15 % 2 i s B T 7 # W Vol. 15 No.2
1999 4% 4 H Chinese Journal of Biotechnology April 1999

AT aBREREFEEFREBA PiIREA "

X R OEEHR AGE

(LEEMAKFEMEFRTFEERRE L8 200032)

# ¥ HPCRyFRU AR/ B8R ( Microplasminogen, mplg)cDNA, 54 W RIB fF %
B pHIL-DS B4, M ZHELBEHAXDIMN B THRRR L EER G B fRA
Rk, SRS GSLIS BE IS, SR M PCR U M Ik 4L R, RE LI P RE S & 1%,
mplg 7 FEIEW, IR E A - T RSB R EICERH, mplg B HEF B IEE.

*®iE WNAFEER, BEER
ST Q78 YIRS A THEMS  1000-3061(19959)02-0211-14

N 7588 7. (Plasminogen, Plg) & AR S RS MBS 22—, B BRI BUEH
(Plasminogen activator, PA)MIE 15, F72E 1 47 5 B (Plasmin, Plm), AU X HEABEA, &
L, MEZSEN—RIISEARKBIRAEE WESE, WRE ARER.H
R PR R e 5B S, B, X Plg MMM EAFEFRNEBFAMNT
f# Ple EEFE RETHEEMAL, WA AP G B RERF PUR TSR B,

KRH) Glu-Plg BAEEZNEHEMEED, i NWmERKR(NTP) S MREN ZAK
(Ki-Ko) ZE BB ETET O (SPYAR, 2 PA BiES. T Argse-Valse FF R HERR, B
BB T Hi R R AR TR BB . A mplg & Plg530-790 (LIRS B 261 D EEMAM
BIkeE, B 6 X ZHiE, A Plg 8 NTP.K,-K, X, {BIRF T SP K, i E, BR
mplm, B4 Plm A EEHE . BT Plg A FEBRABET ZH, EURGEERE, &
HEWEWHREXTIRE, W M &M IEARE, TR Plg M PAHE/ER
BEEFE KRS, mplg HTRE/D, REHERE, HIEET Plg iEHK, B ENER
mplg HEFFTX £,

F OB RBR PlgN B KK 5 M =AK, K50 FE 32kD 19 mplg, E#H—54
55, ¥ HF plg BUSHLH . PA SHAMIIEF R,

1 ##AfF*

1.1 #§H

KB E IM109.pBS-S1 itk AR ZERF, B GS115,pHIL-D8 ik & & d e A
BEZEMY, FRZHRH Sangon EMTEAF M, %M LAEBWE BRL 1 Promega
A, PCRIZF EM A Sangon W TEA T, FHAIAWEXFEWE USB A7, «2P-

« BFRHHEATRARIT U E (No.103-13-01-02)
Wk H 87 1997-12-29, 8 [ H #. 1998-12-10,
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dATP MF L KA F , RITA Plg & FEBEEHEMNERNEGELZTEH.,
1.2 PCR #" % mpig cDNA

RIE N.CSEERMITUEB 514, 5[0 5 S H MM BamH I . EcoR 1 i 45, L4
21K Plg cDNA B #7 pBS-S, H#HAR, PCR ¥ A B/ GBS 2 B, Blg i s ik 4
#=t. ™% Klenow BN T-.BamH I Al EcoR | B/ . 5 pUC19 4, B 1ERE S
& DNA F 344706,

1.3 B¥H3RIARN pHDMLG KR

PCR /%% Klenow B§#bF . BamHIH EcoRIE§ RIS, 5 pHIL-TR A B4, AT
KB AT A IM109, 138, FRHIREE &, TRIefE: sake . FIPETIE @4 & pHDMLG,

1.4 pHDMLG M1k B PR 71 B 0 %

Bl Noz 1 ¥ pHDMLG #tE1t, 8R)5 F LiCl 7 351k GS115, mplg BEEM FHEA
SENRAKES, 2 MD(HEFEREREES A2 M MM(FBERREERE ) TR
i 126 P RE A B 0 R AU ST R, FF B ME S YPD IR ST, FhE B Bk 244, PCR 33,
BE mplg XREE SR RGHEES,

1.5 pHDMLG ¥ Pichia pastoris PHIERIE

BEER B T A, FE DL (T 36 A 2580 pHIL DS [ GSL11S SR fEX I8, EFTF BMG

(HmM SRR FRE )T, R E ODgon, 26 B, B, I, T 0.1
HHA BMM(H B KRR R B ) M — R, 0. 5% TRESR# 74, 824 h B
FE, R MR, B RF BRI 0.5% o 15% SDS-PAGE B E RiA 74, LAY Plg S i
1T Western blot T Rk =Y R AR, BEISHR L, FRERAM PR, 51-PA 37C
HHWEL, AREO FEETREIL P, S 3I7CHEEHFBILH, HRHBRAKRY
B E S RERSE .

