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& KL 13 (Bone Morphogenetic Protein, BMP) & — X5 % 3 R & R BER, FESYH LT
AP EERGEAR2Y, B Unkst REFEFERFHRE SR, B X 8 F# A# BMP #17 T
HEE, 5 BMP - 1 4h), BMP - 2 5 BMP — 8 .5 TGF - g MM, B 1B R S ML, [ %R
REARMERL, FERT HEAERIBFREEFH. RHATHRIAN BMP -1 B HER
Eam, #—HERT BMP RERAMEY . Al BMP-3 BEERTE 4 REHK L BMP
—3HAHMARERAR, 8 NRUESK.PESTRE CRAEBRE=HS. BMP-3# C
#¥% 5 MBP-2A & BMP-2B & 49% M FF MRS, LR AW T BMP -3 il BMP - 5 &£
MBMERTRAER, EREIE— 55 H R F X0 A SN 98 395 %, KA T BMP 3
MMAFEERBEEMEAC . R L, RINM BMP -3 5T Sl R E KB R THRIRE
i, BMP -3 - GST @& EH, ) Western FIIEUE ] T HiGH:.

1 ME5F%

i.1 HE

1.1.1 B Mk B s RNA W i pCRII B9 H £ M Invitrogen 247, ZA K pGEX - 2T M8
Pharmacia 2} ; A3 2 BR 40 AT SK A0 W) B P BB LM A AT, AR IF . B RG AT AR L AL B
RNA W B 2 [H Clontech lab. £ 7] . )

1.1.2 B4 :Bmp-3 % —#:5%H EE Cybersyn K A& M.

1.1.3 b4 7 B RE 3 . PCR Kits & H Amersham 28] 725, K55 £ 4. B 8. T4DNA E Y
2 E Promega 28, HEH KR AF S P EEEL G FHAET AR RKiHH .

1.2 ¥%

1.2.1 FHF.SK AN E RNA B ARG AF. 00 J6 8. MR B AN B RNA B % H Promega 24 A1 H
REFEHHEITRERR DNA fE M #iRIETT PCR K,

1.2.2 PCR #&¥'1 DNA BE=#E ¥ . PCR R B &K 94T 30s,45T 305, 72 1min, 3H3H 4T 40 M
B, PCR P17 2% SIS B SRR i ik =8

1.2.3 EHE#BEH R E. BB DNA 855 & R A FUISWE BB 4 5 DNA K B Bl R R KT
P&N M H AL Al 4 09 K DNA thai 4 Ml 4h A0 &~ X "DNA B HREE WA &, 8.8
W SRS T EDERER IR 918 T,

1.2.4 B HMFFIME R Sanger KM ILEE, 78 ABI 373A DNA M FE L #1T.

1.2.5 BEHAMBESEL HLNESEFHEEE00ug/mDE LB EFED I7CHEIHAE, &
10% R P K3, 37CIEFE E ODggo — 1.2, HIA TPTG ER YA Lmmol/ml, LEFFF 2h,

AN T 19963 F 20 Hlg |,
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1.2.6  SDS- 3 75 45 Bt B4 B 61 Kk (SDS - PAGE) - 4C B .U M 4 3 4, i 1XSDS b ¥ %% Wil 2b 58,
100C Z ¥ Smin, 12%SDS- BFEHBEER B, EDEE G- 250 v,

2 % A

2.1 PCRY#
FIHBMP-3 %59, EM.F- B BE ME. BLESKHARPIBE - £ 5HEERTH
0.3kb A9 F B, I SK AR Y 8 — 4 0.8kb MY K BE(ME 1)
2.2 PCR F¥MIsiRE B 59 #h
KBRS ER F% 0.3kb B9 DNA BF BEE W 5
pCRII 8RB, $# BB DHS« A B/ A %
B EcRIBYVIEE, KBS 03kb BARBEMEE
pCR-BMP-3(E 2,3), FRISHEHBEA R BF]
530k E Y bmp— 3 cDNA FFI4ERE, A EcoRI $5
bmp—3 M pCR-BMP -3 BH LT, A EEE
& pGEX - 2T, B4 X B 7 8§ DHSq, i 1 8 1) 7 47,
FERRIRSEANEHR(E2,3)
2.3 BMP-3 cDNA TEXIH#F B DHSe hpYEKE
&% pGEX - BMP - 3 # DH5« % & IPTG &
SRKE, A 1xSDS LW A BN, 1 PCR ~¥iy ik I it
2 12%SDS - BTGB KRS B 3K, Bl % IPTG %S M. 123bp DNA ladder, 1. Brain 2. Liver 3. Thy-
MRBSHTHE pGEX - 2T B4 E B RS IPTG mus, 4. Spleen, 5. Placenta 6. Testis 7. SK cell

