ubiquitylated proteins, and another 
antibody (HWa4c4; ebioscience and Millipore, or apu3.a8; Genetech and Millipore) 
recognizes only poly-ubiquitylated proteins that are linked via k63. using such 
antibodies, it was shown that the majority of polyubiquitylated proteins at dsb sites are 
linked via k63 [11-13]. The antibody against ubiquitylated H2a is a mouse monoclonal 
igM antibody that was fortuitously discovered in a screen for monoclonal antibodies 
that showed enhanced immunoreactivity in sV-40 transformed human fibroblasts 
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compared to the normal fibroblasts. sequencing fragments of the immunoreactive 
band revealed that the recognized protein represented ubiquitylated H2a [14]. still 
the specificity of this antibody for ubiquitylated H2a in immunocytochemistry has 
not been demonstrated unequivocally, and it is also not certain which ubiquitylated 
forms of H2a are recognized. The fact that the genome encodes many copies of the 
H2a gene complicates targeted mutagenesis studies, although a combined knockdown 
and transgenic approach might yield informative results. Huen et al.(2007) have shown 
that ubiquitylation of H2aX does not depend on k119/120, the major site for mono-
ubiquitylation of H2a outside the context of dna repair [6]. 

our own immunoprecipitation experiments have shown that Rad18 interacts with 
mono-ubiquitylated H2a, and that the amount of co-precipitated mono-ubiquitylated 
H2a increases upon induction of dsbs (chapter 3). This strongly suggests that 
Rad18 is recruited to dsb repair sites at least in part via interaction with mono-
ubiquitylated H2a. This is also consistent with the fact that recruitment of Rad18 to 
dsb repair sites requires the function of Rnf8, one of the main e3 ligases for H2a 
ubiquitylation [8]. in addition to the interaction of Rad18 with ubiquitylated H2a, 
our immunoprecipitation results also indicate that Rad18 interacts with many other 
ubiquitylated proteins, in a Zinc finger dependent way, making it highly likely that 
apart from H2a and H2aX, other ubiquitylated chromatin components will also be 
used by Rad18 to bind to chromatin near dsb repair sites. our immunocytochemical 
analyses of fk2 in relation to the localization of Rad18 in Hela cells indicate that 
Rad18 localization to chromatin is indeed dependent on the presence of ubiquitylated 
chromatin components (chapter 3). to analyze whether Rad18 always localizes to 
regions that show enhanced H2a ubiquitylation, we analyzed human female primary 
fibroblast cultures. in these cells, dosage compensation has resulted in the inactivation 
of one of the two X chromosomes, and this chromosome is known to be enriched 
for ubiquitylated H2a. immunocytochemical analyses of fk2 and Rad18 signals in 
these cells revealed that the barr body was mostly not enriched for Rad18, even if 
fk2 staining was enhanced in this region. in a small percentage of the nuclei, Rad18 
was detected at the barr body (chapter 3). together with our immunoprecipitation 
experiments, that show a very different banding pattern of the input of ubiquitylated 
proteins compared to the output of ubiquitylated proteins whose precipitation by the 
Rad18 antibody depends on the presence of an intact Zinc finger domain, these data 
indicate that the interaction of Rad18 with ubiquitylated chromatin components is 
specific, and possibly regulated. such regulation might occur via phosphorylation by 
atM kinase, similar to what occurs for many other proteins involved in dna damage 
response pathways (ddR). using anti-flag-tagged Rad18 co-immunoprecipitation 
followed by mass-spectrometry, we have found that Rad18 interacts with 14-3-3 
proteins (data not shown), which recognize phosphorylated serine or threonine 
residue of substrates [15].  in addition, autoubiquitylation of Rad18 may render the 
protein inactive, since we did not observe an interaction between ubiquitylated H2a 
and ubiquitylated Rad18; only non-ubiquitylated Rad18 was co-immunoprecipitated 
upon precipitation of Gfp-tagged H2a (chapter 3).
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interacting Proteins anD Possible D ownstream 
effects of raD18 recruitment to Dsb sites in 
mitotic cells
Recently, Rad51c was identified as a new interacting partner for Rad18 in 
mammalian cells [1]. Rad51c binds to the RinG finger domain of Rad18, is a Rad51 
paralog, and functions to stabilize Rad51 after dna damage by protecting it from 
ubiquitin-mediated degradation [16]. it is not clear whether Rad51c is a substrate 
for Rad18. Huang et al. (2009) found that the number of irradiation-induced Rad51 
foci is decreased in the absence of Rad18 [1], indicating that lack of interaction of 
Rad51c with Rad18 might somehow reduce the protective function of Rad51c 
and/or Rad51c is required for efficient loading of Rad51, like other Rad51 paralogs. 
instead, we have found that Rad51 can still accumulate at sites of locally induced 
damage in the absence of Rad18, indicating that there is no absolute requirement 
for Rad18 in Rad51 foci formation (chapter 2). Huang et al. (2009) found that the 
RinG finger domain, but not its enzymatic activity, is required for the function of 
Rad18 in dsb repair, indicating that Rad18 may have a structural rather than an 
enzymatic function in dsb repair. However, we have found that the enzymatic activity 
of Rad18 is required for the recruitment of the checkpoint-related protein Rad9 to 
dsb repair sites (chapter 3). since we observed no direct interaction between Rad18 
and Rad9, and also could not detect any ubiquitylated Rad9, the enzymatic role of 
Rad18 in this context may be indirect, involving a yet unknown substrate. another 
known interaction partner for Rad18 is 53bp1 [3]. This protein plays an important 
role in the choice between HR and nHeJ; it stimulates nHeJ through interfering 
with dna-end resection (chapter 1). Watanabe et al. (2009) showed that Rad18 and 
53bp1 are interdependent for foci formation after iR in G1 [3]. in this phase of the cell 
cycle, nHeJ is thought to be the preferred pathway for dsb repair, in the absence of 
a sister chromatid as the template for HR. We have found that Rad18 accumulates in 
one or two relatively large foci in G1 that may contain either ku80 or Rad51 protein, 
suggesting that HR is initiated and probably persisted in approximately 47% of the 
spontaneous dsbs in G1 (chapter 2). it is tempting to suggest that Rad18 may interact 
with 53bp1 to inhibit its nHeJ-stimulatory role, since Rad18 in yeast and chicken 
dt40 cells also inhibits nHeJ [17], and the interaction of Rad18 with Rad51c may 
facilitate HR. intriguingly, 53bp1 interacts with Rad18 via the Zinc finger of Rad18 
[3], suggesting that Rad18 may interact with ubiquitylated 53bp1. 

