Fig S1 : sequence alignment of RrgA, RrgB, RrgC, GBS52 CnaB domains. The bars represent
the B-strands of the RrgA-D4 (lzoré et al. 2010) and the GBS52-N2 (Krishnan et al. 2007)
domains. Residues involved in isopeptide bond formation are indicated in red.

RrgA-D4 731 -KEKKLGDIEFIKVNKN-DKKP-LRGAVFSLQKQHP-——————————— === —— 763
RrgB-CnaB 441 EPKVVTYGKKFVKVN---DKDNRLAGAEFV IANADNAGQYLARKADKVSQEEKQLVVTTK 497
RrgC-CnaB1 143 KTDTMTTKVKLIKVDQD---HNRLEGVGFKLVSVAR--——————————— - ——— 175
RrgC-CnaB2 253 -QKLPRGNVDFMKVDGR--TNTSLQGAMFKVMKEES-----==——=—————————————— 285
Gbs52-N2 151 ---WSTGELDLLKVGVDGDTKKPLAGVVFELYEKNG-----------————————————— 183
RrgA-D4 764 == e DYPDIYGAIDQNGTYQNVRTG 784
RrgB-CnaB 498 DALDRAVAAYNALTAQQQTQQEKEKVDKAQAAYNAAV IAANNAFEWVADKDNENVVKLVSD 558
RrgC-CnaB1 176 ———————— = DVSEKEVPLIGEYRYSSSGQVGRTLYTD 203
RrgC-CnaB2 286 —=——— e GHYTPVLQNGKEVVVTSG 303
Gbs52-N2 184 ———m e RTPIRVKNGVHSQDIDAAKHLETD 207
RrgA-D4 785 EDGKLTFKNLSDGKYRLFENSEPAGYKPVQNKPIVAFQIV----NGEVRDVTSIVPQDI 839
RrgB-CnaB 559 AQGRFEITGLLAGTYYLEETKQPAGYALLTSRQKFEVTATSYSATGQGIEYTAGSGKDD 617

RrgC-CnaB1 204 KNGEIFVTNLPLGNYRFKEVEPLAGYAVTTLDTDVQLVDHQLVTITVVNQKLPRGNVDF 262
RrgC-CnaB2 304 KDGRFRVEGLEYGTYYLWELQAPTGYVQLTSPVSFTIGKDTRKELVTVVKNNKRPRIDV 362

Gbs52-N2 208 SSGHIRISGLIHGDYVLKEIETQSGYQIGQAETAVTIEKSKTVTVTIENKKVPTPKVPS 266
RrgA-D4 840 PAGYEFTNDKHYITNEPIPPK 860
RrgB-CnaB 618 ATKVVNKK-———————————— 625
RrgC-CnaBl 263 MKVDGRTNT---—-——-———- 271
RrgC-CnaB2 363 PDTGEETLYl-—————————- 372
Gbs52-N2 267 RGGLIPKTG---—==—=———~ 275

Fig S2 : Structural superposition of RrgA-D4 (orange) and GBS52-N2 (gray) CnaB-domains.
For figure clarity, the loops have been removed. The intramolecular bonds and the glutamate
residues are represented by sticks, RrgA (red) and GBS52 (blue).




Table S1. Primers used for the co-expression constructs.

Primer

Sequence

RrgB_F63Eco

RrgB_R63Xho
RrgC_F64Bam
RrgC_R64Hind
SrtC1_F66Nde
SrtC1_R66Xho

5 CGC G ATATCG GCT GGG ACG ACAACAACATCTGTT ACC 3
5" GCG CTC GAG ACCACCCGTTTG TGG GATAGTG 3

5 CGC G GAT CCG GTC CAA GCG CAA GAAGAT CACACG 3

5 GCGAAGCTTTCATTCTTC CCCTGT ATC TGG CAC 5’

5' CGC CAT ATG GAA TCA AAT CAACAAATT GCT GAC ¥

5" GCGCTCGAG TCAATG ACT GAGTTT GTT TGC TGC AAT AAA




Table S2. Strains used in the co-expression experiments.

