© 342 EMt¥ESENDEHRR

Prog. Biochem. Biophys. 1994; 21 (4

P EEE

&

4 i BB R 70kD F033kD

HERIA -

%

(FEHEREEDWBETFRF, £33 100101)
#4#% D. K. STONE #/

(Department of Internal Medicine, Division of Molecular Transport,
the University of Texas Southwestern Medical Center at Dallas, Dallas., TX 75235, U.S.A.)

BE COBETHESREBUEFREN70kD EEM cDNA. FARSMERN (PCR) 1 T 70kD
R RSB, R EEMNF cDNA FERBE T33kD TEMNRBHE. S3HKHANFBREED
PET #{k 52 70kD MI33kD EEEFHE KB B PHETIE. SDS 3 7748 BB 8 B b 5k E A REp

S FE B 70kD F133kD EEEEH B FI 8 B &Kk,
X4iE FFE. 70kD H133kD &, EE KX

WEERFRE (V-BHRTRE T Z0a6T
HHARBERE . XXFRFENEED6E
AN KR ATP PAERFHSN S (pmf) 214
VB ELE AR R, R — R RA A
R 3% P R — E AU BRAL AR T 40 I 8% o &5 Fh s

abhie M, T H ¢Aﬁ-ma&;{—m§\; ik
MER, EMRETL2EENAEEN. &R

BEFRHILFR/N, BEARGLEARK,
/& H500 000-700 000. BHEFTHI EILBFR
*xH, ATP 3 ATP XU EEB R ic AR
TFHE70kD T, 70kD T HE 64 14 GE 7 Hi
ATP K™ mFRMAMHEF C‘C) -NEM 7R
fric £ 70kD W3 B 3 56 ST 06 I B8 05 AR
70kD EERBHB R FREM EEEHLE
#— 4 BR8] R, 70kD, 58kD, 40kD,
33kD 4 B ML ZEJE AL — 4~ ATP /K 8% 09 16 1
XU, Bal iy A= A 4 A HE DA X B A T 2R 45 4
HSOREHTERAWR. HTE—LHRBEEA
RFROEELRMIER . FHRHET T HREA
TR IEETR4 70kD, 58kD, 33kD A
FIEWER.

A H PCR A3 M 70kD T &/ ¢cDNA

TREFEMIODEEH RS R B, ANF R
cDNA B H 84 m33kD T3 i/ 45 59 F Bt
SAREARERE PET b, EXBFESSE
| T B B FiA# 70kD M 33kD 3.

1 #MR5FE

1.1 cDNA ERE DNA NHIE 48 AZAP
cDNA FEf) 8 DNA f il &% ek (51897, Bk
EUHi 8% E. coli BBAR K 7E5ml LB ¥
IR X, B2pl IR cDNA BEERHR T A
10°/ml), #i00. 1ml A B, T EA90. 1ml
4 B3I WA 0.1ml 10mmol/L MgCl,,
10mmol/L CaCl,, 37C{£iR15min. ¥R R
B & W EMZE50ml £ 10mmol/L MgCl, 87 LB
B W, 37C, BIZIET6—8h, HERW
L2, BeR M B H & 50ml A BB R R
e — %44 cDNA FER & DNA.

1.2 ReB#EXK M (PCR) PCR{EH

‘EEEGRERAYNEEEP LA FEEETM. XE
NIH (DK RO1-33627) ¥4 ¥iEh.
Wi HBE. 1993-06-25, #5[E HB: 1993-11-24
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Perkin-Elmer Cetus 2> &] ) PCR £ 7| & 1 #
PEIRPAN. AL = 57 K 3 ) 49 4 i v B R
FHE#70kD FHH cDNA, A29-1 (1) HK70kD
& PCR Ry #EtR, FHiit T BN DNA
345, LI AcDNA FER % DNA #33kD i 3
PCR t4#AR, B XF R A DNA 5418913t 2
FEMRENF FRBARTFREOENEEMY
cDNA JF 5. &N F HWEE. N ER
50ul, B KB4 DNA &, 100C, 10min,
RJG I Tag BABEMN K. 785301,
96 C, 1min A4, 68°C, 5min B kI IEf, 3
Yk FE 9 50pmol BN, BRI & H100ng &F
L. Fed 1Y B R b R Uk & R IR — b Al
1k.
1.3 TEARNMEARBRME RFWEHR
R R F & 49 70kD F133kD T2 /9 F ik R A
& NPET-3a. BHARKMMNELEHRN
E. coli HB101. RiARAI G HBFEAR F5a]
AT, FE R A HE N b B A B U0 K
AR TAR. 33kD I % ¢ 5 4 FOhL i % 3 %
4TS, 70kD I 3 A9 F A R Rk A
PR W AR I I DNAF| ¥ YE R T, £ 1mmol /L
EDTA, 0. 5mol/L NaHPO, pH7. 2, 7% SDS,
(65C) HAWMP MM ERIEMR20h, K
5 % 65C, A 1lmmol/L EDTA, 40mmol/L
NaHPO, pH7.2, 5%SDS ¥t 30—60min, %K
ERUCUR B, FH 7 ST RE A BRORLHE — 2 I BR & A1 U
B B ) &1 3 o T LA B E & IE B3 AN

