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Table S1. Sequences of primers used in this study.

Primer Sequence

PPIQCIF 5’-CTTGCCTTATCTTACTTTTCTAGAGGGCCCTATTC-3’

PP1QCIR 5’-GAATAGGGCCCTCTAGAAAAGTAAGATAAGGCAAG-3
PP1QC2F 5’-CTTGGTACCGGAATTCTACGAATTTTTCTTTTGTTTATTTC-3’
PP1QC2R 5’-GAAATAAACAAAAGAAAAATTCGTAGAATTCCGGTACCAAG-3’
PP2QCF 5’-GTTGCGCTCTATTCTTCTAGAGGGCCCTATTC-3’

PP2QCR 5’-GAATAGGGCCCTCTAGAAGAATAGAGCGCAAC-3’

PP4QCF 5’-GCCCTAATCCCACTCTAGAGGGCCCTATTC-3’

PP4QCR 5’-GAATAGGGCCCTCTAGAGTGGGATTAGGGC-3’

PP6QCF 5’-GGTACGGGATCCCTCTAGAGGGCCC-3’

PP6QCR 5’-GGGCCCTCTAGAGGGATCCCGTACC-3’

PP7QCF 5’-GAAAAATTCGTAGAATTCCTCTAGAGGGCCCTATTC-3’

PP7QCR 5’-GAATAGGGCCCTCTAGAGGAATTCTACGAATTTTTC-3’

PP8QCF 5’-GAAACTAAAGTAAGATTCTAGAGGGCCCTATTCTATAGTG-3’
PPSQCR 5’-CACTATAGAATAGGGCCCTCTAGAATCTTACTTTAGTTTC-3’
PP9QCF 5’-GACAGTAGAATAGAGCTCTAGAGGGCCCTATTC-3’

PP9QCR 5’-GAATAGGGCCCTCTAGAGCTCTATTCTACTGTC-3’

PP10QCF 5’-CCAATGGGTAGGATTCTAGAGGGCCCTATTC-3’

PP10QCR 5’-GAATAGGGCCCTCTAGAATCCTACCCATTGG-3’

PP12QCF 5’-GACTCCAACCTCATCTAGAGGGCCCTATTC-3’

PP12QCR 5’-GAATAGGGCCCTCTAGATGAGGTTGGAGTC-3’

YefMg,;-Ndel-F 5’-GCGATACATATGATTATTAAA-3’

YefMg,-QC-F 5’-GACAAAAGTAAATGATGATAGTGATATGGTAACTGTAACATCTACTG-3’
YefMg,-QC-R 5’-CAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTTTGTC-3’

YefMga 1 -Xhol-R

5’-AAAATTCTCGAGTTATTATTATTATACATCTATATCTTTCGTTATAGTTTTC-3’

YefMgaz -Ndel-F

5’-AAAAAACATATGATTATCACTAGCCCTAC-3’

YefMg,,-HindITI-R

5-AAAAAAAAGCTTAAAGATTATCCCAATCAATATCATC-3’

YefM-YoeByg,-F

5’-CGCTCGACAGAATTTAAAGG-3’

YefM-YoeBg,-R

5’-CCTTCCAATGCACCATTTC-3’

YefM-YoeBg,,-F

5’-GGTATAGACGACCCTGTGCTG-3’

YefM-YoeBg,,-R

5’-GCCCTACAGAAGCGAGAAAAG-3’

YoeBg,,-HindIII-R

5-AAAAAAAAGCTTAATAATGGTATTTACATGATGCTAT-3’

YoeBg,;-Ndel-F

5’-AAAAAACATATGGCTAGGTTAAATATTACGT-3’

YOCBSEI-YSSF-
HindIII-R

5’-AAAAAAAAGCTTAAAAATGGTATTTACATGATGCTAT-3’

YOCBSEI-YSSX-
HindIII-R

5’-AAAAAAAAGCTTACTAATGGTATTTACATGATGC-3’

YoeBg,,-Ndel-F

5’-AAAAGTCATATGAGCAATTACACGGTTAAG-3’

YoeBg,,-HindIII-R

5’-AAAAAAAAGCTTAATCATAATGTGACCATGC-3’




Table S2. PCR results with MRSA total genomic DNA. Hospital 1 is Carle Foundation Hospital (Urbana, IL),
Hospital 2 is Delnor Community Hospital (Geneva, IL), Hospital 3 is Memorial Medical Center (Springfield, IL),
and NARSA is Network on Antimicrobial Resistance in Staphylococcus aureus.

