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<1024 >1024 A B C D

aac(6')-Ie-aph(2'')-Ia 23 19 4 1 0 1 21

aph(3')-IIIa 37 37 0

ant(6)-Ia 1 1 0

ant(9)-Ia 1 1 0

aac(6')-Ie-aph(2'')-Ia, aph(3')-IIIa 9 3 6 2 1 5 1

aac(6')-Ie-aph(2'')-Ia, ant(6)-Ia 1 0 1 1 0 0 0

aac(6')-Ie-aph(2'')-Ia, aph(3')-IIIa, ant(6)-Ia 12 0 12 4 6 1 1

aac(6')-Ie-aph(2'')-Ia, aph(3')-IIIa, ant(6)-Ia, ant(9)-Ia 1 0 1 1 0 0 0

aph(3')-IIIa, ant(6)-Ia 7 7 0

aph(3')-IIIa, ant(9)-Ia 7 7 0

total no. of isolates 99 75 24 9 7 7 23

MIC to GEN  (μg/ml)

No. of isolates AME gene profile

Table S5  AME gene profile  and  IS256 flanking pattern of  aac(6')-Ie-aph(2'')-Ia

aac(6')-Ie-aph(2'')-Ia  IS256

flanking pattern
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Target gene (protein, region) Primer Nucleotide sequence Product size Reference

aac-(6')-Ie-aph (2'')-Ia aac-aph-5P (+) AGGTAATCCTAGAGCTTGCC

Watanabe et al. (2009) [24]

aac-aph-3M (-) CTAATGTCTTTTATAATAGCTTTTC

ca.1.5 kb (+aac-aph-5P)

AME-1 (+) CCAAGAGCAATAAGGGCATACC

ca.700 bp (+aac-aph-3M)

AME-2 (-) ACCCTCAAAAACTCTTGTTGC

ca.1 kb (+acp5p7)

acp5p5 (+) GATAGTCTATGGTATGGATC

ca.1.5 kb (+aac-aph-3M) This study

acp5p7 (+) ATACAGAGCCTTGGGAAGATG

acp5p9 (+) CATTAGAATCATTAAAAAAAC

ca.200 bp (+acp5p5R)

acp5p5R (-) GATCCATACCATAGACTATC

ca.400 bp (+pseudoIS6-F1)

pseudoIS6-F1 (+) CGCAATAAATTCTATCGAAG

SJ38-ACP-F1 (+) GCATATTTAGTTAATAATGAATACA

SJ38-ACP-R1 (-) CATGATTCAAAGTGGCGAAAG

SJ10-ACP-F1 (+) GAATATCAAGATATAGTTGAAG

fexA-optrA gene cluster optrA-F (+) AGGTGGTCAGCGAACTAA ca.1.5 kb(+optrA-R) This study

optrA-R (-) ATCAACTGTTCCCATTCA

fex-5p1 (+) GTAGAAATATGGTGAGTTCG ca.3 kb (+optrA-nR1)

fex-5p-F1 (+) ATCGATAGGAGGTAGAAGC ca.950 bp (+optrA-nR1)

fex-5p2 (+) AGCAGTGGATTTAGCCTCCT

fex-5p3 (+) TCACAATATATTTTAGGAGG

fex-r1 (-) AACCAACAATGGGAGGTTCG

fex-f2 (+) ACTCGATGCAGACAAGGTTG ca.1 kb (+optrA-n2R)

optrA-n2R (-) ACACCATATTACCATCATAG

optrA-n1R (-) ATGTAGATTTATAACTTCTC

optrA-n1F (+) TCCATTGAGAAGGAGAAGGT ca.450 bp (+optrA-3p-R1)

optrA-3p-R1 (-) CAAAAGGTCTTCACATAGCGA

fexA-upF1 (+) AGTTTATACTGCACCTGCCT ca.800 bp (+5p-R1)

fexA-5p-R1 (-) AGGGAGAGTACCATCATTAAAAGC

optrA-3p-F1 (+) GGGAACAGTTGATGAGAGAATTGG ca.1 kb (+GJ-AR1)

GJA-R1 (-)TTCATATCCTGTTGTGATGG

optrA-3p-F2 (+) TATCACGTGTAAAATGAAAGGG ca.1 kb (+A101R1)

optrA-A101-R1 (-) ATGCTTCGCTCGCTCAAGATAC

981469-u0-F2 (+) CGATCTTGCCAAATCTAAACG ca.1.1 kb (+fexA-upR1)

fexA-upR1 (-) CGACATTAATGAAATCAATTCCC

optrA-A101-F1 (+) CGCATGTAGACAAAACCACGG ca.900 bp (+optrA-A101-R2)

optrA-A101-R2 (-) TCTTTCAGACAGTACCAATGC

981469-spcF1 (+) ATGAGCAATTTGATTAACGG ca.2.4 kb (+981469-upR1)

981469-upR1 (-) AGATGAAAGGTTGTTCGGCT

optrA-A101-R3 (-) CGTGCTAAAATGGTCGGCAAGCC ca.3 kb (+optrA-A101-F1)

