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Retroviral vector mediated co-expression of MIP-loe and B7-1 in rat breast
cancer cells

WANG Zhen-fa', WANG Lie’, WANG Yu®, CHEN Shao-quan’, LIN Chen’, WEI Li-xin>, QIN Lin-hua®, ZHANG
Chang-song’( 1. Research Institute of General Surgery, General Hospital, PLA Fuzhou Military Area Command, Fuzhou
350025, China; 2. Tumor Immunology and Gene Therapy Center, Shanghai 200438 ; 3. Department of Tumor Molecular
Epidemiology, Medical College, Shantou University, Shantou 515041 )

[ Abstract ] Objective: To establish a rat breast cancer cell line stably co-expressing mouse MIP-1¢oe and B7-1,and to
assay its in vitro biological activity. Methods: mMIP-1acDNA was cloned into retrovirus vector pBabe puro to construct
pBahe puro/mMIP-1a, then pBabe puro/mMIP-1a was used to transfect packaging cells and the anti-puromycin PA-317
packaging cells were proliferated. Meanwhile, pLXSN/mB7-1 was constructed and the anti-G418 cells were proliferated.
Finally, the two supernatants were used to infect SHZ-88 together and the co-transfected cells were selected with 1 mg/ml
G418 and 2 wg/ml puromycin together. Expression of mM1P-la mRNA and protein in SHZ-88 and SHZ-88/mB7-1 +
mM1P-1a cells were analyzed by RT-PCR and immunocytochemistry, respectively. Expression of mB7-1mRNA and pro-
tein was analyzed by RT-PCR and flow cytometry, respectively. Lymphocyte proliferation activity of SHZ-88/B7-1 +
mMIP-1a was detected by MTT assay; chemotactic activity of MIP-1a was measured by chemotaxis assay. Results: A titer
of 4.6 x 10" CFU/L was obtained after transfection with recombinant retroviral vector. The growth curve of cells showed
that the recombinant retroviral had no effect on the growth of rat breast cancer cells. There was expression of B7-1 and
MIP-1amRNA/protein in SHZ-88/mMIP-1o + mB7-1 cells. The proliferation indices( PI ) in mMIP-1a + mB7-1 group
(1.95 £0.31 ) was significantly higher than that in SHZ-88/PLXSN group ( 0.76 +0.25 )( P <0.01 ). Chemotaxis assay
showed that chemotactic activity of lymphocytes in mMIP-1¢q + mB7-1 group ( 3.88 +0.33 ) was significantly higher than
that in SHZ-88/pBabe puro group ( 0.99 +0.19 )( P <0.001 ). Conclusion: A new rat breast cancer cell line SHZ-88/
mMIP-1o + mB7-1 has been established, which can stably co-express MIP-lae and B7-1 gene and possesses biologic
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activity in vitro.
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Fig.1 Effect of recombinant retroviral infection on
growth of rat breast cancer cells
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Fig.2 Detection of B7-1( A )and MIP-1«( B ) mRNA
expression in retrovirus transfected SHZ-88 cells by RT-PCR
M: DNAmarker 100 ladder; 1,3: SHZ —88;
2: SHZ -88/B7 —1; 4: SHZ -88/MIP - 1«

2.4 T TR ER G KRS SE m R
B7-1 & & W kA

1 A 2 40 A, ] B7-1 BAHT 4G I SHZ-88/
MIP-1¢ + B7-1 ,SHZ-88/pLXSN Al SHZ-88 3 FiF JIif
JEZN, 45 5 7R, SHZ-88/MIP-1o + B7-1 4 %
ik B7-1 & M, &5 # Kk 5% YL 1) SHZ-88/pLXSN Fl
SHZ-88 4B ALY T B7-1 k(K 3 ),
2.5 EAE IR E R KRR @R
MIP-1o % & 89 &k

DAL B MIP-1o 40430 %F SHZ-88/MIP-1
+ B7-1 .SHZ-88pBabe puro F1 SHZ-88 4 il #1750 %
iy, 45 3 R, SHZ-88/MIP-1a + B7-1 4
JH JBE I8 MIP-1o £ 1, SHZ-88pBabe puro,SHZ-88
PRk MIP-1a( K14 ).
2.6 SURRAR 2 IOk UG KRRk € 40 iE 64 38 74

FH MTT b €8 7 A 0 220 H g &40 e s i o R B e
UK EL 20 A S B HE B, 5 R B, LA SHZ-88/MIP-1
+B7-1 8¢ SHZ-88/B7-1 ZHAERIFER T, K EUEH
L% 200 11 09 000 %) 388 5 S 7, P {430 R (1. 95 =
0.31 ) MI( 1. 89 +0.27 ); ifif Lk SHZ-88/PLXSN 1§
SHZ-88/MIP-1o 2 HLAVE R GRS, PL 43508 0. 76 +
0.25F10.71 +0.21, i EHEEF A BEHE (=
6.682,P <0.01 ),
2.7 SURRSE fm o3t KORG8 A4 2 Lo A AL 6

FH SRR T LI A 000 2L s 200 %o A B DG B
%40 M 1) b T P, 45 2R R, SHZ-88/MIP-1a +
B7-1  SHZ-88/MIP-1a ,SHZ-88pBabe puro o¥ SHZ-



No.2

FIRA, 5. W SIRTE AR TR RFL IR LR GK MIP-1a 71 B7-1

+ 135

88/B7-1 X i Ak A BRI B A2 41 i 11 s Ak 48 %0053 )
H(3.88 £0.33 )aK(3.85+£0.29).(0.99 £0. 19 )5f

(0.97 +0.18 ), & A B &R (1 =10.743,
P<0.01),

A B C
4“4 44 132
|
33 | 33 gh 99 JI
: g - \
gz Zn 2 66 , ‘
e I
11 \‘ il 33 \
/ ro\
0 L. 0 /M 0 "04..._
T 10 100 1000 T 10 100 1000 110 100 1000
FL1 LOG FL1 LOG FL2LOG
3 RAARMRNEATHERFESBELNILIREMMEF B7-1 EEMFRIE

Fig.3 Detection of B7-1 expression in gene — transfected SHZ-88 cells by flow cytometry
A: SHZ-88; B: SHZ-88/PLXSN; C: SHZ-88/mB7-1
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Fig.4 Detection of mMIP-1« expression in gene-transfected SHZ-88 cells by immunohistochemistry method
A: SHZ-88; B: SHZ-88/pBabe puro; C: SHZ-88/mMIP-1a
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