Plasmids transformed into E.coli Star strains

Proteins co-expressed

pLIMO1 RrgB

pETDuet RrgB

pACYCDuet RrgC

pACYCDuet SrtC-1

pETDuet RrgA + pACYCDuet SrtC-1
pETDuet RrgB + pACYCDuet SrtC-1
pACYCDuet RrgC_SrtC1

pETDuet RrgA_RrgB + pACYCDuet SrtC-1
pETDuet RrgA + pACYCDuet RrgC_SrtC1
pETDuet RrgB + pACYCDuet RrgC_SrtC1
pETDuet RrgA_RrgB + pACYCDuet RrgC_SrtC1

H6-RrgBao-633

RrgBsg33-S-Tag

H6-RrgCaz-368

SrtC-117_228

HB-RrgAgzg.ges ; SIC-117.228

RrgBsg.633-S-Tag ; SrtC-1y7.08

HG'RrgC22.3eg X SrtC-1

H6-RrgAsg.ges ; RrgBso.e33-S-Tag ; SrtC-117.8
H6-RrgAzg.g68 ; H6-RrgCos.368 ; SItC-117.208
RrgBsp.633-S-Tag ; H6-RrgCaz 368 ; SIC-117.08
H6-RrgAsg.g6s ;RIgB30-633-S-Tag ; H6-RrgCyz.368 ; SItC-117.28




Table S3. Summary of the peptides identified from the RrgB-RrgC complex by MS/MS.

LS/ME analysis of the RrgB -RreC complex

Ob=zersed

521,74
523,74
554,74
A5G, 74
A63,24
571,27
530,82
G0z2.54
635,31
670,20
714,36
40,37
Td,02
4737
831,02
843,04
02344
o5 47
Gt 37
032,00
037 .54
G37.04
1032 53
1071 .54
111057
1166, 14
1171,09
81,74
LI
244,10
a5, 78
261,04
262,41
1306 66
1316 66
1037 83
079,22
127 82
1145 53
983,77

Obzersed

470,73
538,20
G572 26
A7
607,20
624,75
T7o.e8
217 43
5342
853,048
611,93
614,30
o708
T86,74
121463
206,12
16,20
754,62
102619

Mr
[expt]
101 43
1045 56
1109 49
1111 56
112457
1140 52
17563
1203 67
1268 61
1357 76
1426 71
1473 73
1487 22
1492 72
166182
1685 26
1844 87
191483
1930 03
1961 93
1973 06
053,10
2063 05
2141 07
221912
2330 26
234016
234223
2483 26
253227
256121
2580 24
258420
261130
263131
311043
323462
338074
3433 71
3931 05

Mr
[expt]
939,44

107457
1142 50
1145 61
1212 58
1247 50
1557 75
1632 24
170422
1705 23
183281
1842 23
1947 84
235719
2427 25
268524
1747 28
3018 45
3075 A3

Mr
[ealc]

1041 43
1045 56
1109 49
1111 56
112457
1140 52
175 A3
1203 57
1263 51
1357, 76
1426 71
147373
1487 22
1402 72
1661 22
1685 26
1844 06
191402
1930 07
1961 93
1973 06
205310
2063 04
2141 DG
121912
2330 25
2340 15
2342 22
2983 25
203126
2861,31
2580 23
2584 20
261129
rizich
3047
323452
JC
343370
304

Mr
[ealc]

030 4
107457
1142 50
1145 5D
1212 53
1247 49
1557 74
1632 24
1704 21
1705 23
1a32 91
1942 27
1947 04
2357 .19
2427 24
2685 34
L T
3018 44
307553

Delta

opo
opo
opo
opo
opo
opo
opo
opo
opo
opo
opo
om
opo
opo
opo
om
opo
opo
opo
opo
opo
opo
om
opo
opo
oo
om
om
opo
oo
opo
oo
opo
oo
oo
oo
oo
ooz
oo
om

