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[Abstract] Objective To establish a new method for the study of DNA-protein interaction. Methods
Six SPF BALB/c mice were divided into two groups, the lipopolysaccharide (LPS)-treated group (n=3)
and the normal control group (#=3). The LPS-treated mice were subjected to tail vein-injection of LPS
(25 mg/kg) to reproduce an endotoxic shock model. The biotin-labeled DNA probe for the LPS inducible
gene (LIG) promoter was amplified by polymerase chain reaction (PCR). The cell nuclear extracts from liver
of mice were prepared and mixed together. DNA pull-down assays were performed by using magnetic beads
conjugated with streptavidin. Proteins binding on the beads were eluted by salts with different concentra-
tions. The samples were resolved by sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE)
and displayed by silver-stain to compare differential bands between two groups. Results Fifteen proteins in
the nuclear extracts were found to be different between the mice of two groups. Analysis of the differential
bands of SDS-PAGE displayed that, compared with normal control group, there were four proteins increased
and one protein declined in the mice treated with LPS when eluted with low salt. While under the condition of
high affinity elution, there were nine proteins increased and one disappeared after LPS treatment. Conclusion
In this study, a novel method was set up by combining the biotin-streptavidin system and magnetic beads
isolation technique, providing a new way to study DNA-protein interaction. This strategy is helpful for
further understanding the regulation of gene expression with a view of "omics”.
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1.1 SERME.&F LIG B3 F/F 5 0 Bk i A
S E {777 ;SPF 4 BALB/c NEW BB T ER X
2B Y B ;Blend Tag DNA ZRBWA A
TOYOBO A7) ;s %5 DNA Mg E 2 E
Sigma /A 7l 514 B H 4 TaKaRa /A & & B kL
DNA $2 a7 & . DNA SR E iR H &l A
Z#H U-gene ;XD REREACERNENR
B 72 E Merck 4 f] ; Dynabeads Kilobase Bindertm
R &M 3B Dynal 24 7],

1.2 AFENRTER S Z . A SH3E (6 ml/kg)
BrEESRERe ADRE . BEFSEEMBTLD
fk. £2FMBEHKIEAER 60 mm § PESO R Z
BEHEEAEREBM 4 BEETRIERE BE
30 min JFi2R/MRIEH FH 3 KE MAP) , HZ R
# Bk ik 515 8 (LPS) 25 mg/ke, W L FEE B 4
40 mm Hg (1 mm Hg=0. 133 kPa) B} 1 3% 4 3 K
B % 0 A /DR8I 5 5 BB IR 2 vl
(PBS) , 5 #2141 [l if (] s A AL B o AL 3T B
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ERBRAPHE. IR . B0 . B BRI AR
B KRETEASRE MR R . BO EDT
V€ o B T T P A% R B R b IR e B 3 B UL TE VK |
Ea L BOR LB N EERY . B PBS &
HR,4 CEHEEL,-80 CRESH. REBHHA
XOHRZREEREAKRE. 2 BREORER
(2 g/1.)200,150,100,50 1 25 ul, KK F 200,250,
300,350 1 375 pl 9 1 X PBS # B & #1400 pl,
Z 10 pl B 96 FLAR A B AE R AL B 10 pl 1X
PBS fERZS AT BRI 200 pl 2O EEAEE
R IBAE EEME 5 min, f§ HTSE7000 £ 7L
AW E 595 nm TR TFHRAEEWHE. BHKR
2B, BEBOFHME, A E R X% 5 BE)E
TEPRAE N R, R B 45 tH R R RA T B R, in
HMARAR T B HESRPHEARE.
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#4551 LIG B F LT WS, HER 5
KImbric AW R R A B R N (PCR) KR A& -
94 C.30s,57 C.30s,72 C.2 min,35 MEHK., ¥
PCR 7= ¥ # 47 35 BE FH 5E B B 3K , 7% U-Gene ¥ 8]
WA TR & R EZ SR B E By & . DNA € 81X
M HTER,.-20 CRIFSEH. B4 E20 4
Dynal @2k & T 50 pl 454 2 wp i vh (B30 & it B
BRMEOBCE 2KE . EET 0l FEZWE,
10 pmol HAMRE M LIG 53 7 B ZR TREE
3 h, 50 pl YERBHRVEREER 2 K. ERT
PBS $14& . F 10 mmol/L Z — kU Z # (EDTA,
pH 8. 2) BARFU 50 95 % i H Bl . 76 90 C %4
THE 2 min, WIRREER L4654 S HRE S
K1 Yo BE IR R BB B K R I R R S A IR BT R
1.5 DNA T Hi4r#7 (DNA pull-down) £ 5 . L&
HREWEHOEZE SRR 0.5 mg, A H A
5 plfiE ks DNA (10 g/L), E B F %48 15 min, £
BT HimALREKR-EHTREY . ETERY%Y
30 min, % F W 50 pl 1 XPBS HRE%k 2 IR, H
A1 20 pl 0. 25 mol/L NaCl #11 mol/L NaCl ¥
sk ESAMED BB HRE 1200+
o B R M- 3R TR M B R O BB HRL Uk (SDS-PAGED)
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?Ei&ﬁ”f&%?ﬁq Nazszos i’ﬁfﬂ&ﬁlﬁi’ddeO 7)’%&%9
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Na,CO, W 8.6, CRE WA L N RS .
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%t BRI SRR 2E M A M SR LAY , 2 1 X PBS
B Tk 45 5 17 SDS-PAGE, 1] 1L i I 5 M %% B4 45 Y
B AR,

2.2 BEAFER@E D -HAEAREMEESIHREE
EHEEATRMEMZL, B RY=0.321 2X+
0.075, ERFHABEAWRELA R 3.0g/L.
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(B 3): 1% BIE R Bk PCR =4, W L —4
2 000 bp K/ R RHERW , ST KD —E.
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(B 4 FERE B LEBL I F 2 000 bp Z& A4 &b AT W — B
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MEKREANFEHBCEREA, T 95% P B E W’
AR A TEREER L AT LR 2T
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PAGE 4 # (8 5) : 547 22 5 AR 45 R T L, (R M JXE
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NaCl g £ MO EARAT I 10 ZERKW. 5
IE % %o R 4 EL B 7RI 5R R0 3 4 R K F L, LPS /E
FEANEAT RS LIG B TER AR, WA
12 8 W FE 30 6948 B/ AR 55 5 7 DNA-Z
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TR AR RRT AR WHERE RS,
BRRMMSN G ERNHEANEMELR
S5H3T DNA 454 . Zkfmtte JEHEB TR
3T DNA 5 EREEHNEO RS G A. X
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