
Fig S1 : sequence alignment of RrgA, RrgB, RrgC, GBS52 CnaB domains. The bars represent 
the β-strands of the RrgA-D4 (Izoré 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---DKDNRLAGAEFVIANADNAGQYLARKADKVSQEEKQLVVTTK 497 
RrgC-CnaB1    143 KTDTMTTKVKLIKVDQD---HNRLEGVGFKLVSVAR------------------------ 175 
RrgC-CnaB2    253 -QKLPRGNVDFMKVDGR--TNTSLQGAMFKVMKEES------------------------ 285 
Gbs52-N2      151 ---WSTGELDLLKVGVDGDTKKPLAGVVFELYEKNG------------------------ 183 
 
 
 
RrgA-D4       764 ----------------------------------------DYPDIYGAIDQNGTYQNVRTG 784 
RrgB-CnaB     498 DALDRAVAAYNALTAQQQTQQEKEKVDKAQAAYNAAVIAANNAFEWVADKDNENVVKLVSD 558 
RrgC-CnaB1    176 ---------------------------------DVSEKEVPLIGEYRYSSSGQVGRTLYTD 203 
RrgC-CnaB2    286 -------------------------------------------GHYTPVLQNGKEVVVTSG 303 
Gbs52-N2      184 -------------------------------------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-CnaB1    263 MKVDGRTNT------------ 271 
RrgC-CnaB2    363 PDTGEETLYI----------- 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). 
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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 ATA TCG GCT GGG ACG ACA ACA ACA TCT GTT ACC 3’ 
5’ GCG CTC GAG ACC ACC CGT TTG TGG GAT AGT G  3’ 
5'  CGC G GAT CCG GTC CAA GCG CAA GAA GAT CAC ACG  3' 
5’ GCG AAG CTT TCA TTC TTC CCC TGT ATC TGG CAC 5’ 
5'  CGC CAT ATG GAA TCA AAT CAA CAA ATT GCT GAC  3’ 
5’ GCG CTC GAG TCA ATG ACT GAG TTT GTT TGC TGC AAT AAA  3’ 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



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

 
Plasmids transformed into E.coli Star strains Proteins co-expressed 
pLIM01 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-RrgBB30-633
RrgBB30-633-S-Tag 
H6-RrgC22-368
SrtC-117-228 
H6-RrgA39-868 ; SrtC-117-228
RrgBB30-633-S-Tag ; SrtC-117-228
H6-RrgC22-368 ; SrtC-1 
H6-RrgA39-868 ; RrgBB30-633-S-Tag ; SrtC-117-228
H6-RrgA39-868 ; H6-RrgC22-368 ; SrtC-117-228
RrgBB30-633-S-Tag ; H6-RrgC22-368 ; SrtC-117-228 
H6-RrgA39-868 ;RrgBB30-633-S-Tag ; H6-RrgC22-368 ; SrtC-117-228 
 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 

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

 
 