Delta

opo
opo
opo
opo
opo
opo
opo
opo
om
opo
opo
opo
opo
opo
om
opo
opo
om
om

Start

243
124

42
194
300
104
580
3T
104
421
243
431
434

52
228
28
121
410
421
A0
1z0
434
461
204
A0
163
141

52
206
a5
A0
fieh|

42
256
134
fieh|
194
256

42
555

Start

190
181
T2
297
264
a7
283
176
T2
205
T2
a7
280
283
194
283
280
ar
280

Stop

251
138

51
208
309
119
a0
3T
120
a0z
255

447

5]
242
206
138
427
447
520
138
a0z
420
227
522
183
162

T4
227
520
525
G615

5]
280
162
G20
227
288

T4
a90

Stop

198
189

20
307
v

G
206
189

a5
219

el

71
206
304
219
307
304
111
307

Sequence

TATEGLAF ME

FNT AMNLP AAE

LLAT DG ORDE,

ANPOTPRVDE

ITYSATLNDK

LS G AR PATAE

QPAGYALLTSR

WAOTWTLTT DK

LS GA P AT A EE

QLATTEDALDR

TATEGLAF MEGT W

DEMPEPLOPTEPE

WEREEKDQLWTTE

IANELET GMNYAGNE

IPALANYATANVYS DR

LT Do LAk MO D NAEE,

LT EAEGAKFNT ANLPAAK
GYSADYQETTAG EWWE

FAD WS QEEKQ LWATTE

AAAYNAL TARQOTOOQEK

ELT EAEGAEKF NT AMNLPAAK,

WEQEER QLW TTKDALDR

LAGAEF WAMAD MNAG QY LAR

DTPWRHOWG DWVVEYEITE
AAAYNAL TARQOTOQEKEE

AWPIEIELP LNDNADAH WY PE

IVEIHS LS TYGEDGATLTGSK

IANELET GMNYAG NEWGWLP AN A

WOREDT PUNH QWG DVCEYERT K

DALDR AASYNALTAR O OT QOEK

A NALTADQOTOQEKER VD,
QEFECTATSYSATGOGIENT AGSGK

LLAT DG OO ELANELET G MY AG NE
WTWODNALEAG D ALTENAT GFDLE
YEIVEIHS LT ™WGEDGATLTGSK
QEFECTATSYSATGOGIEYT AGS GO DAT K,
ANPOT PRVDEDTPWN HDWG DVVEYENTE
WTWDDNALEAG D ALTEWAT GO LK LT DvaG LAk
LLAT DG DD ELANELET G NYAG NEWEWLPANAE
LWEDARGRFEMGLLAGT YYLEET KQPAGYALLTER

Sequence

YSSSGOVGR

EvPLIGEYR

DLHSWOENE

BEWATSGEDGR

THNTSLOQGAWF K

LODSYSYOOR

EESGHYTPWLONGE
DWSEREVPLIGEYR
DLHSWDENELSSFE
MGEIF%THLPLGN YR
DLHSWOENELS SFEE
LODSYSYODRWG MR

WAKEES GHYTPWLONGE
EESGHYTPWLONGEEAATSGE
TLYTOENGEIFWTHNLPLGNYR
EESGHYTPWLONGEEAATSGEDGR
WWAKEES GHYTPWLONGEEWAATS GE
TSFETFLENQIEWSHIPNGLY R
WAKEES GHYTPWLONGEEWATS GRDGR

Hertified
protein
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
RrgB
Frgh
RrgB
RrgB
Frgh
Frgh
RrgB
Frgh
Frgh
Frghb
Frgh
Frgh
Frghb
Frghb
Frgh
Frghb
Frghb
Frghb
Frghb
Frghb
Frghb
Frghb
Frghb
Frghb

Hertified
protein
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC
RrgC



