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Human leptin expressed in pichia pastoris yeast and purification
LIU Xianjun, et al
(Department of Biochemistry, College of Basic Medicine, Chongqing Medical University)

[ Abstract] Objective: To investigate the structure, function and pathological action of leptin. The human leptin
was expressed in pichia pastoris yeast. Methods: The cDNA encoding human leptin was amplified by reverse
transcription-polymerase chain reaction (RT-PCR) using directly total RNA as template which was isolated from
human abdomen fatty cells. The recognition sequence GAATTC of restriction enzyme EcoRI was joined to the 5'
end of primer 1 and recognition sequence CGGCCG of restriction enzyme Not I to the 5’ end of Primer 2. The
PCR product (cDNA fragment) was inserted into expression vector (pPICZ o ) , expressed in pichia pastoris yeast
GS115. Results: The PCR product is 462bp ,In SDS-PAGE, expressed protein was showed as one specific band,
whose molecular weight is 17kD. The protein has been purified by using affinity chromatography with the
polyhistidine tag binding to Ni*'. Conclusion: The cDNA of human leptin has been successfully expressed in
pichia pastoris yeast.
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1.2 #3#F5PCRY %

Z B C AT AObEHDNAR B BL TS TR i1
— X TPCRY 1 AObEH cDNAKE LR |19, # 3|
YIRI5” - K 5151 ARR G #E P UIEEEcoRIFINot 1 A9EE Y1
&, B, PCRYMEBEH=WH, HS' -Kin&HRE LR
DIRSEcoRIMBEYIN &, 37 -KinaA R HERLTEINOt 1
MU, AETHENREM. 519 bBE TGS
B 5B RRITSINT:

31#71: TATGAATTCCAGTGCCTATCCAGAAAGTC

EcoR1
31#12: TTTCGGCCGAGAGCATTCAGGGCTAACATC
Not I

RT-PCR R i Promega 2 Tl1#) i3 & (Access RT-PCR
system) o FESO u IR IKER P& k5|94 50pmol/L, 1
FRANTP4550 1 mol/L, RNABIARZI0.55L, AMViiks RS
fi, TODNARESESHA. RWViE48C 45min (HExR) |
94°C 2min ( KIFHE5KE) , 94T30s. 60C 60s. 68C
120sYEDNABIEFF YL (Perkin-Elmer A E /55 ) #7401
P83, WG —IKTEAFE68'CLRIR10min (PCR) . E=#I5 ul
FIDNA 4 F BEARHE FIRHE 1% AR B (&rRAL 25805 1
g/ml) LHPK, BIMTFRELER.
1.3 PCRZ#irE

R i Invitrogen 2\ ) i Pichia Eastcomp' ™ Transformation
kit, FFPCRF=4720 n I 2 Fd & 14 P9 Y788 Not 1 FIEcoRI X
Bit), RS, $F3R4AKpPICZ o FH FR &4 X tTEENot 1 1 EcoRI
WEGYIfS, DE-81 B4R [EIR . FHF EAREYIE PCR=Y S
BAAEITONAERER (Promega) EERR, HBRHIEA
YIEEBgl 0 et )G, #HAbRZ SRR KRGS 15,

HeREE R R —FPeE R PR HME—BRIR B . ZE()
ABREFER, SBESHAEXENTH ARRME—PEEL
B (AOX) , EEAMEARERN G FENINEIER R
EEShFmREIMNERERA (F) .

Bl EeFREpE RIERG——pPICZ
1.4 fRitFof ik
FE & Zeocin (Invitrogen) BIYPDFEAR (1% B FEREL

Y. 2%BREBER. 2%EEFF2%EHE) EA30CEER
A, H PITEBMGHHBMMHY- 3 _E 4% & Mut 8
Mur#A! (BMGH: 1%BiERE: . 0.34%B2 8. 0.04%%0
. 4x10%4EWE. 1%H M. 0.1mol/LBEEL B v i
pH60; BMMH: & H05% PR AZFE MmN, & H
BMGH) . BEEUBRBE R E3ml BMGH (& Zeocin 100 u g/
ml) #, 30CH#HEHF (250 ~ 300r /min) 3EFIAE, B E
100mIBMGY (BMGHI 1% B B2 Y. 2%BEEAK) |
Z2anEgERR (BFEKMEEFT) . B.C (5000r/min. Smin.
EiR) WEREE, FHSom BMMHEREE, 2555720
(BFEERF) . SH24bI0A PEERE LREF0.5% VAYE 1
BE. EFESR, B0 (8000r/min. 20min. 4°C) UdE HiE
W, 15% SDS-PAGE H ¥k 4 B . 5 I i 58 = g fal,
1.5 AEF ehaksin

FEOCRRER LERAEERRRE SN &R EE
FRERHER BT A 6 B RN IE ER X B H36mg/L.
1.6 &84k

BIEZITYRBRESHHARAEREL, RAXSS
RARESHRMENEETS BEak. ¥ AR OENIESE
LR ABER g (B E 9 FEH5000, Millipore) HE4E4
10158, FSEAHRAMENE (QlAexpress. NiNTAE
FMAL RS, Qiagen) £—alith, WAMLIKSS, SDS-
PAGERLIKAS .

2.1 AObX EcDNA#KF
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HAFE .
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Lane a: Marker( @x174RFDNA/Haelll, Promega);
Lane b:RT-PCR product.
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