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Reconstitution of Human Telomerase Activity and Its Specificity

ZHOU Junyi, LUO Chaoquan

(Department of Biochemistry, Sun Yat-sen University of Medical Sciences, Guangzhou 510089 China)

Abstract: [Objective] To observe reconstitution of human telomerase activity and its specificity to hTR.
[Method] RT-PCR was used to amplify hTR from the enzyme complex, the hTR fragment was cloned into
pGEl\/ijL and constructed phTR450, which involved SP6 promoter and transcribed in vitro RNA. RNA tran-

scribed was used in reconstitution of telomerase. The hTR and Tefraehymena RNAs were respectively tran-

scribed in vitro . The purified enzyme complex was treated with MNase to obtain protein components of the en-

zyme. The hTR and control RNA were used to reconstitute active telomerase in combination with MNase-treat-

ed purified prorein. The TRAP was used to detect telomerase activity. [Result] The specific hTR fragment
(450 bp) was amplified by RT-PCR. The PCR product was cloned. Telomerase RNAs were transcribed in

vitro. The active telomerase w as reconstituted specific to hTR transcribed. [ Conclusion] Human telomerase ac-

tivity can be reconstituted using protein componats of Hela cell telomerase and synthetic RNA and the reconstitu-

tion is specific to hTR.
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Lane 1: Molecular marker; Lane 2: identification by PCR; Lane
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Fig. 4 Reconstitution of human telomerase activity

Lane 1: Purified telomerase; Lane 2: hTR+ MNase-treated pu-
rifed fragment; Lane 3: Tetrahymena RN As+ MNase-treated purifed
fragment; Lane 4: 16S RNA+M Nase treated purifed fragm ent
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