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Cloning and sequencing of the full-length of human PPAR & cDNA

ZHANG Tao,et dal
(Department of Pharmacology,College of Basic Medicine ,Chongqing Medical University)

[ Abstract] Objective:To clone and sequence the full -length of human PPARS cDNA in order to further construct the
eukaryotic expression vector carrying hPPARS gene. Methods:hPPARS cDNA was cloned from HepG2 cells total RNA by
RT-PCR. The PCR product recovered from gel were ligated with pMD19-T vector and transformed into DHSa competent cell.
The integrity and fidelity of hPPARS ¢DNA sequence inserted in T vector were verified by BamH I and Sal 1 double excising
and DNA sequencing assays. Results:The positive clone T vector plasmid containing correct sequence of hPPARS cDNA were
verified by enzyme digestion as well as sequence analysis and was named as pMD19-hPPARS-T vector. The sequence of
inserted hPPARS cDNA was in accordance with the corresponding sequence in GeneBank database(AY919140). Conclusion:
hPPAR 8 gene is successfully cloned and the pMD19-hPPARS-T intermediate vector is constructed,which provide a good
basis for further constructing the eukaryotic expression vector carrying hPPAR 8 gene and studying the receptor’s function.
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5t F A PPARS SHATHEEM R EATEB Y, A KBFFE DHS o F1 HepG2 4RHISY 5 th E KRR K44
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#1E hPPAR S ¢DNA F51iRit51%, iK%
BFRT Kozak 31,5’ 35| ABGVIALE , 3 TaKaRa A FE
Bo B3I 1 (& Sal 1 YL ):5 -GCGTCGACGAG
GGGAGATCAGCCATG-3; 3|# 2(& BamH 1 BFHIALA):
P2 5’ -CGGGATCCTGGGTGCCGCCGTTAGTAC-3’,
1.3 At

KA Ty 53R 0R, BARFERER 1 x10° 4 /ml, A&
10% 44 I 75 69 RPMI 1640 353235 3% HepG2 #AM, %
AFEMEEZEE 100U/ml FEEEE 100 g/ml, T 37°C.5%CO,
SWAFEIER,
1.4 pMDI19-hPPARS-T #ik#3#E (A 1)

hPPAR dalacDNA <

B 1 pMDI19-hPPARS -T Hfk#RFE

1.4.1 HepG2 #Mfl & RNA BIH2EL = HepG2 HAMNAKIC
£ 90%BT, HifE RNA A7) & Ui 01 IR B4 5 RNA, %
FRSE B 4317 {000 B0 L 40 B FO VR B L 1% 35 R W B e o, T U T
Hewd,

142 hPPARD £ 1 ¢DNA 52f& F Thermoscript RTase M
HepG2 #41/f1 & RNA %% 3%& i, hPPRAD cDNA 55 —4%, i
¥ % K R %% :65°C 10min,50°C 60min,85°C S5min, hP-
PARS 2K cDNA 72f& PCR R KRR S0pl, Hp &R
c¢DNA 1p1(50ng),dNTPs 4.1(200w mol/L),5 ‘x PrimerStar
buffer( & Mg*)10w 1,318 1.2 % 11(0.4 . mol/L) , Primer—
Star HS Taq 0.5 ], REGMBAEK 32.5 w15 R4 14 5 :98C
A Smin,98°C 155,68°C 90s & ¥F 35 ¥k ,72°C it
10min, B 4 w1 PCR =¥F 1%5 A5 tH ik 5  BG &
HLK BB hPPAR 8 24 cDNA &4,

143 BMEES pMDIO-T BIKM EHE . #ib &
pMD19-T FAKiH| & VLA 4T hPPARS 2K cDNA 51 5
pMD19-T Ak %ER: , FALF5 L% DHS o BRZS4H, 4%
HEEFEYHEIL DHS o BRRZAEH, TERBEEM LB ik
37C T3 12h, BRERX 3 V& #EAT PR ST RE 0 1k , 43 Bl fr
4% PD1.PD2 # PD3, F 37°C.LB BikIEFEPHE (200
/min ) IE IR, 2 BRI &5 80 28X PD1 .PD2 1
PD3 ki,

144 BURMSYIRNIF%E % PD1.PD2 #1 PD3 ki
T BamH 171 Sl 1 YW S €, X3 0T BE 60 PR TR 3
TRFEE,

2 & B

2.1 HepG2 #mAf¥% RNA & T # M

RNA k4 RE0T,285 1 185 £ R IF
Wb GH BRI, 3F H 288 BIRER 188 IRMELL L,
58 B2 0] I, RNA B REIREF ; S IMEI A/ A
1.95, ¥R 1.85ug/ulo
2.2 hPPARS c¢DNA L& >4

K hPPAR 8 EHTERES | P HepG2 4HARE
RNA £ RT-PCR 318 T 1430bp T E M E R A
Bt
23 AEHikeiBEEnl LR

PD1.PD2 1 PD3 J&iki Sal I #1 BamH 1 X Y]
Z5R A 2 B, PD1 A PD3 BUbir=A:#4 1430 bp
12690 bp K/MAY 2 55547, T PD2 BiRANE 5
pMD19-T ZS F R K /N—BH) 2690 bp LHHI 1 5
o

M PD1 PD2 PD3

2690bp

1430bp

M 25 DL2000 Marker;
PD1.PD2 .PD3 Yy 3 /M3 B SRS Y] 45

B2 PEMESEREERYIORIES AT

24 MEER

PD1 M1 PD3 k(% I REZAEYH AR
ANEIN A O RO PR A R B BHE 4 A
By ,PD3 [ B fir & B hPPARS E B F 351 5
GeneBank ¥4 PE$R 3 MR 751 (AY919140) 52 &
Wia(E 3), %= 445 pMD19-hPPARS-T.
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3 pMD19-hPPAR -T #i(PD3 )RS