using two separate approaches we have also tried to identify novel Rad18 interacting 
proteins. as described above, we analysed Rad18-interacting proteins through a co-
immunoprecipitation approach using flaG-tagged wild type Rad18, and Rad18 
mutated in the Zinc finger, expressed in Hela cells. co-immunoprecipitated proteins 
were identified through mass spectrometry. This approach yielded not only the 14-3-3 
protein (see above), but also several other interesting candidate proteins such as the 
tumor suppressor protein Junb, and the breast cancer gene product bRca2 [18]. 
bRca2 protein interacts directly with the Rad51 recombinase [19,20] and regulates 
recombination mediated dsb repair by stabilizing the Rad51 filaments. in a second 



7 

GeneRal discussion 203

approach, we performed a yeast two-hybrid screen, using full length mouse Rad18 as 
the bait and a cdna library generated from mouse testis as the prey. This experiment 
yielded many clones encoding the protein Mtbp for MdM2 (two)-binding protein. 
Mtbp is highly expressed in testis and ovary, and was identified based on its MdM2-
binding property [21]. MDM2 is an oncogene that functions as an ubiquitin e3 
ligase, it controls the activity of p53 as a transcription factor [22], and regulates the 
stability of p53 and MdM2 itself through ubiquitin-mediated proteasomal degradation 
[23,24]. Mtbp may stabilize MdM2 by inhibiting autoubiquitylation of MdM2. This 
would enhance polyubiquitylation of p53 by MdM2 followed by the proteasome 
mediated degradation [25]. knockout of Mtbp leads to embryonic lethality [26], 
but haploinsufficiency increases tumor metastasis, indicating that Mtbp may act as a 
tumor suppressor. to analyze a possible regulatory relationship between Rad18 and 
Mtbp, we analyzed expression of Mtbp and MdM2 in wild type and Hr6b knockout 
mouse spermatocytes and spermatids, and found that both proteins were upregulated 
in the knockout (data not shown). together with the two-hybrid data, this suggests 
that HR6b, together with Rad18, may ubiquitylate Mtbp, leading to its degradation, 
and concomitant destabilization of MdM2. This could then lead to stabilization of p53. 