Toxin-Antitoxin System Toxin-Antitoxin System

Isolate yvefM-yoeBs,; | yefM-yoeBs,, [solate yvefM-yoeBs,; | yefM-yoeBs,,
Hospital 1 S5 +) +)
Cl (+) (+) S6 (+) (+)
C2 (+) (+) S7 (+) (+)
C3 (+) (+) S8 (+) (+)
C4 (+) +) S9 (+) ()
C5 +) +) S10 +) +)
C6 +) +) S11 +) +)
C7 +) +) S12 +) +)
C8 +) +) S13 +) +)
C9 +) +) S14 +) +)
C10 +) +) S15 +) +)
Cl1 +) +) S16 +) +)
Cl12 +) +) S17 +) +)
C13 +) +) S18 +) +)
Cl14 +) +) S19 +) +)
C15 +) +) S20 +) +)
C16 +) +) S21 +) +)
C17 +) +) S22 +) +)
C18 +) +) S23 (+) +)
C19 +) +) S24 +) +)
C21 +) +) S25 +) +)
C26 +) +) S26 (+) +)
Hospital 2 INARSA

Gl +) +) INRS3 +) +)
G2 +) +) INRS4 +) +)
G3 +) +) INRS17 +) +)
G4 +) +) INRS18 +) +)
G5 +) +) INRS21 +) +)
G6 +) +) INRS22 +) +)
G8 +) +) INRS23 +) +)
G9 +) +) INRS24 +) +)
G10 +) +) INRS26 +) +)
Gl11 +) +) INRS27 =) -)
G12 +) +) INRS28 +) +)
G13 +) +) INRS29 +) +)
G14 +) +) INRS51 +) +)
Hospital 3 INRS68 +) +)
S1 +) +) INRS73 +) +)
S2 +) +) INRS74 +) +)
S3 +) +) INRS76 +) +)
S4 +) +) INRS382 +) +)




Figure S1. Clustal W multiple sequence alignment of yefM-yoeBs,; PCR products from 9 of the 77 clinical MRS A
strains found to contain yefM-yoeBs,; by PCR. Bases highlighted in bold on the reference sequence from the S.
aureus COL genome indicate the location of the primers used to detect the yefM-yoeBs,; sequence.

COL_MBSal TTAATAATGGTATTTACATGATGCTATTTTTATATGATTGTCATCTACTGTATAAACCAA
C2 e
C6 e
Gl e
G8 e
S10 e
S22 e
NRS28 e
NRS51 e o
NRS68 e

COL_MBSal TCTATGTTCGTGATTGATACGTCTACTATAATACCCAGTCAGATTCGATTTTAACTTTTC
C2
C6
Gl
G8
S10
S22
NRS28 e
NRS51
NRS68

COL_MBSal AGGCTTACCTATACCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
cz  mmmmmeee e CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
ce e CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
GrL mmmmmme— e CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
G e CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
sio  mmmmmme—————— CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
s22 mmmmmm CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
NRS28  ——mm———————— CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
NRS51 CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT
NRS68 ~  ——mm———————— CCTTCCAATGCACCATTTCTGTCAATACTTTTAAGTAACTCATTAAT

KA AR A AR AR AR A AR AR A AR A A A AR A KA AR AR A AR A AR AR AR A K,k

COL_MBSal CTTCTTCACCATTTITTTT-ATCGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
cz2 CTTCTTCACCATTTITTTT-ATCGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
C6 CTTCTTCACCATTTITTTT-ATTIGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
Gl CTTCTTCACCATTTITTTTTATTIGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
G8 CTTCTTCACCATTTITTTT-ATCGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
S10 CTTCTTCACCATTTITTTT-ATTIGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
S22 CTTCTTCACCATTTITTTT-ATCGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
NRS28 CTTCTTCACCATTTITTTT-ATCGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
NRS51 CTTCTTCACCATTTITTTT-ATCGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG
NRS638 CTTCTTCACCATTTITTTT-ATTIGTTCTGCTGAAAATACTTATAATCTTCAAAGGCTTGAG

hhkhkhkhkhkhkhkhkkhkrhkhkrhkhkrkhk *khk dkhhhkhrhkkhkrhdhkhhhkrkhkhkhhkrhkhkrhkhkrhhkrkkhkkhkdxhkxk

