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JEH . el PPAG s B AR AT X M R A U R GK TR B S TAEERAX CHME, BRF &
YR B TRMRAR IR WA EE 2 EERE - H Wi S EH T &M .

SRR —FRBREAE A, fELIH RNA TR NHIR, 78 DNA ZHnt & Fiemalk
# 3- 3-E mR. DNA ER 75, LD “HefdoRumsmb & &, ke, 2/
SR EEY W73 (TRAP) RTSRARETEE, B 90% AMOR4uiusbme A &k, 2MME
[a~Cl, T 4E R S HOE ¥ A I TTIE . SRR IR v 5 W R R AR (L WA B hEST2 . hTRT
1 hTERT XA ERBHMRME 78 . Pandita % P 9 TAER B SRIRE 007 1K 7 5 4178
AN B AR HEEVIRE . B, SREEERUA R RGN — A EERE, ME
R AT R AR AT /R PG R R R R4 4R . LBz ] RT-PCR EE Rk K TRAP ¥
MEE S (Hela) . REM (A431) MOBREHEFMAM (KB) 2517E 2, 4. 8Gy B
Ht/E, hEST2 HEEX F BRI ERR L L, DA RARATE SRl RNA /KPR 2 1 BUK
TR
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Hela , A431 f1 KB HABRIA T ERLBAMAT, HEHRTE 10% MEMUFH 1640 BE5¢
W, 37°C BFREFMRE 5%CO, . B LKA TR, AR EEFTRN Yo \E
BEg, FMBEXH2. 4. 8Gy FEFEKN 1.12Gy/min ,
1.2 ¥F & PCR 447 hEST2 JEEK R &KX

MR R BRSNS 24h AATER, AXRSHEMTS PBS sik4IkE 3 K, Fﬁ?ﬁ}} -
Ath - BEEBI L EMIBAME RNA, RIMIOEE MBIk S RNA & &R
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B. B 4pg B RNA, RABHEFRRMELL oligo(dT)15 X3IP4E R, cDNA . PCR KB4k
Pl 50uL, BLUHE R4 5uL, Feti#4T GAPDH R hEST2 HIfEX K BTN, UEX
%E GAPDH fEXAX. bEST2 IER A BRIIEH: 514 1-°CGGAATTCCTGGCCAA
GTTCCTGCAC-3"; 3|# 2-5-CAGAACGCCGACTTCACACTTAAGGC-3' , GAPDH 3|4
H: 514 1, 5-~AGATCCACAACGGATACATT-3’; §|% 2, 5 TCCCTCAAGATTGTCAGCAA-
3, PHEM: 5E 95°C, ¥ Smin; ZJF 95°C, ZEHE 45s; 57°C B K 45s; 72°C, LE{H 00s; FHHF
29 W. AT 95°C ALk 45s; 57°C JR k 45s, 72°C, A 10min, §3¥ =45 1% HXTEHERER: 8 3
R, REATRECESEM, U GAPDH RIE/EH RS, LIFEZFSRICHEMNH
ARRFBARE, LR HE1E R EE 10,
1.3 MR RN Y %

AT Kiml*) $RIH A TRAP J7 3k, KBNS ik B IE % 4 5P R B E 4 R 5% 10° ~
10 x 10° P 4IBRER 50~100mg HLUSTMMBM, 15000r/min FL> 20min, A TRAP
Wrh R, WRMS|4 TS M CX, 94°C, 50min EK T8, EHTH %434 PCR ¥, 30°C
30s, 50°C 30s, 72°C 90s, &3 35 ¥, SRS 72°C 10min, PCR =M% 12.5% IE VR M BE S
SRy, BEEMGN 0.5¢ TBE B, Bk 120V, SRILRHQFEAER BT R, FHekxt
A2 &N AR, FAYERT R 85°C MolRAbTE, LABYBMEYE, MEERe, RESR

8 5~10min, BIA] @7 DNA &3,
2 & R

2.1 AMIREE hEST2 SRR BB

B 1 %8 RT-PCR 3174, HIRMRSER &
KIGHIRH, 2 FEHH DNA i i¥
£, W3 EHUS 2 XEH=Y NBURD
W &H, RULEBEHHI/EF, LT
HIEm#E.

