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Abstract: Cronobacter (Enterobacter sakazakii), a pathogen commonly found in powdered infant formula (PIF), is an important
food-borne pathogen. At present, very limited information-is available regarding the function of genes, virulence factors and the pathogenesis of
Cronobacter. In this study, plasmid pTnMod-okm and pBSL 180 were used to build Cronobacter random mutant library. Finally, the mutant
library of Cronobacter was built based-ontransposon tha contained in pBSL180 plasmid of Escherichia coli WM3064 through Chromogenic
technology and antibiotic resistance labeling (kanamycin 50 ug/mL). In subsequence research, gene assignment and finding the similar function

gene can be achieve, which layed the foundation for further studyingthe resistance mechanism and the p athogenesis of Cronobacter.
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Table 1 Bacterial strains and plasmids tested in this study

Strain or plasmid

Characteristics

Reference or source

Escherichia coli S17-1
Escherichia coli WM 3064
Cronobacter sakazakii ATCC 29544

Plasmid pTnM od-okm
Plasmid pBSL180

Tpr Smr recA thi pro hsdR
pir* DAP"
a-transglucosidase*

pMBL1 oriR RP40riT-Tn5 Km'
LaclQ Ptac R6Kori Th10 Amp" Km'

Reference 1011

Reference 121
This laboratory

Reference [0
Reference 1413

1.1.2 PG R 5

T ILFE TR (DAP) 50 pug/mL; KRR (Km)
50 pg/mL; ZFEHHR (Amp) 50 pg/mL; LBRI:
LBE i Al B U i AT i . (e R W | AR A LA
YIRS PRZ 7], UNIQ-104F: 2Ui b/ EEfi i 1l 65 W
H B4 TAY TREEARAIRA R PCRY 1177 &
TaqMixJl I A= B AR RH: AR A F
1.2 Jiik
1.2.1 TR B RAT G sk i e

KA Escherichia coli S17-1 (pTnMod-okm) %
P IE R ERP LB A (Km) 1, 37 CREIR
BRFRAT M, BB ORI I R R
(T B Ui R AT B €3 97 3 (KmD) PR B, $FAiZ T
PR A 2 . KT E.coli WM3064 (pBSL180)
FIR IO T ik Cronobacter sakazakii ATCC 29544 435l 12
F T LB (DAP+Km+Amp) 1 LB W%, 37 C
PRIRIGTR . NI REETR BV o) RV B kT 1 ¥ £
Rige it (DAP+Km+AmMp). BRiE izt B ks 77
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BBt TR R AR LT A BRI TR 15
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P A FORIBR Ui g AT 1 R 7R B 5 AN
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F IR AR TR A 2R TR DU RR 101 1) LA & 7
IR 5 mL LERE T 37 CEp B 7% K0 e
BT LBEER IR b, T 100 pL R4 B T8
Wi, 37 CHRIMERE IR REFE 20 h,
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ATCC 2954447 & J5 W17 120 - 7E B g iy T B S 85
FEE (Km) PR M5k B4 PR 2B %
(Km) 1, 37 CREIRE;F716-18 h, 45 Atl-t5. FiFk
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SR B A A B P B R AT R B ORI G . B 56
WER 510 9:S1TF:
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Fig.1 The results of confirmative tests
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Fig.3 The confirmative test result of recombinant

7% : A-Escherichia coli S17-1 (pTnMod-okm) #=Cronobacter
sakazakii ATCC 29544 % 3 & 40§ BAISITF/ S1TR 5140 4738 4954 i
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Fig.4 The sketch map of pTnMod-okm plasmid
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Fig.5 The sketch map of pBSL180 plasmid
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