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ME ETMEFTRELNREBENTRRFINFERC-17HREARE. URFEEE (Amp) X
Y, RMREERS - ABREE D, HFETHEY Amp HEZHIRR. TREREH, C-17 M5k
REEEEHFRAGME 60%. FHRRERADTHHEN Amp FIREF BIEIR. REGERKHE
K K BE g 280pg/ml, MIEMMKE TEH EREABRNEE AT REERD S0XER. XG50 TIREMINA

FREH#TT .
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1.1 8%, RNMEMERG

8 E B H IM105, ik pSUN6, pSUN60
B RAALRZE i E. HEEFFAEN mLB. ]
HEMLBEFE (1000ml HEFH 10g EH
B, Sg BEEEHHES, 5g NaCl 1 10ml 1mol/L
iy Tris-HCI, pH7. 4).
1.2 BRFORAH

FIF A f B 4 PR DTS RIS T BB 25 e B 6
[ New England BioLabs. RNase A, i% # &5 .
HREEYHWE EEBEZEY TEERLA.
Amp FITR Z $€ W ) & [H Sigma 23 dl. H 11 H#
8 £/ 24 5 2 H Difco 2 F Fir=. i1k
AR |38 O 7 o A At
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fx BiBE]. FR B b #% Hsiung ¥ AW BB E
ik o AT DT
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a. % BR 2% P ¥E: 0. 1mol/LL Na,HPO,-
NaH,PO,, pH7. 0.

b. Amp B : 2. 5mg/ml, BB E PR
AL .

c. B AR 28 W . 0.5mol/L HAc-KAc,
pH4. 0.

d. Bk A 0.25%1,-1. 25 %K1, JH &t %
9% v A

e. 7 ¥ B W: 30mol/L Tris « HCI
(pH7.0), & 20% FEHE.
1.4.2 EHMEFRE B EWEARFNHE
fhe BB S 1. 25ml, f0 0. 25ml
Amp HFi . IREWA . T 30 C{R#8 20-—30min
(&5 8 i id Y i RReH R« SR SLE]
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B 2. 5ml B b RNV . LK R %) B 2
490nm B R RYERE (As). B BT RAZK K X BE 3
E R = 4% WA 490nm A IR 6 B
a.1.25ml BB FE MU A 0.25ml Amp B & ;
b.1.oml & & A0 [ # & 0 B 88 & v W
c.1.5ml BEMR B LI E=/E®RE A
2. 5ml BRI, BIE S HBOEE £ AAw R R,
AAyo=Aa—As+ Ab— Ac.
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BT SEBEIE W E.
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RIZFYHEITEL (6000g, 5min), EHEH
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WA 1.
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¢ BspH 1

peUNG 5 FTCAAA TATGTATCCGLCTCATGA GACAAT AACCCTGATA 3

HIGE T )
h 1

—10 mRNA

pSUNGO: 3" TTCANAN TATGTATCCGC-TATGA GACAAT AACCCTGATA 3
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FERNEEREE AsE. FHREY Amp
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mRNA expression.

vascular endothelial growth fac-
SGC-7901 cell line.

Key words
tor. Dot blot, tumor,

mRNA expression

The Inhibition of BIU87 Cell Proliferation and
TGFax mRNA Expression by an TGFa Anti-
sense Oligodeoxynucleotide. Sun Congmei.
Wang Dong. Zhou Airu. (Department of Bio-
chemistry, Beijing Medical [University, Beijing
100083). Prog. Biochem. Biophys. (China).
1994:21(5) : 429—432

Two 23-mer unmodified oligodeoxynucleotides
have been synthesized. one to hybridize with
the region across the transcription initiation
site of TGFa ¢cDNA called antisense. and the
second with an identical base composition, but
the nucleotide sequence randomized. The ran-
dom oligodeoxynucleotide was used to control
for any non-specific effects of the
oligodeoxynucleotides. TGFa antisense inhib-
ited cell proliferation and DNA synthesis from
31% to 44% and 25. 8% to 88. 0% respective-
lv. This effect 1s specific and dose-responded.
However. at the same condition. the inhibi-
tion by random is only 10% to 17% and 17%
to 27%. This effect i1s not dose-responded. By
RNA dot blot analysis, theadditionof 3 umol / L
TGFa antisense and random upon BIU87 cells
resulted in 61.4% and 42.5% inhibition in
TGFe mRNA expression respectively. These
results suggested that TGFa may play an im-
portant role in the proliferation of BIU87 cell
line and provide a rational basis for the devel-
opment of selective cancer therapeutical ap-
proaches.

TGFa
(transforming growth factora). BIUS87 cell.

