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Abstract  This study developed a ssmi-quantitative method of telomerase activity. The method was based on the
combination of TRAP assay and scintillation count assay (> H-dCTP incorporation) . It was used to quantify
telomerase activity in CNE; cells and some tissue pecimens. RNase-pretreated or heat-treated cells were used as
controls. The results demongtrated that telomerase activity measured by this method wasposdtivein CNE; cdls,
and it could be clearly detected with asfew as 10 cells. There was a linear correlation between the radioactive
count and the telomerase activity. The telomerase activity of some tissue gpeci mens were acocordant with reported
data. Telomerase activity of RNase-pretreated or heat-treated cells was negative, their radioactive counts were
amost the same aslyds buffer control. The variations within group and between groups were 11. 68 % and 20.

99 %, regectively. This method wasfree of PA GE and radioautography , and hence smple andfast. The results
oould be obtained with one day. It showed high sendtivity , good ecificity and repeatability.
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Kim® TRAP (Telomeric Repeat Amplifi-
cation Protocol) |, , a-2 p
dCTP )

, TRAP ,
1

(CNE)

: 10mmol/L Hepes KOH pH7. 5
1.5mmol/L MgCl; 10mmol/L KO 1mmol/L DTT
: 10mmol/L  Tris. HO pH7. 5
Immol/L MgCd, 1mmol/L EGTA 0.1mmol/L
5mmol/ L B- 0.5 %CHAPS 3 -
[(3 - cholamidopropy) dimethylammonio - 1 -
propanesulfonate 10 %
10 x TRAP 2mmol/ L Tris. HA pH8.3
15mmol/L Mgd, 630mmol/L KA 10mmol/L EGITA
0.5 %Tween20 0.1 %BSA

1 :5 - AATCCGTCCGAGCACACTT - 3
2 :5 - CCCTTACCCTTACCCTTAC
CCTAA -3
2. 25mol/ L 66 %
:0. 7%PPO 0. 05 %POPOP

3 HdCTP dNTPs TagDNA
N.N - TEMED
,PBR322DNA/ Hae  Marker

PCR
2
2.1
Ki m(6) .
G250 ,
Yol 80
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2.2 TRAP
RNA , RNase ,
PCR ,
TRAP
Kim® , 2 G*HdCTP,
PCR (7) ,
(94 /30Sec 60 /30Sec) x 30 (94 |
30Sec 50 /30Sec 72 /1.5min) x31 72
10min PCR 12.5%
( 125V 4 ).
2.3 TRAP- PCR
2.5cm ,
80 2hr ,
,  5ml ,
*HdCTP, ,
4ml com
Mg cpm ;
1 TRAP
, 6bp
, 6bp 4
0 1 TRAP
M  PBR322DNA/Hae Marker;L; 10°
CNE; ,
6bp Lo
, iLa 10 CNE
Ly CNE 85 10min;Ls
CNE; 2l 2g RNase A 37
20min; L4 Ls
Le ,
2 TRAP-
, 10°
CNE; 10 CNE
; RNase A ,cpm
cpm
2 CNE )
5 , 11. 68 %,
20.99 %
3



, CNE; , L,4: extractsof CNE;cdl pretreated with heating;
Ls: extactsof CNE; cdl pretreated with RNase;
, PCR ° 2celP

Lg: tedis tissue.
(com) , CNE
(X) com (V) (
3) 3 cpm
(Y=33.87+592.12X r=0.9640 P<
0.01 )
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Fgure2  The Sendvity and Pedfidty of TRAP Sintillation Count Assay
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Figure 3  Rdationship between redoectivity counts and tdomerase activity
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M: PBR 322 DNA/ Hee Marker , colon liver testis cancer
L, : postive control with extract of 10° CNE;célls;

L,: negative control with lyss buffer ,

L 3: postive control with extract of 10 CNE; cdls;
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Fgure4 Teomerase activity of some  tissue peci mens
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A PRIMARY STUDY ON THE FORMATION OF DNA-PROTEIN CROSS. | NKS
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