1.4 70kD F133kD EXEXHMFE HFER
¥A E. coli BL21 (DE3). # Studier 7 iUV
IEBME A FOR 163 BL21 (DE3) #H3# % E
HE et HER M HEEEEHRE23ml
FEAFEEER (100pug/ml) # M9-ZB 8 5 4
H, 37C, BHBEEFh EH, FEFER AN
0.6—1. WINi%ESH, 7£33kD WA B (K K ik
B, {F IPTG &% B 5 1mmol/L; 7£70kD I
BEEFFRIE S, FIPTGA N BF 0. 4mmol /L.
HAHRAIER, IRARFTERNTEaE
B HEREFESml i MO-ZB B+,
AR EXTEN. BEERKSml X OB R ER

500ml 3 3% ¥ 7, F 3% b 5% ORI N g% = 6.
B RS 2—3h Jo WA B AR B T B
— N ERIETY.

1.5 SDS RAMKEKBKEAX SDS KA
e BERL VK 5 W ML T BED AT, IR
T 0 0L T 5% ) 004 %t R AL 5 RAA R
—REK. EIkERKE -BHAIY, REH
oMK

1.6 JHREMEAMT HA L Burnette J5
HRUYHEIT R AR EE AT B4R B
BLR R 89 70kD T @Y I 7 3% SCHR (4] 4%
HA& ot 2 WAT 30

2 SRSt

2.1 REBSRERFERNER
FIHARAGEE RN TR T 4 R BR T
FH70kD 533kD TR LHEEHE. 2EF
2k i iR M TR R F E A9 70kD T34 cDNA %
617 EER, S ERFNEALXIEER. E
HE Ay 4 B M AL R TR A9 31kD (33kD) T
R cDNA £FFIREF R KA ILFR. X
At I a5 AR A DNA 314742 45 T K 1E.
L5 R AT B X DNA 518 mE 1R, 514
YZ6# N F33kD A N KimdmidF¥l, W
BRI F BH Nde T BFUINLA; 519 YZ7TH 4
F33kD T C KindwtE /75, HF&IEBE
BamH I {iif&5; 3|48 YZ10EF70kD X N X
WA IS FS, BIEREIBE Nde I fii5; 5
¥ YZ11E 3 F70kD WHH C KM HBIF
5, A AT EcoR T {3 S fIBgl 1 {3 45.
EREYPWHTD EEMEBAFBEPFHFLID
BamH I {5, FHAES|H YZ114912 E Bgl 1
(A58 L BamH I i SAHRN. BAESIY
YZ11F XEMT EcoR I {57 & LA F|F70kD T
HEMArBMERRE TREREH, X
ZAP ffy4- i cDNA FE 2 DNA B, B YZ6
5 YZ7% 4> DNA 3|45 % 7 4 I i i A i 7
FR33kD WHM AR WE2HR, £1%
BrAsHE Uk b Al LLE 0. 7kb @) PCR =47,
5k (6] MERMEK cDNA K/)h—H. &
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Nde 1 'j BamH | B8V 5. {51 % —@
0. 7kb 7. 3B A5 F 2 B A R MR R 0 1
K 70kD W3 cDNA fE8IH. B YZ10Y
YZ11 - DNA g ¥ i# 17 PCR B V. 14 3|

1. 9kb fy =45, 5 W ¥ A9 70kD IE 3 49 45 79
W EBCK /b HITE . PCR 414 Nde 1 5 Bgl 1 W
A 15 1105 . 1KIH K1, 9kb %,