2.2 BN AMNE hEST2 THRERH
BEANEW

B2 8], Hela. KB #1 K431 41tk E
WHEMN/E, 1.3kb KRB hEST2 R KA &
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Fig.1 Enthidium bromide-stained agarose gel of
telomerase reverse transcriptase fragment

From left of right, Lane 1: size markers, numbers
on the lefl indicate in bp. Lane 2: product of
1.3kb telomerase reverse transcriptase fragment
amplified by PCR from total RNA. Lane 3: the
product of 1.3kb telomerase transcriplase
fragment by PCR which use exiracted 1.3kb
fragment as template
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Fig.2 Shows an ethidinm bromide-stained gel. the expression of 1.3kb telomerase RT fragment from
HeLa, KB and K431 cell lines decreased after exposure to the increasing dosage of radiation.
Panels A, B and C show the 1.3kb fragment amplified from HeLa, KB and K431 cell lines of RNA.
Panels A, B: Lane 1 is control; lanes 2, 4 and 5 show the different fluorescence density of 1.3kb bands
detected by PCR after exposed ta 2, 3 and 8Gy irradiation. Lane 3 is the size marker (Lambda
DNA/EcoR I[+Hind IIT Marker). Panel C: Lane 1 is the size marker (Lambda DNA/EcoRl I -+Hind III
Marker), Lane 2 is control; Lanes 3,4 and 5 show the PCR products after 2, 4 and 8Gy irradiation.
Bellow the pictures are GAPDH control
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h Panel B

Fig.3 Panels A, B and C represent the telomerase activity analysis of HeLa, KB and K431 cell line
after exposure to radiation of 2, 4 and 8Gy.

The results show that the telomerase activity decreased with the increasing dosage fo radiation.
Lines 1, 10 and 13 means cells exposure to 8Gy; lines 2, 9 and 14 means cells exposure to 4Gy: lines
3, 8 and 15 means exposure to 2Gy. Lines 4, 7 and 12 means negative control; lines 5, 6 and 11 means
positive control
3w ®

IEX SRS EEARN S BNTHE S8 —-ENARRNE, DWHELHFES, W
ERRARS, WRROICATIBIRMIE, SRR 5K B DNA F R &R
FV, R ARSE PR EEK M, SRR, RNREEKT SARMEE
B, HERENURAEREEEIXER.

ERES Y AARNRAGERATEL RSN E AT, ARMTSESRETH, B1e
Emp RAR LREENE, M. EHNBAMNFER, REREESBEEDY  REBE
LR P BUBIRAL. TREATES RUNR. DNA DIE AR 4 K oMbt B ep R B 4 F o Rs
B, RS AAL TS TR R R A ST W RENH 22—,

ALREERETY, Hela, AL FIKBAIMFE?2 . 4. 8Gy BHE, WEEEHTR, X
FTRSESMEEEL. R ERENXT RN RGEER, & FTREEN 05 5E 5 5
e, WIRMORAIMRE DNA MR MG AT, ML TABBERE, EEET. AM
BRI hEST2 SMNREESUIEX M hEST2 4 ¢ IR KA B, FERERT
#{TEM RT-PCR #A, ¥ HREHEXFER 13kb XEKAE, HREH, LEST2 HEK
FERAARNGEMNBEBETR, 5 TRAP M oS B EELS R —3, 85 hEST?
ERDERFREWNREERENEERC, SNESTEERRRIAGMEH, BIT
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s BB IS HEK T
F B A A I BB TE YRR & hEST2 HiRERX fy BRI BRI B O M0 2B B 98, TIA
PGSR X R A R o R TR (3%
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STUDY ON SUPRESSION EFFECTION OF IRRADIATION ONTO
TUMOR CELL TELOMERASE ACTIVITY

ZHU Hanneng MO Suzhen XIONG Sidong CHENG Wenyin
((Shanghai Institute of Radiation Medicine, Shanghai Medical Unwversity, Shanghai 200023))

ABSTRACT Telomerase has been detected in more than 85% of human tumor cell lines
and tissure,but not exist in majority of nomal cell and tissure. PCR and TRAP were employed in
this experiment to test the telomerase activity changing of tumor cell line Hela,A431 and KB after
irradiated.The result indicated that:tumor telomerase activity and expression of hEST?2 functional
area fragment are dose-dependent decreased;the result of PCR test method are corrlated with
that of TRAP,those data suggest that the supression effect of irradiation onto tumor telomerase
activity is one of critical mechanism of radiotherapy.Determining the telomerase activity levcl
perhapes is a new index to evaluate the killing effect of irradiation onto tumor.
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