The two-hybrid system was also used to investigate possible interactions between 
Rad18 and components of the 9-1-1 complex. This complex is essential for the 
activation of cell cycle checkpoints at sites of dna damage, and Rad18-mediated 
ubiquitylation of the Rad1 component of the 9-1-1 complex was reported to stimulate 
the activity of the 9-1-1 complex upon the induction of damage [27]. We did not detect 
any direct interaction between the components of the 9-1-1 complex and Rad18. Very 
recently, davies et al. (2010) [28] reported that ubiquitylation of the 9-1-1 complex is 
independent of damage and the Rad6-Rad18 complex. based on these observations, 
it appears that it is unlikely that Rad18 mediated ubiquitylation of some of the 
components of the 9-1-1 complex at sites of dna repair. Most interestingly, although we 
have not found a direct interaction between Rad18 and the 9-1-1 complex, our results 
revealed a functional interaction; recruitment of Rad9 to G1 foci and to damage-
induced dsbs requires Rad18. based upon the fact that knockdown of Rad18 does 
not interfere with the activation of the checkpoint kinases that are downstream of 9-1-1 
activation, cHk1 and cHk2, we propose that Rad9 performs a direct role in HR at 
these sites (chapter 3).

raD18 recruitment to meiotic Dsbs
in contrast to mitotic dsbs which may arise due to exogenous and endogenous dna 
damage, meiotic dsbs are programmed and induced by the topoisomerase ii-like 
enzyme spo11. as discussed in chapter 4, the processing of meiotic dsbs shows some 
resemblance to the processing of damage-induced dsbs, but specific aspects have been 
adapted to stimulate repair via homologous recombination, using the homologous 
chromosome as a template for repair, instead of the sister chromatid. Rad18 is not 
directly recruited to these dsbs, but only to a subset of approximately 30-40 breaks, 
based upon the number of foci that appears in zygotene. in these nuclei, Rad18 has a 
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focal appearance, and ubiquitylated H2a does not accumulate at these sites, indicating 
that Rad18 is recruited to these breaks independent of H2a ubiquitylation, and possibly 
also independent of its Zinc finger domain. This focal recruitment of Rad18 may 
depend on Rpa that is loaded at many meiotic dsb-repair sites at this stage. somehow, 
recruitment of Rad18 to spo11-induced dsbs in leptotene is prevented, since 
radiation does induce focal Rad18 accumulation in these cells, indicating that Rad18 
is present in sufficient amount. in pachytene, Rad18 accumulates as a diffuse cloud 
on the XY body, and colocalizes with ubiquitylated H2a. interestingly, the presence 
of damage-induced dsbs in these cells also leads to a more diffuse accumulation 
of Rad18 to the region surrounding the dsbs, and this region is also enriched for 
ubiquitylated H2a. taken together, this indicates that, similar to the situation in 
mitotic cells, two modes of Rad18 recruitment, a focal mode and a diffuse mode, 
are operative in meiotic cells. The diffuse mode of Rad18 accumulation most likely 
depends on the interaction between Rad18 and ubiquitylated H2a and/or possibly 
additional ubiquitylated chromatin components. Recently, the function of Rnf8 in 
spermatogenesis has been examined and it was found that the ubiquitylation of H2a 
and H2b by this enzyme is essential for the histone-to-protamine transition that allows 
the tight packaging of the sperm genome [29]. surprisingly, meiosis proceeds normally 
in Rnf8 knockout mice, despite the fact that ubiquitylation of H2a on the XY body is 
disrupted [29]. it will be very intriguing to investigate whether Rad18 accumulates on 
the XY body in the Rnf8 knockout mice.

