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Figure S1. PCR detection of E. coli ST131/O25b clone. All ST131 isolates exhibit the trpA band with
the molecular size of 427 bp, and the O25b clone possesses an additional 347 bp pabB band. Three
ST131 isolates, 004, 034, and 042, were confirmed as O25b clones. M, molecular weight marker, 100
bp DNA ladder (Biomate, Taipei, Taiwan).
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Figure S2. PCR detection of the transfer of the ESBL genes from donor E. coli isolate 031 to recipi-
ent E. coli ]53 strain in a conjugation test. Cell lysates from the donor, recipient, and a transconju-
gant were prepared after conjugation and used as the templates in a PCR where the primers to
amplify blatem21s (972bp), blacrx-man (942bp), and blacrx-v-235 (876bp) were added. PCR products
were detected in the donor E. coli isolate 031 and the transconjugant but not in the recipient E. coli
J53 strain. M, molecular weight marker, 100 bp DNA ladder (Biomate, Taipei, Taiwan); 1, blatem-215;
2, blactx-m211; 3, blactx-m-235.
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Figure S3. The plasmid DNA isolation from the donor and the recipient cells. Plasmid DNA preparations of the 16 ESBL-
producing E. coli (donor) and E. coli ]53 strain (recipient) were obtained using Monarch Plasmid Miniprep Kit (New Eng-
land BioLabs, Ipswich, MA) according to the protocol provided by the manufacturer. Plasmid DNA was eluted in 100 uL
of ddH:O at the final step, and 10 uL of 3M sodium acetate and 1 mL of 95% ethanol were supplemented to precipitate
DNA. The DNA preparation was stored at -80°C overnight, centrifuged for 10 min at 12,000 x g and the supernatant was
removed. The DNA was washed with 70% ethanol and centrifuged for 10 min at 12,000 x g. After removing the superna-
tant, plasmid DNA was air dried and resuspended in 20 puL of ddH20. 10 uL of the plasmid preparation was electro-
phoresed onto an 1% agarose gel. The gel was stained with a fluorescent nucleic acid dye for 20 min and examined under
UV light. M: 1 kb DNA ladder (Biomate, Taipei, Taiwan); 1, 001; 2, 002; 3, 004; 4, 008; 5, 010; 6, 011; 7, 025; 8, 031; 9, 032; 10,
E. coli]53; 11, 034; 12, 038; 13, 040; 14, 042; 15, 049; 16, 050; 17, 051.
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Supplementary Tables

Table S1. Antimicrobial susceptibility test of the E. coli containing ESBL, pAmpC, both or neither. .

antimi- ESBL pAmpC ESBL+pAmpC Non ESBL or pAmpC
crobials (n=8) (n=7) (n=1) (n=34)
R I S R I S R I S R I S

amfi’:ﬂ' 8(100) 0(0) 0(0) 7(100) 0@) 0@ 1(100) 0@ 0(@0) 17(50) 0(0) 17(50)
amoxi-

cil-
inelen 7 679 13123 00 7(100) 0O  0(0) 0(0) 0@ 1(100) 6(17.6) 5(147) 23(67)
lanate
ceftiofur 6(75) 1(12.5) 1(125) 4(57.1) 2(28.6) 1(143) 1(100) 0(0) 0(©0) 0@©) 0(0) 34(100)
lmlriene 000) 0@ 8(100) 0() 0@Q) 7(00) 0@ 0@©) 1(100) 0@©) 0(0) 34(100)
en;‘frfx' 4500 225 225 5(714) 0(0) 2(286) 1(100) 0@©0) 0(@0) 388 1(3.0) 30(88.2)

R: resistant; I: intermediate; S: susceptible
a: the number in the parenthesis indicates the percentage.

Table S2. Interpretive categories and breakpoints used in the present study=.

antimicrobials interpretive categories and MIC breakpoints, pg/mL
R I S
ampicillin =1.0 0.5 =0.25
amoxicillin/clavula- =10 05 <025
nate
ceftiofur =8.0 4.0 =2.0
imipenem? =4.0 2.0 =1.0
enrofloxacin =4.0 1.0-2.0 =05

a: The interpretive categories and breakpoints used: Vet 08, Performance Standards for Antimicro-
bial Disk and Dilution Susceptibility Tests for Bacteria Isolated from Animals, 4th ed. CLSI, 2020.
b: The breakpoints are for human. Imipenem is not licensed for veterinary use.

R: resistant; I: intermediate; S: susceptible.