PPARS f1 PPARy 3 FF3Z{KEHE!, A PPARS ZHE
fLF 6p21, 45 441 NERERBIY, BAELS S5 H
BiE, SEERR 3T X B VB IEEHEY R
MITH (Peroxisome proliferators response element,
PPRE)E &, M RL RN I R0, H & L PPARS LA
Xk, BTHAARE R RAEHREER
B, HWEgEHR—ERKRH. HEHKER,
PPARS #3030 A $2 5 RH [ Bt [ %55 (A R 5k, Wil
ALV RE B/ BUAR POAR € 8 By 0 JFF 440 B v B HE T
=EE(TG )RR, & B WIS BR AL . BORL IR P
W AR GE LA 4E P R ARG B XA, T IR R 3
FRE A B BB R RakS, MBS
PPARS 3N MR BRI T PPARS ZAAMHX
PRFECAHLE , T A Se B FF A DY HEHE (Open reading

frame, ORF) HJ PPARS 31k cDNA &K FFIH T
R SR IR R B A HTIR FIEEAL

HEEWEI EREAE AR 20 HE2 70 £R
HEAE LASKRY, BFEA AR E SR PRI EA,
AR K HESh T R AT R A R EE TR
PRI E R, ZEHE T (Gene cloning) ML 2AF
ShE, BEIA T —B B DNA A —184E,
HRAZEARY MR FR0 Fd R,
Heb, HWEFEMKEA SFOTE RS, G
HHE4 B  EEHCE (Gene library) .15 cDNA
X (Complementary DNA library) PCR. A L&
BN 7 B/ (Differential display, DD)5M, H
BEABERTREFEEAEDER W HEAEE
BEEAYWIAERNREFER, IEX THRE
DU K B R s M B, AN B 5 1
H cDNA JUENNEE R AWER, ARYMH.A
AL cDNA SCEAHE, HifAEEENLSR
A, BiEE;PCRYEEBMER R BEERTRRE
FFRlIEmmEE, ZFRALL mRNA HBRH RT-
PCR ¥. ALK H TN hPPARS ZHH cDNA
FHIEM, mMZ BRI LR L5754 PCR AL
WESE, ABF9E 40 Bk HepG2 323X hPPARS, A< 3L
B ¥EFE T L) HepG2 41 mRNA AEEAR B RT-PCR
Y:TERE hPPARS 24, LI IR T EMLS R, Xt
FRE SCPEIRAS B AR I vk T 25

EERRERBEANEMEHEFIEEL .5
%, B FWRETNEAE TRENIUERMER
B LA KRR R3S S B T EA B K ELYE
AP E . AL HEM T RIZZ 1L DH5 B
FZAMEEHIE T PD1.PD2 # PD3 3t 3 P TkE,
SV K E ,PD2 A 2 2690 bp K/NHI&
H, X5 pMD19-T &tk BAK/NER, LB H
hPPARS cDNA HM&47iE A, T PD1 1 PD3 kL
HK/NY 1430bp 1 2690bp 2 &, HF 1430
bp % IEMF 55L& H hPPARS cDNA ¥ 5l K/h—
B, #—2XF PD1.PD3 BRI P B4E RIESE, PD3
L& % BB hPPARS 3£ cDNA ZEFF|, XX
2,5 GeneBank $UR RN FHIELY &,
XFW, LM ER pMDI9-hPPARS-T B 1k
(PD3 kL) & A FF51EH H5E %M hPPARD A,
XA — S hPPARS 2R B F A8k
1 hPPARS ZIRERHSRIT T T B AFRIEERE
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MERWAWEEEER, BAEH 240 HLKE
FFAs K FEF & SHERE F 5B 1 HPA B Hl4E
i, BEE ARl R ZE , T Ve IR IR

Fabio %045 fi# FR 5 4F & th 8 5t 18] (3.5h) # v
10% 8% (Intralipid )& ML 3K FFAs B EFH &, WL
3 ACTH FEZ BT 43 WU /0, R st & B 5 K
FFA X HPA B HPHIE A3 R &0 HPA BiIXHE
T EREREEBRBEEMRN, EHIt FFA X
HPA RFHIFRO R AR B iE, RO IEREF
BHEMIRERSH -3, H B H#H - MEDE
i3 FFAs 7KEFH5 8h B, {377 7E R FFAs X HPA
MMEIER . BB & B RTR] (<24h) FIEEK
BY1E] FFAs 34 & %7 HPA SHelbE 2 s E 2
M EARFRR . RATMZFER FFAs X ACTH Fi &
RS MM E S 2 Ko SatfE 2 X 8
REENFE, WX FMEIEAREART 24h, ¥
F 2 BIBE RN SR AFLE IR BB R B & R N Rk F
FFA SEERERZEIEMX, 43R ER, &
IHERIBEE LHE ReEeRE rEnt Rl ZEK , FFA TR AT BERE
TIBUE HPA B, WTITHO R FFA B89 IR =4 5 K% 8
W— I EESFERM, B, W RMBRE
— UL,

45 R1E, RATHKIRE FFAs 3T HPA BiE
RVREWWEEIEE. B HPA BIWEEiLY
I, EFAEM R B FFAs 7K, B34 7R FFAs XF
HPA BB WRRIRER WS, AW WED], T

# SH 41542 LHE 4, % ACTH R M T4 4
SRR 8 S U B REAK, B b 0 sEHARAR,
3 ACTH M RFEB R WRIEHR . X ULRAEH 3k
FFAs /KT IE® A HPA BT B0,
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