interaction Partners of raD18 in meiotic Dsb rePair
Rad51c is one of the interaction partners of Rad18 in somatic cells [1]. in male 
spermatocytes, the pattern of Rad51c staining is strikingly similar to that of MlH1 [30]. 
in pachytene, one or two distinct Rad51c foci associated with each synapsed bivalent, 
and many of these Rad51c foci persist through diplotene, indicating that Rad51c 
targets crossover sites. Rad51c knockout mice are embryonic lethal [31]. to overcome 
the early embryonic lethality, a viable mouse model carrying a hypomorphic and null 
allele of Rad51c produced mice expressing 5-30% of the wild type level of Rad51c 
protein [32]. These Rad51c deficient mice are subfertile, and the number of Rad51 
foci in leptotene and zygotene is significantly decreased, in association with abnormal 
synapsis between homologous chromosomes, and a decreased number of crossover 
sites and meiotic arrest [32]. This observation is surprising, in light of the fact that foci 
formation of Rad51c is not observed in leptotene and zygotene spermatocyte in wild 
type [30]. The decreased number of Rad51 foci is not due to a decrease in the number 
of spo11-induced dsbs because the number of Rpa foci is similar in both mutant and 
control mice [32]. taken together, Rad51c deficient mice show clear defects in HR-
mediated repair of meiotic dsbs. spermatocytes of Rad18 knockdown mice do not show 
such dramatic defects in HR repair, and Rad18 displays a different localization pattern, 
indicating that Rad51c and Rad18 may function independently in meiosis.  

53bp1 is another obvious candidate interacting protein for Rad18 in spermatocytes. 
it colocalizes with Rad18 on the XY body in pachytene and diplotene spermatocytes. 



7 

GeneRal discussion 205

However, 53BP1-/- mice are fertile and the males have no noticeable defect in 
spermatogenesis [33,34]. in addition, the 53bp1 localization pattern is not different in 
Rad18 knockdown spermatocytes compared to controls (unpublished data), indicating 
that Rad18 is not required for the localization of 53bp1 to the XY body. 

as described above, Mtbp may interact with Rad18 in spermatocytes, since both 
proteins are highly expressed in testis, and the level of Mtbp protein was upregulated 
in Hr6b knockout spermatocytes and spermatids. to investigate this possibility further, 
it will be necessary to directly co-precipitate Mtbp and Rad18 from testicular 
samples, and to study the effect of Rad18 knockdown on Mtbp protein expression in 
spermatocytes and spermatids.