COL_MBSal GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTTTCGTTATAGTTTTCCC
C2 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTITTCGTTATAGTTTTTCC
cé6 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTTTCGTTATAGTTTTCCC
Gl GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTITTCGTTATAGTTTTCCC
G8 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTTTCGTTATAGTTTTCCC
S10 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTITTCGTTATAGTTTTCCC
S22 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTTTCGTTATAGTTTTCCC
NRS28 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTITTCGTTATAGTTTTCCC
NRS51 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTTTCGTTATAGTTTTCCC
NRS638 GCGAAAACGTAATATTTAACCTAGCCATTATACATCTATATCTITTCGTTATAGTTTTCCC

hhkhkhkhkhkhkhkhk Ak hhkrhhkrhhkhkhhkhhkhkhhkrhhkrhkhkhkhhkrhkhkhhkrhkhkrhkkrhkhkrkhkkhkkhkxkx **
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Figure S1, cont.
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ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGATTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG
ACGTTCTAGATCTGCAATTGATTGAGCTAAGTGTTCAGCATTATTTGGGTTCTGTTGGAG

hhkhkhkhkhkhkhkhkhk A hhkrhkhkrhhkhkhhkhkhhkhhkrhhkrhhkhkhkhkrhkhkhhkrhkhkrhkhkx d*rxkhkhkkhkdxhkxk

GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
GTAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC

KA AR AR A A A AR A AR A AR A A A AR A KA I A A AR A KA IA A A A A AR A A A A A AR AR AR A A AR, XKk

ATCAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTITTGTCATAAGTGCCTT
ATCAGTAGAGGTTACAGTTACCATATCACTATCATCATTTACTTTTGTCATAAGTGCCTT
ATCAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTTTIGTCATAAGTGCCTT
ATCAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTTTGTCATAAGTGCCTT
ATAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
ATAAAGTGTTTCCATCATGGAGTTATAATCTGATTCTGACATGATTACTACGTTTTTATC
ATCAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTTTIGTCATAAGTGCCTT
ATCAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTTTIGTCATAAGTGCCTT
ATCAGTAGATGTTACAGTTACCATATCACTATCATCATTTACTTTTGTCATAAGTGCCTT

KAXKAKRKAKIAKA A A AR A AR A A A AR A KA I A A AR A KA A A A A A AR A A A A A A AR AR A A AR, X kK

TAAATTCTGTCGAGCGTATGAATAATTTTTAATAATCAT Sequence Identity

TAAATTCTGTCGAGCG—————m——m e m e 99%
TAAATTCTGTCGAGCG—————=——=——————m——————— 99%
TAAATTCTGTCGAGCG—————m——m—mm e m e 99%
TAAATTCTGTCGAGCG—————=——=——————m——————— 100%
TAAATTCTGTCGAGCG—————m——m—mm e m e 99%
TAAATTCTGTCGAGCG—————=——=———m——m——————— 100%
TAAATTCTGTCGAGCG—————m——m—mm e m e 100%
TAAATTCTGTCGAGCG—————=——=———m——m——————— 100%
TAAATTCTGTCGAGCG—————m——m e m e 99%

KAk KAk khkhkk Kk kK KKk kK



Figure S2. Clustal W multiple sequence alignment of yefM-yoeBs,, PCR products from 9 of the 77 clinical MRSA
strains found to contain yefM-yoeBs,, by PCR. Bases highlighted in bold on the reference sequence from the S.
aureus COL genome indicate the location of the primers used to detect the yefM-yoeBs,, sequence.

COL_MBSa2 TTAATCATAATGTGACCATGCCGATAGTATTAATACTTCTTTATTTCGATCATCTACGGT
C6 e GGT
CL18 e GGT
G5 e GGT
G10 e GGT
Gld e GGT
S14 e GGT
S15 e GGT
NRS28 e o GGT
NRST6 e GGT
* Kk K

COL_MBSa2 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
cé ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
c18 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
G5 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
G10 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAARATATTTAGGCTC
Gl4 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
S14 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAARATATTTAGGCTC
S15 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
NRS28 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAARATATTTAGGCTC
NRS76 ATAGACGACCCTGTGCTGATGGTTAATTCTTCTTGAATATCGCTCTAAATATTTAGGCTC
khkhkkhkhkhkhkhkkhkkhhkhkhkhkhkhkhhhkkhhhhhkhkhhrhhkdhhkhrhhkhkhbhrhhkdhhhrhhkkhkhkrhkhkkhhkrhhkkhhxkhk*k