M EWK R -1 2] R
YZ6 CGGUATATGGCCCTCAGCGATGCCGACGTG + 33kD
Nde ||
FGl 2]
YZ7 CGCGGATCCTGCTGGCTTAGTCCAAAAACTTCC - 33kD
BamH | S
LI 27
YZ10 GCGCATATGATGGATTTCTCCAAGCTCCCC + 70kD
Nde 1
RiH#H
YZ11 GGAGAGATCTCAGAATTCTAATCTTCAAGGCTACGG - 70kD
Bgl 1 EcoR +——
Lz I AT

B ReMSXREPHFI DNA S|S
DNA 195" 33", YZ6HIW 1733kD .2 N KWMS6E, YZ7H 3 F33kD E%C X
T B YZI0HIY F70kD I3 N KW@, YZ11 1 3 F70kD ¥ 2 C KM 44 5 ¥
Bl B 2R 7 O R O DR (7 A CURS AR bR R D R LA TR L A U R R

I 2

B2 33kD TR KK
PCR =¥ kB

1: 33kD W X% 8% v Bt @y

PCR /™ #: 2. ADNA #

0. kb — Hind I 1 EcoR | §§ /] 17 BL.

R 4. Nde I fl BamH 1 AL fii§ §§
1 PET-3a, 4% 14 Nde | Hl BamH | ¥
AW 8K, #i A Nde | #1 BamH | XA #¢

(¥733kD ME #4569 v Bt . A A 33kD IE A& % (X
) ZiKJFRL; i A Nde | #il Bgl I 8§16 70kD
T 4 69 4 BY . 4 #t Rl 70kD E K¢ % ik IR
33kD VA& ) B4 AR B Y HLIK 1 W 4. H
4an] 0L, 33kD &) T4 k22 Nde 1 §§Y]
i%5.3kb Hi--#f. #5 Nde | 5 BamH I 8§
fbi44. 6kb. 0. 7kb ¥ &7, E5K70kD LAY
AR MYk Pd. SR, 70kD T3
i) 41 IR 22 Nde 1 5 8 6. 5kb 747, 48
Nde 1 45 BamH 1 AU8§ & B #84. 7kb, 1. 8kb %
. 70kD AR BN . KR BamH 1 (]
M (G GATCC) HifiA R Bty Bel 1 i &
(A" GATCT) #E T i % 8§ ¥ A< RE 8§ Ul () & A
{7 &, (B4EA KN By BamH | {7 S0 T &
(i e BT, S5, LR AR
ot B8 B JL Rl A<l B v 9 VD88 R
B AR TR TGRS, RAMEAR R
(9 8 V) P 5 2 O R A R ot AR A R
BF R 69 HT R T 3 6 cDNA & 8§ Y 1 iff
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— B AN R &) AL A 33kD AI70kD S BT B M Rk N C B4
8.

1 2 3 45 67 89101 12 131415

12

1. 9kb— B3 70kD T EAAB LK BRH
PCR 7<4t8 kBB

I. 70kD ¥ XK 6% v B &Y

PCR ™ #: 2. » DNA &

Hind 1 §l EcoR | B§ /1 i Bt.

Bs 70kD I3 3 05 %X M LOMYIE KB

1: PET-3a #{k 8% Nde | 1 BamH | XU 8§ 1]
2: 70kD I A MR Rk H N & Nde | 1 BamH
1 SH§Y] (4. 7kb, 1.8kb); 3. ADNA # Hind I
fl EcoR | MitN04 )y B: 4. PET-3a & {X ¥ Nde
| B§t7]: 5. PET-3a #{Kk ¥ BamH 1 Bl 6
7. &35k ¥E Nde | §Y) (6.5kb): 8 -10: &
IR 8 BamH 1 §#Y) (6. 5kb): 11. ADNA 8
Hind B S 4] )7 Bty 12: ADNA # Hind 1 §§ 1))
(Y Iy By 13 ®IEWTR B Brl | B§Y) (6. 5kb),
14: PET 3a &EtA¥% Bgl 1 B§Y1: 15 ADNA &

Hind ¥ #] EcoR | M6 W .