Key words oligodeoxynucleotide.

antisense oligodeoxynucleotide

Purification and Renaturation of Recombinant
Fusion Protein IL6/1L2. Zhao Chunhua. Ling
Shigan. Mao Ning. Tang Peihsien. (Unstitute
of Basic Medical Science, AMMS, Beijing
100850). Prog. Biochem. Biophys. (China).
1994;21(5): 432—435

The expressed CH925 was aggregated into in-
clusion bodies (IB) in E. coli cytoplasm. The
IBs were isolated by centrifugation and sonica-
tion. CH925 were refolded and reoxidated in a
glutathione redox system following denatura-
tion of the IBs in 7mol/L guanidine hydrochlo-
ride. The specific activities of I1.2 and IL6 as-
sayed by CTLI.-2 and 7TD1 cell line were 2. 2
X 10°U/mg and 2. 3X10°U/mg. respectively.
following renaturation. The renatured CH?Z5
DEAE-

Sepharose 6B column and Sephacryl ecolumn.

was  chromatographed  through
The active fractions were pooled and applied
to HPLC with reversed-phase C-18 column.
while CH925 was eluted through 10%—70%4
acetonitrile gradient. It showed only one pro-
tein peak and SDS-PAGE confirmed that the
purified CH925 was almost homogeneous.

Key words fusion protein IL6/IL2. denatu-

ration. renaturation. protein purification

Effects of C-17 Deletion in the Spacer on the
Strength of B-Lactamase Gene Promoter. Sun
Naien, Wang Yan, Xie Wei. Zhu Dexu. (Na-
tional Laboratory of Medicine Biotechnology:.
Department of Biochemistry, Nanjing Univer-
sity, Nanjing 210008). Prog. Biochem. i
phys. (China). 1994:21(5): 436—439

The C : G base-pair at position — 17 in the
spacer of B-lactamase gene promoter was re-
moved by restriction with BspH 1. partial fill-
ing-in with Klenow fragment, and trimming
with mung bean nuclease. The B3-lactamase ac-

tivities of both bacteria harboring the wild-
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type and C-17 deleted plasmids were deter-
mined using ampicillin as substrate. and the
tolerances of the bacteria to ampicillin were
tested. The results indicate that the C-17
deletion increases the promoter strength by
about 60%. The mutant has more resistance
to ampicillin. The half-inhibition concentra-
tion of ampicillin for the mutant growth is
2801z ml. At the same concentration. the
wild-type cell density is only about half as
much as that of the mutant. The causes for
the promoter-up mutation were discussed.

Key words j3-lactamase. promoter-up muta-

tion ampicillin

In vitro and in vivo Interaction of Metalloth-
ionein with Erythrocyte. Zhang Baolin. Lu
Jjinglen, Wang Wenqing. Ru Binggen. Tang

Wenxia. (Coordination Chemistry Institute of

Nanjing University. State Key Laboratory of

Nanjging 210008 ).
1994: 21

Coordonation Chemistry.
Prog. Biochem. Biophys. (China).
(5Y: 439—443

Maletnimide was used as spin label for study-
ing the effect of metallothionein (MT) on the
conformation of erythrocyte membrane by
ESR technique. The results show that the
presence of different MTs resulted in consid-
erable changes of the ESR parameters. W/S
and t.. implying that MT can interact strongly
with

membrane. The experiments carried out invitro
demonstrated that MT could be absorbed on
the surface of erythrocytes. In addition. rab-
bits were in jected s. ¢. with CdCl, to induce
the biosynthesis of MT. the presence of MT
mainly in the erythrocyte is first suggested af-
ter chromatographic separation of plasma and
blood haemolysates from Cd-loaded rabbits. Tt

1s claimed that a dynamic equilibrium could be

established between MT absorbed on the sur-
face of erythrocytes and presence in plasma.
The significance of the above findings is diss-
cussed in brief.

erythrocyte.

Key words metallothionein.

ervthrocvte membrane. absorption. spin label

Isolation and Extraction of Gangliosides with
High Purity From the Pig Brain. Huang Ru-
bin. Pan Ying.
Dashan. Shi Xiaoling.
chemistry. Capital Instituteof Medicine. Beijing
100054). Prog. Biochem. Biophys. (China).
1994:21(5) : 444—446

Sephadex LH-20 and silica gel centrifugal lig-

Wang Zhesheng. Tong

(Department of Bio-

uid chromatography were applied to isolation
and purification of gangliosides from the pig
brain. The highly purified gangliosides were
obtained. The concentration of lipid-bound
sialic acid determined is 30.1% (W/W). The
results determined by silica gel G-60 HPTLC
and 580nm scanning were GM1 19.5%. GD3
13.8%. GDla 27.8%. GD1b 14.2% and
GT1b 18.3%.

Key words gangliosides. pig brain. centrifu-

gal liquid chromatography. purification

Purification of Metaliothioneins by Metal
Chelate Affinity Chromatography. Tie Feng.
Ru Gang, Li Liu Defu. Ru
( Department of Biology . Peking
100871 ).
1994; 21 (5):

Lingyuan,
Binggen .
Beijing Prog.
Biochem. Biophys. (China).
447—450

An affinity chromatography column for isola-

netversity.

tion and purification of metallothionein (MT)
was prepared with Chelating Sepharose Fast
Flow gel bound with bivalent copper. Zinc-in-
duced rabbit liver. or cadmium-induced mouse

liver was homogenized and precipitated with



