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1.1.1 EHEC 0157 : H7 EDL933
~pCP20 -pKD46 N ( kana)
pUC19kana
; DH5 pEASY-T1 simple
BI.21( DE3)
TransGen o
1.1.2 PCR
(1 Ul-Hind . U2-Sal |
74832 500 bp ( z4832-up) ;
D1-BamH [ - D2-¥coR [ 74832
500 bp ( z4832-down) ; kana-Sal | - kana-
BamH | kana ( FRT ) o
1
(5--3)
Ul Hind Il AAGCTTGAGAAAGGCGATCTGAAAGGC
U2-Sal [ GTCGACAATTATTACATTCCCTGAAG
D1-BamH | GGATCCCGCTTCTCCCAGCCGCCCTGC
D2¥coR | GAATTCACTTTGTAATTATTGCTGTTA
kana-Sal [ GTCGACAGCGATTGTGTAGGCTGGAG
kana-BamH [ GGATCCATGGGAATTAGCCATGGTCCA
1.1.3
Promega ; TransStart Taq DNA PCR
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T4 DNA NEB ;2 mm
BIORAD o
1.1.4
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Sep85H HITACHI ;
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1.2.1 74832 EHEC
0157 : H7 EDL933 Ul-
HindIl U2-Sal I PCR 74832
500 bp D1BamH I D2-¥coR
PCR 74832 500 bp
o PCR PCR
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down ; pUC19kana

DH5a o pEASY-
T1-24832-up/DH5a~ pEASY-T1-24832-down/DH5a
pEASY-T1-%kana/DH5« pEASY-
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OD) ODyy .. 04 10 min. 4 000
r/min.4 °C 2 min o
10% 3 4000 r/
min.4 C.2 mino 100 wl 10%

o pKD46

2.5 kv.200 Q.25 pF 1 ml

LB o 30 °C.2 00 r/min

lh 500 pl
LB 30 C
PCR pKD46 /EHEC o
1.2.3 74832 pKD46 /EHEC
30 C 200 r/min o 1:100
10 ml LB 30 °C.200 r/
min OD¢oo o 0.3 L-
30 mmol/L 1 h
OD¢oo 0.6 o 10 min 4 °C.5 000

r/min

100 pg/ml

2 min
3 10% 3
10% 4 C
o 100 ng
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1.2.4
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0D v 0.6 1.2.3
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1.2.5
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. 37 €200 r/min . 1 h 1
ODyggy 1o 3 .
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1.2.6 M9 LB
LB EHEC 0157 : H7 LB 74832
74832 1:100 4.3
5ml LB M9 o 37 °C+200 r/min 3,
OD¢oo 0.5 500 pl 500 wl
10 pg/ml LB M9 37 C. (P<0.05)
200 r/min 5h 13 000 r/min 5 3
min . PBS
LB 37 C 16 h 3
10 100 o
5 N
DNA
2.1 PCR 74832 PCR o
74832 500 bp 74832-up EHEC O157 : H7 74832
500 bp 74832-down(  1A);
pUC19-kana kana pUC19-
74832 -up-kana-z4832-down Ul-HindIl D2-
EcoR [ ( 1B) . 4 C
2.2 PCR ;
Ul-HindIl D2-¥coR mmol /L, 60 min
I PCR 2 500 ;
bp(  1C) .
2.3 UlHindIl D2- GNAT
EcoR | kana . pCP20 N
FLP kana FRT A
kana PCR 1000 bp( 1D) . .
2.4 74832 EHEC 0157 : H7
1h 0D v 10 h
74832
o 2,
2.5 74832 M9
1 PCR
M: DNA i 1: 74832-up; 2: 74832-down; 3: PCR 4
AL PCR 74832  B:PCR ; C: PCR D

(P <0.05) .
M9 74832
4
4,
o Red
4 C 15 min
30
3
A
74832
74832
05 kana
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Construction of z4832 defective mutant of
enterohemorrhagic Escherichia coli

Tan Linlin' > Wang Jianxin® Li Tao’ et al
( 'Anhui Medical University Hefei 230032; *State Key Laboratory of Pathogen and
Biosecurity Institute of Microbiology and Epidemiology Academy of Military Medical Sciences Beijing 100071)

Abstract Objective To construct acetyltransferase defective mutant of enterohemorrhagic Escherichia coli 0157
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: H7( EHEC 0157 : H7) with ARed recombination system. Methods Kanamycin—resistant gene with two FRT sites
and homologous regions which were cloned from EHEC 0157 : H7 by PCR were inserted into plasmid pUC19 to
construct a recombinant vector. z4832 was deleted with the recombination function of plasmid pKD46. The kanamy-
cin—esistant gene was deleted with the recombination function of plasmid pCP20. The gene deletion mutant was ob—
tained and identified by PCR and sequencing. Then the growth curve was determined and the change of survival rate
were checked in LB or M9 medium containing ofloxacin. Results The acetyliransferase gene z4832 defective mu—
tantof EHEC 0157 : H7 was successfully constructed. The growth curve of the mutant had no significant difference
with that of wild strain. The viability of deletion mutant increased in the culture with LB medium( P <0. 05) but re—
duced with M9 medium( P <0.05) . Conclusion The construction of z4832 defective mutant would be helpful for
study of the effect of z4832 on antibiotic tolerance and the mechanism by which acetyltransferase works.
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