- Stop Codons
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pGEX~ BMP~ 3 |
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pBR322
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B2 W& pCR-BMP - 3 R pGEX-BMP - 3 8749 18
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(kb)

3 BB pCR-BMP-3 #1 pGEX- E 4 GSTBMP-3 ) 12% SDS-PAGE & Western Bl i F 3

BMP-3 (BB B B L SR 1. Molecular Weight Marker;2, 3. pGEX-2T; 4, 5. pGEX-BMP-3:2, 4,
1.1kb DNA ladder, A. GST;3,5,B. GST-BMP-3

2. plasmid pCR-BMP-3. P38 pGEX -~ BMP ~ 3 B L B A A B, R E D FR LY 37kDa
3.pCR-BMP-3 + EcoRI, F—AEE I B &, W 7E 26kDa 2b R B RS W L BL(E 4),
4. plasmid pGEX-BMP-3, B Es ik pGEX - 2T BB 2 IPTG %5 /5 F ik 26kDa (Y E BEH BE

5.plasmid pGEX-BMP5 + EcoRT  peee 2086 (GST), T 0.3kb # BMP — 3cDNA F ik BMP ~ 3 i ARk
Ay F B4 11kDa, fFLL GST - BMP — 3 B4 F B4 37kDa. Western EN RS- 47 aRgf — 2 HUGERA 73— &

3 i i

AHEERED -3 DNA HEH BMP - 3 i (5 S0k 81K BB =T H A, 835 AT
Tt — I T, A VEES MK, AR ERENEA. TABFESZFEENIR
g5, I BMP -3 2 R BRAEXKBAEAERZHAEEMES, A TERBHRETRIEHFERE
MIEE, #1174 BMP— 3 BB AKA cDNA L —#:3(4,  RT - PCR FEEERE T &1% BMP
-3 CHAEERKNS M ZERRAER, HEXBTE T URSHEAMERBRZTE. R
7 BMP B F e T B8, DIEEMBFSA ., W R BMP M E B A 1, ERER S RALH
BERHEHESR. W, BMPEHRER. B ABENEE, BT ERAHRARTFREFHAERE
O, Be FEirE S EEE A MR HE M BMP B F ik, B% BMP & BT 2 R AR K
BESEERTFHEMER. L, B3 BMP -3 #9777 SLEMRA I #H — 25 H Western EIE I 8]
THAMEHE, AT BMP 04T BE B R R 3R T EER

& #F X MW
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Cloning and Expression of rhBMP-3 in Escherichia coli

Chen Yabing Yu Chundeng Wen Longping Zeng Ding
{ State Lab. for Tumor and Cell Engineering in Xiamen University, Xiamen 361005)

Abstract Here is shown the cloning and expression of BMP-3 ¢DNA in E. coli . Utilizing specific
primers designed according to published sequences, a 0.3kb band was assessed in vanous human tis-
sues, namely brain, liver, thymus, spleen, placenta and testis, as well as human neurcblastoma SK cells
by RT-PCR. The 0. 3kb fragment was inserted into pCRII vector and the sequencing resuit identified
it the expected 288 bp BMP-3 ¢cDNA. The expression of this BMP gene fragment was acquaired by
ligating it with pGEX-2T and transforming E. coli . The transformed E. coli vielded high level of
BMP-3-GST fusion proteins. Furthermore, the activities of the fusion proteins was domestrated by

Western blotting.
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