2 # R

2.1 PCRY¥ 3 mplg ZA

BURERE ROk BR Y 18 B 44 800bp. P 1 JEFI4r 7R BA BT 18 B 5 S0 AR 9E mplg
cDNA JBFHTF, HISHEE S E# .
2.2 FERNMLIEFIDS R

BamH]1 # EcoR I B8], 1§ 792bp Fr B¢; EcoRV B§Y], 18 1.1kb B, LB
pHDMLG EiE TR (E 2),
2.3 SDS-PAGE BEEFA™H R Western blot 24T BB

B 3 B, R B 7E 32kD A A R B RHF, T HUEE A 25 84K 0 4 B B o LB 4%
o BREB23RMWBFRLERKE, L THBE PVDF B, LA 5% RAS 4 1ER A
l, RERK SRITA Plg FUME . £ % 1¢G-HRP BT, BRE % DAB/H,0, F
BE EEAYTREAFHLEATIFREEE, EHFEREWRA Plg B4 ENE(E 3).
2.4 WEFPEMST

BRED-FIEETEFBEETANESE | KEEEEE mplg WERE, EE3-4 K
REEY, RORKMENESRESHEBRE -S(E4),
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bp
500 -
B 1 PCRYMEHMET B2 B pHDMLG () DNA Kl 88 1 Be 4
Fig.1 Analysis of PCR product Fig.2 Analysing DNA restrictive enzyme fragments of pHDMLG
1.PCR product; 2. DNA marker 1.DNA marker;2. BamHT + EcoR I :800bp;3. EcoRV :1.1kb
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Fig.3 Analysing the expression product by SDS-
PAGE(A) and Western blot analysis{B)

1. Total protein of pHDMLG/GS115 after induction (96h)

2. Total protein of pHIL-D8/GS115 after induction{96h)

3.Marker, 4.5.Total protein of pHDMLG/GS115 after

induction(48h.72h)

3 3 W
REGHAHHEEZERAELAT mplg ERWEEET, Bl FRBHFE KN E
B, REAEARMEE TS, B RERRE SN REY, BEEERY

ERIEE, Mplg £ 6 % “HE, M+ HME, BESH, A BR H S, HF
PEARM. Pichia pastoris Fik Y RAE JUAE & BRI 40 L ELIS 1 O BE B 3k R0,

H4 BREEERITONHOHEERE

Fig.4 Identification of fibrinolysis activity of ex-
pression product

1. Supernatant of culture of pHIL-D8/GS115(96h)

2. Human Plg, 3~ 6. Supernatant of culture of pHDMLG/

GS115(24h, 48h, 72h, 96h)
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Pichia pastoris RRFHABAEMEANFE M THES, XWEFEEED S THEH EH
RBRERENRS, EMRITRALREHTT RE, KETIEES mplg, BE T
[MJ#8 . Pichia pastoris RRAREBREMBARL, TEBELAFABE T RAURBHLGEES Y
L, ARBS, AT EER) . A1 mplg 2 H 54 W8 #5348 ik pHIL-D8 B4, L/
MYEBERRELRE 1(PHOD) F S K{E R WMESHITAWBARSE, —FEETEA—REN
P ARA®LE PHOL S RKIRMG S, BIRBEEM T A, B —H W Pichia pastoris 25
SGUEORBL EHBRENRKKFETIRTE,

EMNEMEFZFHERNRESREKY, KEEHEATHPEE, mfEpH 3~5
R mplg Tik7KFR &, {B7E pH 4 B ARG, FFURITES HB S e RC & pH 4
RES R, Wi BE . PRHESTREE,

BT Pichia pastoris RE T KRB, RNEEHATEBRBEKTITUSEEER
K TAE, LRGSR R S mplg, H mplg M EF TR R4,

£ 5 X M
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Expression of Microplasminogen in Methylotrophic Yeast Pichia pastoris "

Song Gang Guan Xiaoqun Song Houyan
(Department of Molecular Genetics, School of Basic Medical Sciences, Shanghai Medical University, Shanghai 200032)

Abstract To produce microplasminogen which has potential fibrinolytic activity, recombinant plas-
mid pHDMLG was constructed by inserting of mplg ¢DNA originated from pBS-S1 into yeast ex-
pression vector pHIL-D8 at BamHI and EcoRI sites, then transformed into GS115 cells. Positive
clones were selected with MD,MM plates and confirmed by PCR. Several clones were incubated in
BMG media and induced by 0.5% methanol in BMM media. The expression product mplg was se-
creted into medium. 32kD band appeared in SDS-PAGE. The immunogenicity of the mplg was con-
firmed by Western blot. mplg activity in the culture reached maximum in 3 ~ 4 days. mplg cDNA
clone was successfully expressed in Pichia pastoris.

Key words Expression of mplg cDNA clone, Pichia pastoris
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