p38 MAPK signaling and phosphorylations in the BRCT1 domain regulate
XRCC1 recruitment to sites of DNA damage
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Supplementary Figure S1, related to Figure 1. 2D-PAGE western analysis of
immunoprecipitated endogenous XRCC1 used in Figure 1. Full arrows indicate XRCC1
spots. IRF3 spots used as standards for alignment of XRCC1 spots are indicated by dotted

arrows.
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Supplementary Figure S2, related to Figure 3. Average fold increase in mIF intensities of
wild type (green lines) and mutant (black lines) YFP-MD in mock and SB203580 (25 uM)
treated CHO EMO cells using 1x laser dose. WT: Mock n=19, p38i n=12, S226A: Mock
n=18, p38i n=17. T257A: Mock n=17, p38i n=17. S266A: Mock n=17, p38i n=17.



Supplementary Figure S3

— T N A E A G I I H F ol
14300001 i
— s
p— -
vzs0ous
p—
esoous|
aocoas|
J— ey
__ 500000 10775758
§mm,
< sooooo-
2 moono{
f—
oy e
e o s
sso000
o000 e rcor
| B s acen
u 464805
1 11725242
;| 1NAEIR 1274 5802
e 10335475
03T 1145 5380
G LTl L.l e o
[ w9 ™ w000 100 wos s 1200 w00 1250 100
Sequence: NH3M)- | a D | W alb alb «| O A F| B A& NN T T P[P <k | K-iCOOH)
DsTHLICAFANTPEK |[» bisl) | 116023 2830325 3400027 | 52113918 634 22325 747.30732 | 85031651 | 92135363 | 106842205 113345917 | 125350210 135454578 1451 60255 | 157969752
e bY+1) | 9900768| 26600604 36705372) 50411263| 617.19670 | 73028077 | 833.2899 | 904.32708 | 1051.39650 | 112243262 | 1236 47555 | 133752323 | 143457600 | 1562 67097
Modification: Bi+1) | 9902366| 26502202 36606970 5012861 | 61621268 | 72929675 53230534 | 90334706 | 1050.41148| 1121 44860 | 1235 49153 | 1396.53921 | 143359138 | 1561 686
phospho S357 (79.96633 Da) sl | 142ca13 | iaisesr | 12146305| 1077 5718 864 45311 | 651, 40604 | 74839885 67796173 | 630 20331 | 458 96618 34521306 | 244658 | 14711291 | 1587 70608
W) | MESESSSR 1238 65E22 119760054 106054363 04746556 B 38140| 731.37230 | GGDIISIE| 51926676 44222964 WAIBETI 22713903 1300965 1SE0ESIS3
WiA) | T4B4ET0ST 123767221 | 1196.62453 | 105956562 G4EABISE | EIA39748| 73039829 | 65935117 51228275 441.24563| 20270 261%602| 12370225 157369752
tHLI werl e
B T F A G T L H o
e
wiaooos|
1350000, ures2
1300000 ssa 980
—
p—
1150000
1100000
Tosonae|
p—
snonna oo 001
p— -
£ aso000
S s00000-|
gzsmnu_
e
650000 TR
800000~ 347 292
pr—
p— e
L -]
770629 A A
2 1173532
12BN 0 sag
se2a7 a1 2207
I ...u.l 145 50 1266915 14378
o (AR P e
e
Sequence: MH3- | 6 g H[H  a dlb | & H F|Ph Al N[N ad[n PP k| KcO0H)
D S t H L I C A F A N T P K L1 11603423 | 20308626 Blm?l 521 1E1E‘ EH?ZZE‘ 74730732 | 85031651 | 921.35363 | 1068 42205 | 113945917 | 125350210 | 135454978 | 145160255 | 1579 69752
e B+1) | 9900760 1BBOGTI| 36705372 50411263| 617.19670 | 73026077 | 833.2899% | 904.32708 | 1051.39650 | 112243262 | 123 47555 | 133752323 | 1434 57600 | 1562 67097
Modification: B+1) | 9802366 1B5.05569| 36606370 50312961 | 61621268 | 72829675 3230534 | 903.34306 | 1050.41148| 1121 44860 | 1235 49153 | 133650921 | 143359138 | 1561.686%6
phospho T358 (79.96633 Da) plel) HEZE-B‘HE.‘EUQW 121463509 | 1077.57618 964.43211 | 65140804 | 74839865 | 677.36173| 5302933 | 45925619 34521306 24416558 147711281 | 1597 70808
Y1) | 14ESE5456| 137862255 1197.60854 | 1080.54963 | 947.46556 | 63438149 731.37230 | 660.33518 | 513.26676| 44222964 32818671 227.13903 13008626 158068153
W] | 4E4E7057 137763554 119662450 105956562 OMG4B1SE | BIA39748| 73038829 | 65935117 51220275 44124563 I27.20270| 22618A02 12910225 1573 67E2

Supplementary Figure S3,

indicated.

related to Figure 4. Characterisation of phosphorylation sites in
XRCC1 by LC-MS/MS. Phosphorylations on Serine 357 (top panel) and threonine 358
(bottom panel) were identified in Hela cells expressing XRCC1-YFP protein. Fragments
corresponding to y-ions (blue) and b-ions (yellow) series identified for each spectrum are
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Supplementary Figure S4, related to Figure 5. Colocalization of YFP-MD T358A/D and
T367A/D with CFP-PCNA in HeLa and CHO EM9 cells
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Supplementary Figure S5. Levels of PARP1, RNF146 and PARylated proteins co-
immunoprecipitaded with YFP-MD mutants. (a) Original western blot images used in Figure
5. (b) PARP1 and (c) RNF146 relative band intensities (normalized against YFP-MD wt and
mutants) in presence and absence of PARPi (10 uM PJ34) in five independent experiments.
(d) Relative band intensities of PARylated proteins in three independent experiments.