Possible role of raD18 in intersister meDiateD 
homolo gous recombination rePair of Persistent 
meiotic Dsbs
in Rad18 deficient spermatocytes, and also in Hr6b knockout spermatocytes, we noted 
persistence of a few diffuse gH2aX foci in diplotene (chapter 4). This result indicates 
that the HR6b/Rad18 complex is required for repair of a small subset of meiotic dsbs. 
at the XY body, we do not observe any change in the dynamics of gH2aX removal in 
Rad18 knockdown spermatocytes compared to controls. it may be suggested that Rad18 
stimulates HR at the XY body, but fails to succeed since repair via the sister chromatid 
and nHeJ are repressed. When nHeJ is reactivated in late pachytene spermatocytes 
[35], repair may occur via this pathway, independent of Rad18. This hypothesis is 
supported by the fact that both Rad51 and Rad18 disappear from the XY body before 
gH2aX. at autosomal sites, where Rad18 shows a transient focal accumulation in late 
zygotene, Rad18 may be recruited to a small subset of meiotic breaks that has failed 
to initiate repair using the homologous chromosome as a template. on the autosomal 
chromosomes, synapsis may proceed in the presence of some persisting damage, once 
a certain threshold number of sites have progressed through the strand-invasion steps, 
and crossing-over sites have been designated. synapsis may result in the removal of 
proteins that inhibit sister chromatid mediated HR, and thus persisting dsbs may 
then be repaired via the “normal” mitotic pathway. This process may be stimulated 
by Rad18, and on the Rad18 knockdown background such breaks may persist until 
nHeJ is reactivated.  Thus, Rad18 may stimulate intersister-mediated dsb repair at 
persisting dsbs on autosomes as well as on the X chromosome. at the X chromosome, 
this activity is inhibited since synapsis is not achieved (maintaining the interhomolog 
bias to stimulate chromosome pairing). However, at autosomal sites, where synapsis is 
achieved, this inhibition is relieved, and Rad18 helps to mediate the inter-sister repair. 
based upon the number of Rad18 foci in late zygotene nuclei, it might be suggested 
that approximately 30-40 such sites of inter-sister repair occur per spermatocyte 
nucleus. Rad51c and bRca2 are two putative interaction partners that could help 
to mediate this function of Rad18, although it remains to be established whether this 
also involves their ubiquitylation.
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Putative raD18 function in transcriPtional 
silencing couPleD to Dna rePair
in Rad18 knockdown mice, the maintenance of meiotic sex chromosome inactivation 
(Msci) appears to be impaired (chapter 4), similar to what was observed for Hr6b 
knockout mice [36,37]. Msci is thought to be triggered by the presence of asynapsed 
axial elements, but the process also resembles the dna damage and requires atR-
induced gH2aX formation. Recently, shanbhag et al. (2010) elegantly showed 
that dsbs induce transcriptional silencing in cis, and that this requires atM and 
ubiquitylation of H2a by Rnf8 as well as additional k63-linked polyubiquitylation 
by Rnf168. since the X chromosome contains several persisting dsbs in pachytene, 
it is tempting to speculate that Msci, and dsb-dependent silencing in cis, termed 
disc, are evolutionary related ([38] and see also chapter 4). shanbhag et al. (2010) 
speculate that mono-ubiquitylation of H2a may be most directly involved in mediating 
disc, whereas the formation of k63 polyubiquitin chains may function more in dna 
damage recognition. since we have observed a direct interaction between Rad18 and 
mono-ubiquitylated H2a, and observed an impairment of Msci in Rad18 deficient 
spermatocytes, it might be suggested that Rad18 also functions in disc in somatic 
cells. perhaps its recruitment of Rad9 to dsb-repair sites is also functionally relevant 
in this context. The protein Rad1, a component of the 9-1-1 complex, has been shown 
to accumulate on the XY body [39]. for Rad9, this is not known. so far we have 
been unable to obtain specific antibodies that are useful for detecting components of 
the 9-1-1 complex at the XY body, and therefore, we cannot determine whether their 
recruitment is impaired in Rad18 knockdown spermatocytes. to obtain more insight 
in the putative roles of Rad18 in dsb-repair, disc and Msci, it will be important to 
identify the (ubiquitylated) proteins that interact with Rad18 as observed in chapter 
3 by mass-spectrometry.
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summary 
cells are constantly exposed to internal and external factors that may cause dna 
damage. to maintain genomic integrity, cells have developed elaborate dna repair 
systems and various cell cycle checkpoints that ensure the repair of dna lesions before 
cell cycle progression resumes. one of the most genotoxic lesions is a dna double 
strand break (dsb). in mitotic cells, dsbs can arise when the replication fork collapses 
during s phase. in meiosis, dsbs are induced by the enzyme spo11, as a first step in 
meiotic recombination. in addition, dsbs may arise, both in mitotic and meiotic cells, 
from exogenous factors such as ionizing radiation. 

in this thesis, we focused on the role of Rad18 in dsb repair in mitotic and 
meiotic cells. Rad18 is an ubiquitin e3 ligase, which is most well known for its role 
in replication damage bypass (Rdb), where it mono-ubiquitylates proliferating cell 
nuclear antigen (pcna), in a cascade of events that allows dna replication to proceed 
in the presence of damage. The function of Rad18 in dsb repair is much less clear. 
first, we analysed the dynamic localization pattern of Yfp-tagged Rad18 during the 
cell cycle in living cells (chapter 2). We show that the distribution pattern of Yfp-
Rad18 is mostly different from that of pcna, but similar to that of the dsb repair-
associated proteins Rad51 and gH2aX. after induction of dsbs, using low power 
multi-photon laser irradiation, Rad18 accumulated at dsb sites, but pcna did not. 
These findings suggest that Rad18 functions in dsb repair outside the context of Rdb, 
and independent from pcna mono-ubiquitylation. next, we performed functional 
studies of Rad18 through analyses of the effects of mutations in the Rad18 RinG 
finger, Zinc finger, sap domain, and HR6a/b binding domain in chapter 3. We 
show that Rad18 associates with dsbs via its Zinc finger domain through association 
with ubiquitylated H2a and other ubiquitylated chromatin components, which are 
enriched at chromatin surrounding dsbs. The association of Rad18 with dsbs allows 
recruitment of Rad9, one of the components of the 9-1-1 checkpoint complex. Rad9 
may function directly in homologous recombination repair at dsbs, independent of 
downstream activation of the checkpoint kinases cHk1 and cHk2,

