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Figure S1. Map of the pPKOBEG-rpsL-FnCpfl plasmid. The FnCpfl coding fragment was amplified
by PCR from this plasmid in this study.
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Figure S2. Gene deletion in clinically isolated A. baumannii strains. (A) The pilT gene was deleted with an
efficiency of 17/20 in the A. baumannii ATCC 19606 strain. (B) The pmrB gene was deleted with an
efficiency of 20/20 in the A. baumannii ATCC 19606 strain. (C) The pilT gene was deleted with an efficiency
of 15/20 in the A. baumannii ABH6 strain. (D) The pmrB gene was deleted with an efficiency of 19/20 in the
A. baumannii ABH6 strain. M—Trans2K Plus II DNA Marker; WT —wild-type; 1-20—twenty randomly
picked colonies.



Figure S3. Results of plasmids curing. Both the pFnCpfAb-apr and the pCrAb-km plasmids could be
easily cured simultaneously by culturing the cells in an antibiotic-free LB medium overnight and then

streaking them onto the LB agar plate containing 5% (w/v) sucrose. apr, apramycin; km, kanamycin.
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Figure S4. Comparison of Cas9 and FnCpf1 editing performance at three identical sites in the A. baumannii

ABHE6 strain. (A) The FnCpf1 system yielded a similar number of colonies as the Cas9 system when using

the same spacer to edit the same region. Data were means + SD (n = 3). Two-tailed Student’s f-test was

used for statistical analysis. (B) Cas9 and FnCpfl systems exhibited similar editing efficiencies at three

loci when using the same spacer to edit the same region. Data were means + SD (n = 3). Two-tailed

Student’s t-test was used for statistical analysis (ns, no significance).
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Figure S5. The 12.2 kb fragment was deleted with an efficiency of 13/20 when using the linear dsDNA
donor as repair template in the A. baumannii ATCC 17978 strain, confirmed by PCR screening. M —
Trans2K Plus I DNA Marker; WT —wild-type; 1-20 —twenty randomly picked colonies.