COL_MBSa2 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
cé TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
c18 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
G5 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
G10 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
G14 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
S14 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
S15 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
NRS28 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
NRS76 TAATTTTTCAAAAGATTGTGTTATTTTATACGGATCATTTTTTAAAGTCTCAACAATTTC
khkhkkhkhkhkhkhkkhkkhhkhhhkhhhhhdhhhhhkhhhrhhkdhhkhrhhkhkhbrhhkdhhkhrhhkkhkhkrhkhkkhhkhrhhkkhhxkhk*k

COL_MBSa2 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCTTTAAATCTGATTTCGCTGAATT
cé TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCCTTAAATCTGATTTCGCTGAATT
c18 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCTTTAAATCTGATTTCGCTGAATT
G5 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCCTTAAATCTGATTTCGCTGAATT
G10 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCCTTAAATCTGATTTCGCTGAATT
Gl4 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCTTTAAATCTGATTTCGCTGAATT
S14 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCCTTAAATCTGATTTCGCTGAATT
S15 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCCTTAAATCTGATTTCGCTGAATT
NRS28 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCTTTAAATCTGATTTCGCTGAATT
NRS76 TAAAAATGACTTCTTTAAATAAGAATGTTTTATTTTCCTTAAATCTGATTTCGCTGAATT

hhkhkhkhkhk kA hkkhk A hhkrhkhkrhhkhkhhkhkhkhkhhkrhkhkrhkhkhkhhkdx *hkhkrhkhkrhkkhkrhhkrkhkhhkkhkdxhkxk

COL_MBSaZ2 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
C6 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
C18 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
G5 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
G10 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
Gl4 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
S14 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
S15 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
NRS28 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT
NRS76 TTTAATCTTAACCGTGTAATTGCTCATTAAAGATTATCCCAATCAATATCATCTATATTT

hhkhkhkhkhkhkhkhk Ak hhkhhhkrhhkhkhhkhhkhkhhkrhhkrhhkhkhhkhkhkhkhhkrhkhkrhkkrkhhkrkkhkkhkdxhkxk
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Figure S2, cont.

COL_MBSaz GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
cé6 GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
C18 GTTGTACCACTATTATCTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
G5 GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
G10 GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
Gl4 GTTGTACCACTATTATCTTTTTICICTITTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
S14 GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
S15 GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
NRS28 GTTGTACCACTATTATCTTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
NRS76 GTTGTACCACTATTATCTTTTICICTTTCTCTITACTTTGTCCATTGTACCAGTAGATTCA
hokkkkkkkkkkhkhk kA Ak kkkhkhkh kA Ak kkkhkhkk kA Kk kkhkhkhkk kXK Kk kkkk k&% %Kk Kk*
COL_MBSaZ2 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
C6 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
C18 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
G5 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
G10 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
Gl4 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
S14 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
S15 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
NRS28 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
NRS76 AGATATATTGTCTCTTGTATACTTTTICCAATCTTCTAAACCTATAATCACAGCATTATTT
hokkkkkkkkkhkhkhk kA KKk kkhkhkhk kA Ak kkkhkhk kA Kk kkhkhkhkk kX KKk kkkkk k&% % Kk Kk*
COL_MBSaZ2 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
C6 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
C18 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
G5 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
G10 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
Gl4 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
s14 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAAC—————————————
S15 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
NRS28 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
NRS76 TCGGCATTATTGCCACTAATATAAATTGGTTCGTGATTATTATTAACATTTTTTAGTAAT
KA KK AR KA AR A AR AR AR A IR A AR AR A A A A A AR AR A A A A A A Ak, K
COL_MBSaz TGATAAAAATCTTTTCTCGCTTCTGTAGGGCTAGTGATAATCAT Sequence Identity
13 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 100%
C18 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 100%
G5 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 100%
G10 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 100%
Gl4 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 99%
S14  mm e 100%
S15 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 100%
NRS28 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 99%
NRS76 TGATAAAAATCTTTTCICGCTTCTGTAGGGC————————————— 99%

KAKAKAA KR A IAAAAA AN A XA I A A AR A X AR A XKk



Figure S3. MALDI-MS analysis of YoeBg,; specificity toward fluorogenic substrate. Peak fractions were collected
from blue HPLC trace in Figure 5B, concentrated, and submitted for MALDI-MS at the University of Illinois Mass
Spectrometry Laboratory. A, MALDI spectrum of the first elution peak (calculated MW: 3115.0 Da; observed MW:
3115.3 Da). B, MALDI spectrum of the early portion of the second elution peak (calculated MW: 2602.8 Da;
observed MW: 2602.9 Da). C, MALDI spectrum of the later portion of the second elution peak (calculated MW:
2602.8 Da; observed MW: 2604.3 Da).
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