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Construction of Expression Vector of Chicken Peroxisome Proliferator-Activated

Receptor-Gamma Gene and the Preparation of Its Antiserum
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Abstract: To construct the prokaryotic and eukaryotic expression vector and prepare the antise-
rum of peroxisome proliferator-activated receptor-gamma (PPAR-y) gene in chicken. The se-
quence of PPAR-y gene was amplified by reverse transcriptase-PCR (RT-PCR) from the total
RNA of chicken fatty acid and insert into pGEX-4T-1 vector and pcDNA3 vector. Recombinant
plasmid pGEX-4T-1/PPAR-y was expressed in E. coli BL21; Mice were immunized with purified
recombinant plasmid pcDNA3/PPAR-y. SDS-PAGE showed that recombinant pGEX-4T-1/
PPAR-y expressed abundantly a fusion protein in E. coli BL21. ELISA and Western blot showed
that antibody obtained from the serum of mice by injecting recombinant pcDNA3/PPAR-y was
high effective and strong specific. The recombinant pcDNA3/PPAR-y in the current study would
provide a powerful tool for overexpression research of chicken PPAR-y gene at cell level; The re-
combinant protein and antiserum in the current study would also establish a basis for function re-
search of chicken PPAR-y at protein level.
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Ex-Taq DNA R &8, T4 DNA & 4% 1 | & Fh
B 1 A% R PN VD 1 . DNA 43 7 i 4 1 . TRIZOL it
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1.IPTG S M E&H pGEX-4T-1 ki iy BL21;2. %A
H IPTG % % 0 & F pGEX-4T-1/PPAR-y & *i i)
BL21;3. 4> T & A5 #E (97. 4.66. 2,43. 0,31. 0,20. 1,
14. 4 kw ;4~6. IPTG % 4.6.8 h % F pGEX-4T-1/
PPAR-y B ki i) BL21;7. IPTG S0 & A pGEX-4T-
1/PPAR-y ihi Y BL21 #75 L5 WK ;8. IPTG 31
T pGEX-4T-1/PPAR-y FiAi iy BL21 8 4 Ui e
1. BL21 (pGEX-4T-1) induced with IPTG; 2. BL21
( pGEX-4T-1/PPAR-y ) without  IPTG;
3. Marker (97.4,66.2,43.0,31.0,20. 1,14, 4 ku) ;4—
6. BL21 (pGEX-4T-1/PPAR-y)induced with IPTG for
4, 6, 8 h;7. Supernatant of BL21(pGEX-4T-1/PPAR-
v) bacterial lysate; 8. Pellet of BL21 (pGEX-4T-1/
PPAR-v) bacterial lysate

B 1 pGEX-4T-1 /PPAR-y B #I7E X % #F & BL21
R £ H) SDS-PAGE & #f

SDS-PAGE analysis of the expression of pGEX-
4T-1/ PPAR-Yy in the E. coli BL21

induced

Fig, 1
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M. DL2 000 4 F fit #5 #E 5 1. PCR 25 11 X 185 2. T8 4

pcDNAS3 JF R i /8 BRFFE cDNA; 3 ~ 7. # K R ¥E 4

pcDNA3/PPAR-y FkL B /N Bl BT I Bl A5 E cD-

NA

M. DL2 000 marker; 1. PCR blank; 2. The ¢cDNA in

mouse liver by injecting pcDNA3;3—7. The ¢cDNA in

mouse heart, liver, spleen, lung. kidney by injecting

pcDNA3/PPAR-y

2 i 5 pcDNA3/PPAR-y /& %I 5 /N R B 88 =
PPAR-y EE KR iX

Fig.2 The expression of PPAR-y gene in mouse viscus
by injecting pcDNA3/PPAR-y
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ELISA ¥ 5E $0 1035 2 45 R % W), 21 20 Jot k.
pcDNA3/PPAR-y H# /N FRAR A3 19 B Il 75 B A 3
BB (F 1), Western blot R B R TESH
pGEX-4T-1/PPAR-y = 21 Jii % 1 B AR 2 11 8
1 4% 80 ku ZA 43 IFe 5 M (5 GST/PPAR-y fil &
FEAKN—B0 ., MEH pGEX-4T-1 Ji Ak Y 5 1A 5
s e e Al . XSS R & 4l
i ki pcDNA3/PPAR-y /NG KB 75
PPAR-y H R LA PR (B 3)

& 1 ELISA % W iE 2
Table 1 The value of antisera detected by ELISA

2 %IJ Groups ODy50 /ODsso (yi SD)

A 4 (pcDNA3/PPAR-y 41) 1.7940.13
B 21 (pcDNA3 4) 0.21=+0.08
Rk 0.082740. 22
ku
L16.0
662
1450
35.0
250

1.IPTG &S & H pGEX-4T-1/PPAR-y Fi ki 19 BL21
WA E H; 2. IPTG T & A pGEX-4T-1 5 A7 8
BL21 B8 1 ML 2R 4 F 5 b

1. BL21 protein (pGEX-4T-1/PPAR-Yy) induced with
IPTG; 2. BL21 protein (pGEX-4T-1) induced with
IPTG; M. Protein marker

3 BRI PPAR-y H{EHF R M A Western blot 5 7E
Fig.3 Specific identification of mouse anti PPAR-v an-

tiserum by Western blot

3 3 iR
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R 2RI EE, 0 PPAR-y 215 S I8 15 40 i
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TAE. DNA RV (AL R TR il £ fa] B 3 A0 fIK
B PR RA GE E T B AT A8 K, RES S BRI AR
Y0 G e BT, DNA R A] DL S ALIAR ™= A R
AT 5 B B B s RO SR A DNA S92 19 5 X
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PERAF B PUIR 5K B ) pGEX-4T-1/PPAR-y 4
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RE P I 1 4% 80 ku 247 B HE SR L X AL
F B DNA s 4R 45 PR 2 R & ke 5L 8
A DL 38 430k B A B 55 26 K AT B h i = 2 38 i AR
FHEHANY PPARy K=Y,

[F] B, A F 5% A A 0 B0 A% 3R 3K 200K e 5 A 8
FEIEWF, B B 7 AR T A 5Ok i Y 4 i
Z 6 0 5 R 5 32 3 A% 8 T i BRI BRI
PR RS ) J7 v, Bk J2 38 4 7K % (Hydrodynam-
ics-based transfection) & ok i3 5 3 4 ki, 2R J5
G A1 Y 35 PR /N BRUDE 28 o RS SR A S
() 7 3 G N A7 U5 356 TR R 38 B, AN S0 2 B B ) 4 i
Kr SR ah B L i ELA A 5T A A Y A 5Ok AN AR Al
3 B 5 T LAY R AR I DR 7R A0 R P R AR
e ot R HLAE IR RE S 2R3k, R FH /D B
ARSI 1) 5 vk AT ARG 0 A0 I 35k PRl e Gk B Er e A
RS FE S R N 223K L X R JA 2 DNA Sz i Ak

TR BB SRR N R B R AL T AT FE A5 B, LR
FH/IN BRURE K B2 0 5 S A ok, #R AR R O L JF
HAR KA REAR T3R50 iU

AW 58 B A Y A 3K I8 K pecDNA3/
PPAR-y NAEAMI/KE EAFGEXS PPAR-y JER %
TR N A G BE L S e AR A TR ) A iR
7309 E 4H AR H A B IE O 7 R E K B BE XY
PPAR-y YiResaE 1 LA,
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