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*
IX. PUR box 2
210093
100080
16bp PUR box 8 2 purR”
CG G A
PUR box purR* 2
PUR box PUR box
PUR box
Q939.44 A 0001-6209 1999 05-0436-40
12
5 16bp PUR box
purR™ 33 PUR box
8 bp 3 G 4 C 5 A 6 A 8 C 9
G 12 T 14 C purHD  purG O°
6 3 G 4 C 5 A 6
A 12 T 14 C PUR box 2
1
1.1 1
1.2
M63 6 LB°® 50pg mL
1.3 DNA T4 7
1.4 DNA
pharmaciaT7

1.5 PCR !
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1.6 §
1.7 Gel retardation °
1.7.1 purR” 4
1.7.2 oM PUR box DNA 5 y—2Pp Promega
1
Table 1 ~ Strains and Plasmids
Strains Relevent genotype Sources or reference

Escherichia coli

DH5a supE44AlacU169 801acZAMIS

hsdR17recA end gyrA96thi relA Storage in this lab

Salmonella typhimurium

DH-LO* P DH5a with pLHGO™ This study
DH-LP8 DH5a with pLHG-8 This study
DH-LP9 DH5a with pLHG-9 This study
plasmid
pBR322 amp'tet” sup pMB This lab
pUC19 amp'lacl POZ rep pMB This lab
pLBGI1 Mud5005 with O purG 4
pLHGO* PUR box  270bp EcoRI-Pst1 This study
puUCIY O
pLHGfS PUR box 270bp This study
pUC19 EcoRI-Pst1 8§ C—>G
pUC19 EcoRI-Pst1 9 G—~>A
1.7.3 PUR box purR 10pL
DNA pBR322 1p:g 1L 2.4mg mL
DNA 20min

4% 30:1 7V cm 1h

2
2.1 PUR box
2.1.1 PCR PUR box
purG 5 PUR box PUR box
8 cC 9 G G A

0" 5 —TTTGAATTCTACGCAAACG—3’
Primer No.8 5 —TTGAATTCTACGCAAAGGGTT—3’
Primer No.9 5 —TTGAATTCTACGCAAACAGTTTCG—3’
3 5'—TTTCTGCAGGCGTTCAAG—3’
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EeoRi

Pt PUR box
— —— 2.1.2 PCR
purG pLBG-1 DNA
\l/!*(,‘R reaction PCR
Ewiﬁ f 280bp
Putl 2.1.3
\l/ 3 PCR EcoRI  Pstl
FeoRl EcoRl DEAE
= -
patl Pyt pUC19 EcoRI-Pst1 E. coli
Y DH5a
i G PURb 80b
EcoR1 Hind}ii . o P
Hind 111 pUCI19 Pszl
pMWG Hind 111 Hind 111
{2.96kb)
190bp 2
1 PUR box pLHGO' pLHGS8 pLHG9 1
Fig.1 Construction of PUR box mutants with a specific mutation
primer [l PUR box PUR box
DNA
2 2 PUR box
CTAG
' A A A
C C C
G G - G
C C . C
A A - A
A A : A
A A A
C G* C
G G , G
T T ’ T
T T T
T T T
C C e C
G N G . G
(b)
2 PUR box DNA

Fig.2 Determination of DNA sequence of PUR box mutants
a.pLHGO" b.pLHG-8 c. pLHG9.
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2.2 PUR box
PUR box
purR "
EcoRI  Pstl 2
280bp y—>2P
purR”*
Gel Retardation
3
puirR "
PUR box
PUR box
2
3 purR” PUR box
PUR box Fig.3 Bind of purR" repressor with PUR box in vitro
1 2. pLHG-8 and pLHG-9 mixed with purR" repressor
seperately 3. PUR box of pLHG-O" mixed with purR*
3 repressor 4. Labeled fragment of pLHG-O" PUR box by
PUR P
box 16bp 8 purHD  purG  O°
o 8
4 C 14 G
6 4 4
purR " 2
PUR box 16bp
PUR box

PUR box  purR"
16bp
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GENE REGULATION STUDIES ON PURINE BIOSYNTHETIC IN
SALMONELLA TYPHIMURIUM *

IX. MUTATION ANALYSIS OF PUR BOX 2
Ma Weijun Qin Junchuan
Department of Biochemistry —State Key Laboratory of Pharmaceutical Biotechnology
Nanjing University Nanjing 210093
Wang Aoquan™ *
Institute of Microbiology Chinese Academy of Sciences Beijing 100080

Abstract Two consensus bases C and G in 16 bp PUR box were directed mutated to G and A sepa-
rately by PCR amplification. The binding function of PUR box carrying mutation with PUR protein
were examined by gel retardation experimnet. The result showed that the PUR box with above mu-
tations could not bind with purR protein extracted from LT2. It proved that the two consensus bases
C and G are necessary for PUR box binding with purR protein.

Key words PUR box Salmonella typhimurium Regulation of purine nucleotide biosynthesis
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