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The cDNA cloning of human granulysin Mr 15000 and Mr

9000 active segments from CTL activated by allogenic antigen
YI Zheng jun , et al
( Department of Microbiology and Immunology ,
College of Basic Medical ,Chongqing Medical University)

[ Abstract] Objective: To clone, sequence and analyze the coding sequences of the Mr 15000 and Mr 9000 active segments of natural
granulysin derived from human CTLs activated by allogenic antigen ,in order to establish the basis for further purifying and investigating
the immune — impairing mechanism of granulysin. Methods ; The coding sequences of the Mr 15000 and Mr 9000 granulysin gene were
amplified from the total RNA of activated CTLs of healthy person after reverse transcription by Nested — PCR, inserted into pET32a
( +) vectors and then transformed into E. Coli TOP10, respectively. The recons were identified by PCR, endonuclease digestion and
sequencing. Results: The whole coding sequences of the Mr 15000 and Mr 9000 active segments were successfully cloned as expected.
The accurate pET32a — Mr 15000 and pET32a ~ Mr 9000 recons were obtained through Coleny ~ PCR, endonuclease digestion and se-
quencing. There lied polymorphism on the 119 th amino acid of the product encoded by GLS gene. Conclusion; The coding sequences of
the Mr 15000 and Mr 9000 active segments of human granulysin can be obtained and cloned by the methods mentioned above and can
be used for subsequent research.
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M) DNA Marker DI20O0; 1) PCR negative control 3
2) The PCR product of GLS Me 9000 ¢DNA;3) The PCR
product of GIS Mr 15000 ¢DNA; 4) The PCR product of
GLS 738 ¢DINA;
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ML) DNA marker DL 15 000; M2) DNA marker DI 2000;

1) Digestion of pET32a — Mr 15000; 2} Digestion of

pET32a — Mr 9000 ; 3} Plasmid pET32a( + ) ; 4) The PCR

praduct of GLS Mr 15000; 5) The PCR product of GLS Mr

9000 eDNA;

B3 pET32a( + ) Mr 15000 B pET32a( + ) /Mr 9000 &

HARRRIR POR WAL EHER
AGCCCTGAGTACTACGACCTGGCAAGAGCCCACCT
GCOGTCATGAGCAGAAATCCTGCCCCTGCCTGGCCC
AGGAGGGCCCCCAGGGTGACCTCTIGACCAAAACA
CAGGAGCTCOGCCGTGACTACAGGACCTGTCTCAC
GCATAGTCCAAAAACTGAAGAAGATGGTGGATAAGC
CCACCCAGAGAAGTGTTTCCAATCCTGCGACCCGE
GTGTCTAGGACGGGGAGGTCACGATGGCGCGACGT
CTGCAGAAATTTCATGAGGAGGTATCAGTCTAGAGT
TATCCAGGGCCTCCTGCCCGGAGAAACTGCCCAG
CAGA GTGAGGACCTCAGGTTGTGTATACCTTCT
ACAGGTCCCOCTCTGAGGATCC
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