in meiotic cells, programmed dsbs are induced by an endogenous meiosis-
specific topoisomerase-like protein called spo11, at various locations in the genome 
at the beginning of the first meiotic prophase. The repair of spo11-induced meiotic 
dsbs leads to the formation of crossovers and noncrossovers through homologous 
recombination. The role of mouse Rad18 in meiotic dsb repair is described in 
chapter 4. We show that Rad18 is recruited to persistent meiotic dsbs in a spo11 
dependent manner. analyses of the meiotic phenotype of Rad18 knockdown mice 
revealed that Rad18 is required for the efficient repair of a small subset of meiotic 
dsbs. in addition, Rad18 is recruited to the chromatin of the XY chromosome pair 
that forms the transcriptionally silent XY body. The accumulation of Rad18 on the 
silenced chromosomal regions in meiosis occurs at least partially independent of 
spo11-induced dsbs. at the XY body, Rad18 mediates the chromatin association of 
its interaction partners, the ubiquitin-conjugating enzymes HR6a and HR6b. HR6b 
is involved in regulation of histone modifications at the XY body, and required for 
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maintenance of sex chromosome silencing. We showed that this function is Rad18-
dependent, since the level of dimethylation of histone H3 at lysine 4 in spermatocytes, 
and the maintenance of meiotic sex chromosome inactivation in spermatids were also 
affected in Rad18 knockdown testes. since pcna is the most well known substrate 
for ubiquitylation by Rad18, it was also interesting to compare the phenotype of the 
Rad18 knockdown mice with that of mice that carried a targeted mutation at the lysine 
(k164) that is normally ubiquitylated by Rad18 (chapter 5). surprisingly, homozygous 
PcnaK164R/K164R knockin mice display severe defects in germ cell development, indicating 
an essential role of pcna modification during primordial germ cell survival and/
or proliferation. also, in heterozygous mice, carrying one mutated pcna allele 
(PcnaK164R/+), we observed an increase in meiotic recombination frequency. This 
phenotype appeared to be independent of other components of the Rdb pathway, 
indicating that perhaps not pcna ubiquitylation, but pcna sumoylation might be 
involved in the regulation of meiotic recombination frequency.

 as described in chapter 6, we have also analysed whether irradiation induced 
breaks can replace spo11 to stimulate chromosome pairing during meiotic prophase. in 
addition, we have performed a detailed analysis of the relation between the accumulation 
of dna repair proteins and the formation of the so-called pseudo-XY body in Spo11 
mutant spermatocytes. The pseudo-XY body is characterized by the formation of a 
transcriptionally silenced and gH2aX-positive area, covering part of the asynapsed 
chromatin (not necessarily X and Y) in Spo11-deficient spermatocytes. We found that 
irradiation-induced breaks stimulate synapsis of synaptonemal complex formation in 
spermatocytes and oocytes. shortly after irradiation, formation of the pseudo-XY body 
was not observed. instead, multiple gH2aX-positive areas, colocalizing with Rad51 
foci, could be observed. in the absence of irradiation, spontaneous Rad51 foci also 
frequently colocalized with the pseudo-XY body. taken together with our observation 
that a pseudo-XY body is formed in Spo11 mutant oocytes, in association with Rad51 
accumulation, we suggest that meiotic silencing may be triggered by the presence of 
persistent dsbs in oocytes and spermatocytes. 