981469-up-F2 (+) TAGCTAGAAAAGGCTATCGG

981469-up-F3 (+) CCATTCTCCACAATAAGGTA

981469-up-F4 (+) AGCTCTATATGTAATTTTGC

981469-up-R1 (-) TTGCTCTTCGAATATCTGTC

optrA-A101-F2 (+) CACGGCTGCATCAGCAGCTTG

optrA-A101-F3 (+) TCATCTTGGAATTGTACCCC

optrA-A101-F4 (+) GTGGGCTAAATAAACAATCG

Tnpb-F1 (+) GAACAGTTAGAGCGTACAGAAG ca.1 kb (+AAD9-R2)

AAD9-R1 (-) GCTTGATTTGGTATTTTTCCG

AAD9-R2 (-) CTGCTGAACCAAATAGATATACTCC

cfr cfr-fw (+) TGAAGTATAAAGCAGGTTGGGAGTCA ca.746 bp (+cfr-rv) Kehrenberg and Schwarz (2006) [25]

cfr-rv (-) ACCATATAATTGACCACAAGCAGC

fexA fexA-fw  (+) GTACTTGTAGGTGCAATTACGGCTGA ca.1272 bp (+fexA-rv) Kehrenberg and Schwarz (2006) [25]

fexA-rv (-) CGCATCTGAGTAGGACATAGCGTC

23S rRNA gene, V domain 23S-V/F  (+)  AGTTTGACTGGGGCGGTC ca.400 bp (+23S-V/R) Bourgeois-Nicolaos et al. (2007) [26]

23S-V/R (-) CCGGTCCTCTCGTACTA

L3 (rplC) ESP rplC-F (+) ATGACCAAAGGAATCTTAGGG ca.700 bp (+ESP rplC-R) Diaz et al. (2012) [27]

ESP rplC-R  (-) CACAGCTGATTTGATWGTGATT

 

 

 L4 (rplD) ESP rplD-F  (+) GCCGAATGTAGCATTATTCAA ca.700 bp (+ESP rplD-R) Diaz et al. (2012) [27]

ESP rplD-R (-) CAAGCACCTCCTCAATTTGAGT

 

pgsA pgsA-F (+) GTCAAACGGCAATTATTCCAGATTC 755bp This study

pgsA-R (-) ACTGAACAGAAAAAAGATTCACC

Table S1  Primers used for analysis of oxazolidinone resistance determinants, pgsA, and aac(6')-Ie-aph(2")-Ia
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Region containing

fexA-optrA

fexA-optrA pgsA aac(6')-Ie /

aph(2")-Ia

SJ82 ST902 MT133564 MN257065 MN257070

SJ87 ST59 MN257066 MN257071

SJ88 ST59 MN257067 MN257072

SJ116 ST917 (ST59 SLV) MN257068 MN257073

SJ117 ST902 MN257069 MN257074

SJ5 ST28 MT163722

SJ10 ST6 MT163723

SJ95 ST947 MT163726

SJ96 ST947 MT163727

SJ38 ST28 MT163728

SJ81 ST16 MT163729

S128 ST16 MT163730

SJ77 ST947 MT163724

SJ92 ST947 MT163725

Isolate ID ST

Accession No.

Table S2  GenBank accession numbers assigned to fexA-optrA (cluster),  pgsA, and aac(6')-Ie/aph(2")-Ia

detected in E. faecalis clinical isolates in the present study
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LZD TDZ CHL FFC DAP VAN AMP GEN KAN MIN LVX

SJ82 ST902  positive 4 1 128 64 1 2 4 8 >5120 16 <0.25

SJ87 ST59 positive 4 1 128 64 1 2 2 8 >5120 8 8

SJ88 ST59 positive 4 2 128 64 1 2 2 4 >5120 16 8

SJ116 ST917* (ST59 SLV) positive 4 2 128 64 8 4 4 8 5120 16 8

SJ117 ST902 positive 4 1 64 64 1 2 4 4 >5120 16 <0.25

SJ52 ST919* (ST190 DLV) negative 1 0.5 4 2 0.5 <0.5 2 2 16 8 <0.25

SJ80 ST 919* (ST190 DLV) negative 2 1 4 2 4 1 4 8 32  <2 <0.25

  Table S3   Additional information of antimicrobial susceptibility of five optrA-positive isolates and two optrA-negative isolates

Isolate ID MLST optrA-fexA

MIC (μg/ml

)

Abbreviation :AMP, Ampicillin; CHL, chloramphenicol;  DAP, daptomycin; FFC, florfenicol; GEN, Gentamicin ; KAN, kanamycin; LVX, Levofloxacin; LZD, Linezolid; MIN,

Minocycline; TDZ, tedizolid; VAN, Vancomycin.
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4 8 16 32 64 128 256 512 >1024

A 9 0 0 0 0 0 0 0 0 9

B 7 0 0 0 0 0 0 0 0 7

C 7 1 0 0 1 1 0 0 0 4

D 23 0 0 1 3 6 8 1 0 4

46 1 0 1 4 7 8 1 0 24

No. of isolates showing MIC to GEN  (μg/ml)

aac(6')-Ie-aph(2'')-Ia

IS256 flanking pattern

No. Isolates

 Table S4   IS256 flanking pattern of  aac(6')-Ie-aph(2'')-Ia and MIC to gentamicin