B¢ 33D TEXRHRERNOHM 2.2 33D FXEXEEFPMX
&,k B BL21 (DE3) ) DE3MEE K %45y T7
1; 33kD W X A B &L W K70 Nde | 8§ b)) RNA W ORI . (F TR 8 FER Fafbd ™
(5.3kb); 2; A DNA ¥ Hind B §§ 11} 15 F2: 3. f: T7 RNA % 08, T7 RNA BOMEER &
REFTR M Bgl 1 M) (4. 7kb. 0. 6kb)y — M P M A ik, 1 Studier® 1Y ik M E 1S
ADNA # Flind & B 61 B 5. ADNA K SHALMNA AL T RNA R
gy o KR 1 11145 W A o3 5 90 L. BR 5 2
) { m . . . H H j—y
’ kD V3 {41 R 7 BLL.21 (DE3) i
FiE R R Pst | Y] (3. 9kb, 1. 4kb): 8. :;’ WA R R 1 PREE

A DNA # Hind 8 #1 EcoR | Bt }} Bt.
- ! % 9 F IPTG i) 4 7& /& % 0. dmmol /L.
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SDS ¥ A 4 ¥ frk &€ B L vk 0T LUK I 1) &k
33kD W Ak, (HBH & % o . EKA®
Hid R L KOAH R ML) THe . (&K
ERE T HEARTEAPHETREKE N
B, AT T M 8 2K BT 4 & Y Immol /L,
DA EE ik . Ee& R, fE1mmol/L IPTG
#S F. Biopl B 31T SDS 8 N 46 Bt ik &
RERIK, ATLARP| — %53 RS $33kD L
EXPD—BHHEMEORY. RETYFH
i% G 0 3E K 1 2 8 b0, P3h &%, A Bio-
Rad #) GS-670% @ AF 43 i {X T & B % 8 77 i
fTregadm LRy, REAERTFIRA
iﬁ-;ﬂ.

Be Wikfy33kD T XY SDS
BP9 i e A e ok
1 -5 (£ IPTG KM RiKF0.5, 1.0, 2.0M0
3.0h ki, &3A833kD EXEFHAHRES. 6
TR ERRAEY FFEELED.

2.3 70kD XX EHEX

Y45 L], TOkD LR EM RIERRE
Wi BL21 (DE3) Wb HF B EME. BTN
70kD I A& XE R &1k 90 SDS B P9 4% Bt ik 5
RERLKPE. I 7ef . -RHBMS FRY
70 000 3L (1 %k HF 1y BLAE 1117 S ] 9 238 o
Fad. BAISFTHER, &XF70kD E
X3 A AR DA

Fy ik -2 W SE A RO AL B - K 9 70kD
TEEKBHEPHRE, HFRERBLE
R T E @ 70kD A 47 M F k=P oEiT

CHECVFEE S k. FAS Y EAREES M
sEH M8 LB, £ IPTG BSM S EAFR

B7 ®ikdH70kD XA SDS
79 A i ek
1—5, & IPTG % $ AT /% % 0.5, 1.0, 2.0
F13.0h 5. RiX70kD ¥ ¥ 3 B3 64 W o KF 50
6: MMM ERREWMREFRELEY.

1 2 3 4

—70 000

B8 EXeH70kD T XM
Z O BMENE 57

I R ERERE T 5 2. 8
SHIKD EXEXEHRNEKLEHNMY
BL21 (DE3) @i tEdh: 3. AKIH
A R/IEFRA BL21 (DE3) @ EEdh,
4; ik G N & IHK PET-3a

) BL21 (DE3) BIMFES.
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# BL21 (DE3) B it o BLAF 7 09 S BT
x4 SR OB R RS R
WHNEZE K. EAMIPTG R EHEA
R %ify BL21 (DE3) B8 HE dh DA B X B 0k
PET-3a 1k BL21 (DE3) &0 IPTG 51
PEMTR B AN A SR, EEQREES
e, RITESHMOHRA 4R EBEETT
THRERHEA, EXHIEFRERTEUL A,
BREBRE, FROGETENHEET. &
BREESTRE, EXBEHFEFREN
70kD WE B A S84k A R TR FAH N A4
] ) S SEYE BE.

W T R F R i 70kD B H58kD WHEE
 HEASHY. EoEakd, v H70kD
MmsskD B EME S 4. XKW,
70kD F158kD W B K F & T oI EH R R EH
K. CHE M T HIERE FHEe70kD,
58kD F133kD . A £ K B FF B 9 & B R 1.
HMAR B -MEadENJLNREEE. X
MFH—EHRTBENERRBERFRTFREYN
M5t EEEN 5.

i HEALES, sETEIATESRD

By, BERLTEHR LHTHEB. EH—3#F
Bt
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Maniatis T . Molecular

KB OIER I/ BERSIEMANUILRR%

EFHL

% F Ml

F%E

(ML ER K mBE EE HHE, &AW 430071)

NS A RO L e L/ T O R G A L AE A R IE S, W R B B E R R ERA K
FREREME. AHEM X AEER/BEAE L ® . BEAR Wi Sh¥E K R (Ca’", Mg’ -ATPase) i&HEREM, X4t
REEASEE b1 25K M RE B A8 3R AR U A k.