in chapter 7, we discuss the possible relevance of Rad18 recruitment to dsb 
repair sites in mitotic and meiotic cells, and finally focus on the candidate substrates of 
Rad18 whose final identification will help to obtain more insight in the putative roles 
of Rad18 in dsb repair, dsb-dependent silencing in cis, and meiotic sex chromosome 
inactivation.
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samenvat ting
cellen worden voortdurend blootgesteld aan interne en externe factoren die dna 
schade kunnen veroorzaken. om genomische integriteit te behouden hebben cellen 
daarom de beschikking over diverse dna reparatie mechanismen. daarnaast is er een 
controle-systeem dat ervoor zorgt dat schade aan het dna gerepareerd wordt voordat 
de celdeling plaatsvindt. eén van de meest genotoxische soorten dna schade is de 
dna dubbel-strengs breuk (dsb). in mitotische cellen kunnen dsb’s ontstaan als 
de replicatie vork instort tijdens de s-fase. Verder kunnen dsb’s ook ontstaan door 
externe factoren zoals ioniserende straling. 

in dit proefschrift concentreren we ons op de rol van Rad18 in dsb reparatie in 
mitotische en meiotische cellen. Rad18 is een e3 ubiquitine ligase, en is vooral bekend 
vanwege zijn rol bij het passeren van dna schade tijdens replicatie (replication damage 
bypass, Rdb). daar ubiquitineert het proliferating cell nuclear antigen (pcna), in 
een reeks gebeurtenissen die ervoor zorgen dat dna replicatie ondanks de schade 
kan doorgaan. Hoe Rad18 functioneert bij reparatie van dsb’s is nog niet helemaal 
duidelijk.

allereerst hebben we de dynamische lokalisatie van Yfp-gekoppeld Rad18 
gevolgd in levende cellen (hoofdstuk 2). We laten zien dat het distributie patroon 
van Yfp-Rad18 anders is dan dat van pcna, het lijkt meer op het patroon van de 
dsb-reparatie eiwitten Rad51 en γH2aX. na inductie van dsb’s met multi-foton 
laser bestraling accumuleert Rad18, maar niet pcna, op dsb’s. dit suggereert dat 
Rad18 een rol heeft in dsb reparatie die onafhankelijk is van zijn rol in Rdb en pcna 
mono-ubiquitinatie.

Vervolgens hebben we functionele studies op Rad18 uitgevoerd door de effecten te 
bestuderen van mutaties in de RinG-vinger, zink-vinger, sap en HR6a/b domeinen 
(hoofdstuk 3). We laten zien dat Rad18 via het zink-vinger domein aan dsb’s bindt 
door associatie met geubiquitineerd H2a en met andere geubiquitineerde chromatine 
componenten die verrijkt zijn rondom dsb’s. de associatie van Rad18 met dsb’s zorgt 
ervoor dat Rad9, één van de componenten van het 9-1-1 checkpoint complex, wordt 
gerekruteerd. Rad9 zou een directe rol in homologe recombinatie kunnen spelen, die 
onafhankelijk is van activering van de checkpoint kinases cHk1 en cHk2.

in meiotische cellen worden geprogrammeerde dsb’s gemaakt door het topo-
isomerase-achtige eiwit spo11. dit gebeurt op verschillende plekken in het genoom 
in de vroege meiotische profase. de reparatie van spo11-geïnduceerde dsb’s leidt via 
homologe recombinatie tot producten waarbij een hele chromosomale arm wisselt 
van chromosoom, of een product waarbij slechts een klein dna fragment wordt 
uitgewisseld (respectievelijk genaamd crossovers en non-crossovers). de rol van 
Rad18 in meiotisch dsb herstel wordt beschreven in hoofdstuk 4. Wij laten daar 
zien dat Rad18 wordt gerekruteerd naar persisterende dsb’s, en dat dit afhankelijk 
is van spo11. analyses van het meiotische fenotype van Rad18 knockdown muizen 
laten zien dat Rad18 nodig is voor efficiënte reparatie van een kleine subset van 
meiotische dsb’s. bovendien wordt Rad18 gerekruteerd naar het chromatine van 
het XY chromosoompaar, dat de transcriptioneel inactieve XY body vormt. de 
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opeenhoping van Rad18 in transcriptioneel inactieve chromosomale regio’s tijdens 
de meiose is tenminste deels onafhankelijk van spo11-geïnduceerde dsb’s. op de 
XY body zorgt Rad18 voor de chromatine associatie van zijn interactie partners; de 
ubiquitine-conjugerende enzymen HR6a en HR6b. HR6b is betrokken bij de regulatie 
van histon modificaties op de XY body en bij het handhaven van transcriptionele 
inactivatie van de geslachtschromosomen. Wij hebben laten zien dat deze rol van 
HR6b afhankelijk is van Rad18, omdat het niveau van dimethylering op histon H3 op 
lysine 4 in spermatocyten, en het handhaven van geslachtschromosoom inactivatie in 
spermatiden ook aangedaan waren in testes waarin Rad18 uitgeschakeld was. 

