+ 528 -

Hum Gene Ther, 1994, 5. 19~ 28

4 Sambrook J, Fritsch E F, Maniatis T. Molecular Cloning. 2nd.
New York: Cold Spring Harbor Lahoratory Press, 1989, 9. 16~
9.19

5 James L M, Ferrara H, Joachin D. Graft-versus host disease. N
Engl ] Med, 1991, 324 (10): 667~ 674

6 Kernan N A, Collins N H, Juliano L, et al. Clonable T
lymphoeytes in T celk depleted bone marrow transplants correlate
with development of graft-v-host disease. Blood, 1986, 68 (3):
770~ 773

7 Anderson W F. Gene therapy for cancer [ editorial]. Hum Gene
Ther, 1994, 5 (1): 1~ 2

8  Moolten F L. Tumor chemosensitivity conferred by inserted herpes
thymidine kinase genes: paradigm for a prospective cancer control
strategy. Cancer Res, 1986, 46: 5276~ 5281

9  Tiberghien P. *Suicide” gene for the control of graft- versus host
disease. Curr Opin Hematol, 1998, 5 (6): 478~ 482

10 Verzeletti S, Bonini C, Marktel S, et al. Herpes simplex virus
thymidine kinase gene transfer for controlled graft- versus host
disease and grall- versus leukemia: clinical follow-up and improved
new vectors., Hum Gene Ther, 1998, 9 (15): 2243~ 2251

11 Ljungman P, De Bock R. Cordonnier C, et al. Practices for
cytomegalovirus diagnosis, prophylaxis and treatment in allogeneic
bone marrow 1r&ul:-ip|i|nl r{-e{'ipir'.ms: a report from the wnrking party
for infectious diseases of the eBMT. Bone Marrow Transplant,
1993, 12 (4): 399~ 403

12 Winston D J, Gale R P.

eytomegalovirus  infection and  disease after bone marrow

Prevention and treatment of

transplantation in the 1990s. Bone Marrow Transplant, 1991, 8
(1): 7~ 11

Experimental Study of Cytotoxic Effect of CD/5
FCyt on T-lymphocyte. SONG Yanmr Bin, WU Zhr
Jian, YIN Fang, MA WenrLi, YANG Guang-Cai,

EMFESE MR ER

Prog. Biochem. Biophys. 2000: 27 (3)

WU BoSong, XU Qian
Biochemistry,  the  First  Military
Guangzhou 510515, China).

T-lymphocyte depletion of the marrow

( Department o
Medical
University,
Abstract

graft can prevent graft versus host disease ( GVHD)
effectively. T-lymphocytes of mice were transfected
with high-titer (1.5 x 10° CFU/ml) retrovirus
supernatant, and by selection with G418 positive cell
clones (T/pCD2) were obtained. PCR and RT-PCR
showed that CD gene was transferred into the T-
lymphocyte and expressed successfully. T-lymphocyte
and T/ pCD; cells were exposed to different doses of
5FCyt for various hours, and were then observed
under light microscope and the viability of these cells
MTT
assay. The

was  determined by colorimetric  cell

proliferation results showed that
retrovirus mediated CD gene transferred to T/ pCDs
cells could confer them high sensitivity to 5 FCyt,
and T/ pCD; cells exposed to >FCyt (> | Bmol/L)
can be killed. But 5FCyt was not harmful to normal
T-lymphocyte cells. The survival time of T/ pCD,
cells in the presence of SFCyt (3~ 5 d) was
significantly shorter than that of T-lymphocyte
(> 14 d).
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Abstract

based on

University

To quantitate DNA breaks, a method
labeling 3-ends of DNA
fragments with a-**P dCTP in the presence of 2, 3'-
( ddCTP ) by

terminal deoxynucleotidyl transferase ( TdT ) was

saturation
dideoxy- cytidine 5'- triphosphate

developed. The saturation labeling of 3 -ends of DNA

fragments was performed by adding different

concentrations of a=*P dCTP to a DNA sample, from
which a maximal labeling ( L,.) and a kinetic
parameter ( K, ) of the TdT reaction were
calculated. Results were confirmed by agarose gel

electrophoresis, fluoresceirdUTP and exogenous
teminal deoxynucleotidyl transferase ( TUNEL ),
The method

mentioned above requires as little as 5 ng of DNA,

flow cytometric analysis ( FCA).
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the of DNA

detection by at least 200-fold relative to the widely

increases in sensitivity fragments

used agarose gel electrophoresis, and the linearity of

the assay is about 5~ 5 000 ng DNA. The application
of the method in the apoptosis study showed that (1)
a time and dose dependent increase in the number of
DNA strand breaks in apoptotic Raji lymphoma
and (2)

age dependent increase in the number of DNA strand

lymphocytes induced by dexamethasone,

breaks occurred in the cardiac tissues of spontaneously

hypertensive rats ( SHR) compared with that of

Prog. Biochem. Biophys. * 533 -

normal control rats ( WKY). Results of the assay

were confirmed by the DNA ladder pattern exhibited
after fluorescein- dUTP
eX0genous deoxynucleotidyl
(TUNEL),
0.98).

and useful assay for assessing DNA degradation in

electrophoresis, and
transferase

(r>

terminal
flow cytometric analysis ( FCA)

[t is a quantitative, simple, sensitive, specific

molecular and cell biology especially in apoptosis
research.
Key words

deoxynucleotidyl transferase (TdT)

DNA break, saturation label, terminal
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