XMPF BRABA/FGRE, BRI/ FRE, O, MBI, W/ R

EYBRELZHERMEBENE, BTk
Ay PR E G RO LA A wT S R G R AL
RS G ERREMEE AR, |
N SRBE BB RE ., L% X R & EE
A, AT P RE R R SR AR AR LAY A IR

M A A4 AR SOl K RO LR L/ o R
EARMLAE R, A R S B e DAL
HAEYBEUCER LR REARIE, §EHN

"AREBRBEESRHTA.
R E . 1993-05-31, EEHHI. 1993-11-29



ABSTRACTS

SHENGWUHUAXUE YU SHENGWUWULI JINZHAN
Prog. Biochem. Biophys. (China)
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Vector. Zhang Tonghai, Song Shiduo. Zhao
Weicheng, Chen Kunming, Qi Wei, Hu Wen-
zhi. Wang Peifu, Fang Peihua. (Department
of Internal Medicine, The Second Teaching
Hospital Tianjin Medical College,
300211). Prog. Biochem. Biophys.
1994; 21 (4): 338—341

A cDNA fragment encoding mature salmon

Tianjin
(China),

growth hormone (sGH) was successfully am-
plified by polymerase chain reaction and the re-
striction recognition sequences were respec-
tively introduced into the 5' end and 3’ end of
the amplified fragment. The recombinant se-
cretion vector pOsGH153 containing genes
cdding for the E. coli ompA signal peptide and
mature sGH was constructed and confirmed by
restriction enzyme analysis and Southern blot
hybridization with the oligonucleotide probe.
Upon induction of IPTG, the sGH was ex-
pressed in E. coli cells and was secreted into
the E. coli periplasma.

Key words salmon growth hormone. secre-

tion vector. periplasma expression. E. colt

Expression of the Genes of the 70kD and 33kD
Subunits of the Bovine Brain Vacuolar Proton
Pump in E. coli. Zhang Ying, Peng Shengbin.
Stone D. K., Xie Xiaosong. (Department of
Internal Medicine, Division of Molecular
Transport, the University of Texas Southwest-
ern Medical Center at Dallas, Dallas, TX
75235, U. S. A.). Prog. Biochem. Biophys.
(China), 1994: 21 (4): 342—347

The genes of the 70kD and 33kD subunits of
the bovine brain vacuolar proton pump have
been successfully expressed in E. Coli. The
fragment of the gene of 70kD subunit was ob-
tained by polymerase chain reaction (PCR)
from an isolated cDNA encoding the 70kD sub-

unit of the bovine brain vacuolar proton pump.

The fragment of the gene of 33kD subunit was
also obtained by PCR from the bovine brain
¢DNA library. Two clones encoding 70kD and
33kD subunits were individually obtained by
directly joining the PCR products into PET
vector. Sodium dodecyl sulfate (SDS) -poly-
acrylamide gel electrophoresis (PAGE) and
Western blot analysis of cultured transfor-
mants demonstrated high expression.

Key words vacuolar proton pump. 70kD and
33kD subunits. expression of genes

Myocardial Membrane Injury of Myocardial
Ischemia/Reperfusion and Lipoidaemia in Rat.
Dong Chuanren. Yu Xuegang. Wang Xuejun.
(Department of Pathophysiology, Hubei Medi-
Wuhan 430071 ). Prog.

(China), 1994: 21 (4):

cal University,
Biochem. Biophys.
347—350
Through the experiment model of the myocar-
dial ischemia/reperfusion and lipoidaemia in
rat. both of them obviously induce membrane
injury: a drop of membrane phospholipids. an
increase in content of free fatty acids. choles-
terol and cholesterol/phospholipid ratio. a de-
crease in membrane lipids fluidity and activity
Mg**-ATPase).
These aterations perhaps related to the in-

of membrane enzymes (Ca®*,

crease of lipids hyperoxidation induced by free
radical and exchange of lipids.
phospholipids /PD,

PD. myocardium. hemoperfusion. cell mem-

Key words liposomes/

brane

Effects and Interaction of Angiotensin I and
Opioids on Fos Protein Expression. Chen
Suzhen, Han Jisheng. (Neuroscience Research
Center, Beijing Medical University, Beijing
100083). Prog. Biochem. Biophys. (China).
1994: 21 4): 350—352



