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1.2 HSVI KMB- 17 KMB- 17 2h mRNA , RNA
cDNA
1.2.1 mELELAmin 2
KMB- 17 , ,

DMEM 2, 7.0 CCIDsp/ mL 2.1 ,
HSVI, 30 min R R PCR
DMEM 2mL,37C 2 h; , ,
, PBS 3 ; mRNA cDNA
cDNA, Pharmacia s , 2 373 bp
1.2.2 4% cDNA L EME 5 549 bp EST ( AW 307599,
oDNA 1 ¢DNA, 2 1 AW288475), HSP- 5 HSP- 7( 1).
EcoR1 R )
M 2000 M2
EcoR1 cDNA
pUC- 18 .,  DH5a , L
’ : 500
1.3 mRNA
, 250
[ a- *P]- dATP PCR
DNA ; ’ 100
DNA 80°C HSP-5 HSP-7
, 42°C ,2%x SSC 0.2x M: DNA marker DL2000; 1, 2: PCR fragment
SSC,0.1x SSC 5, X 1 PCR  HSP-5  HSP-7
. DNA.  Ew R Fig. 1 PCR of DD- PCR fragment HSP— 5 and HSP- 7
[ , (T7)
(SP6) ) ’ 2.2 SAGE
Genbank 2.2.1 G enebank SAGE HSP- 5
1.4 SAGE SAGE 2 SAGETag : I
(‘http:// www. ncbi. nlm. nih. gov/SAGE/) 2 ’
SAGE s EST i 2,3
Ls RNA 2.2.2 G enebank SAGE HSP- 7
2 SAGE Tag , 4,
) Hep- 2 2 )
RNA, KMB- 17 HSV I ’ 3,6
1 HSP- 5 SAGE
Tab. 1 SAGE tags of HSP- 5
SAGE PolyA PolyA PolyA
5—3(+) ACCACCAAAA 261..270 AATAAA 482. .487 —
3—5(+) TGCTCCAAGT 130.. 121 ATTAAA 35..30 —
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2 ACCACCAAAA SAGE
Tab.2 SAGE library data for ACCA CCAAAA tag

SAGE /
SAGE pooled GBM 16 1 61841
SAGE 95- 259 25 1 39473
SAGE 95- 260 22 1 45179
SAGE Ped GBM 1062 16 1 59935
3 TGCTCCAAGT SAGE

Tab. 3 SAGE library data for TGCTCCAAGT tag

SAGE /
SAGE SciencePark
33 2 59978
MCF7 estradiol 3h
SAGE LN CaP 44 1 22637
4 HSP-7 SAGE
Tab. 4 SAGE tags of HSP- 7
SAGE PolyA PolyA PolyA
5—3(+) GTGAAACCCC 341.. 350 AATAAA 219..224 —
3—5(-) TTGGCCAGGC 336..327 — — —
5 TTGGCCAGGC SAGE
Tab. 5 SAGE library data for TTGG CCA GGC tag
SAGE /

SAGE Duke 1273
SAGE Duke H1020
SAGE HCT116
SAGE Caco 2
SAGE SW837
SAGE RKO

SAGE Tu98

SAGE Duke mhh- 1

SAGE 95- 259

SAGE 95- 260

2034 79 38836
2482 130 52371
1491 9 60322
1331 82 61601
803 49 60986
1421 74 52064
3264 160 49005
577 23 4gags M
1545 61 39473
973 44 45179
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6 GITGAAACCCC SAGE
Tab.6 SAGE library data for GT GAAACCCC tag

SAGE /

SAGE Duke 1273 7 029 273 38836

SAGE Duke H1020 11 342 594 52371

SAGE HCT116 8 089 488 60322

SAGE Caco 2 7 483 461 61601

SAGE SW837 4 624 282 60986

SAGE Tu98 8529 418 49005

SAGE OVT- 8 3871 130 33575

SAGE Duke precrisis (
fibroblasts 2841 25 8797 )

2.3 EST , HSP— 7  Hep- 2
2h
;HSP- 5

4
A: HSP- 5 ; B:HSP- 7
1: KMB- 17 ;28 HSVI KM B17; 3: Hep- 2 s 4: 3 5:
3 HSP- 5 HSP- 7 KMB- 17, Hep- 2 RNA

Fig. 3 Northern analysis of KMB- 17, Hep— 2 cells and two cancer tissues
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SAGE analysis on two EST gene of fibroblast induced by HSV |

ZHOU Dong-xia, WANG Lrchun, DONG Cheng hong, L1 Werdong, DAI Qing, LI Qrhan
( Department of Viral and Immnology, Institute of Medical Biology, CAMS and PUMC, Kunming 650118, China)

Abstract: In this study, HSP— 5 and HSP- 7, two new unknown function EST gene of cellular response
against the specific stimulation of HSV [ was cloned from KMB—- 17 strain ¢<DNA library established from

mRNA of early gene response. SAGE analysis revealed that these two EST fragment were related with some

tumor tissues, and the further Northern blot detection demonstrate that the transcripts of HSP— 5 and HSP -

7 was in more copies in cell line against the stimulation of HSV I binding as well as in some cancer tissues.
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