omdat pcna het bekendste ubiquitinatie substraat van Rad18 is, was het 
interessant om het fenotype van Rad18 knockdown muizen te vergelijken met dat 
van muizen met een mutatie in het lysine op pcna (k164) dat normaal door Rad18 
geubiquitineerd wordt (hoofdstuk 5). onverwachts lieten Pcnak164R/k164R knock-in 
muizen een ernstig defect zien in de ontwikkeling van de geslachtscellen, wat suggereert 
dat pcna een essentiële rol heeft in de overleving en/of proliferatie van geslachtscellen. 
bovendien zagen we dat heterozygote muizen met een enkel gemuteerd pcna allel 
(Pcnak164/+) een verhoogde recombinatie frequentie in meiose hadden. dit fenotype 
leek onafhankelijk van andere Rdb-componenten, en doet suggereren dat niet pcna 
ubiquitinatie, maar pcna sumoylatie een rol zou kunnen spelen in het reguleren van 
de meiotische recombinatie frequentie.

in hoofdstuk 6 hebben we geanalyseerd of breuken die door straling worden 
geïnduceerd de functie van spo11 kunnen vervangen en of deze breuken chromosoom-
paring kunnen induceren in meiose. Verder hebben we een gedetailleerde analyse 
uitgevoerd van de relatie tussen de accumulatie van dna reparatie eiwitten en de 
vorming van het zogenoemde pseudo-XY body in Spo11 mutant spermatocyten. 
Het pseudo-XY body wordt gekenmerkt door een transcriptioneel inactief gebied 
dat positief is voor γH2aX en dat een deel van het niet-gesynapste chromatine in 
spermatocyten bedekt. Wij zagen dat stralings-geïnduceerde breuken synapsis en 
vorming van het synaptonemale complex in spermatocyten en oocyten stimuleren. 
Vorming van een pseudo-XY body kort na bestraling werd niet gezien, maar wel zagen 
we verschillende γH2aX-positieve gebieden die samenvielen met Rad51 foci. Zonder 
bestraling vallen spontane Rad51 foci ook regelmatig samen met het pseudo-XY 
body. onze waarnemingen dat het pseudo-XY body wordt gevormd in Spo11 mutant 
oocyten en dat dit samenvalt met Rad51 accumulatie, geven samen aan dat meiotische 
inactivatie van transcriptie zou kunnen worden veroorzaakt door persisterende dsbs 
in oocyten en spermatocyten.

in hoofdstuk 7 bespreken we de mogelijke relevantie van Rad18 rekrutering 
naar dsb-reparatie gebieden in mitotische en meiotische cellen, en richten we ons 
op kandidaat-substraten van Rad18. de identificatie van deze substraten zou meer 
inzicht kunnen verschaffen in de mogelijke functies van Rad18 in de reparatie 
van dsb’s, in dsb-afhankelijke transcriptionele inactivatie in cis, en in meiotische 
geslachtschromosoom inactivatie.

(kindly translated by daphne b. pontier)
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Mpl  multi-photon laser
Msci  meiotic sex chromosome inactivation 
Msuc  meiotic silencing of unsynapsed chromatin
neR  nucleotide excision repair
nHeJ  nonhomologous dna end-joining
paR  pseudo autosomal region
pcna  proliferating cell nuclear antigen
pikk  phosphatidyl inositol 3-kinase-like kinase
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