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RNA cDNA
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. (Fig. 1).
2. K872

QIA plasmid extraction kit(Qiagen GmbH, Germany)
pBluescript phagemid
cDNA library K872 . Sangers
dideoxy nucleotide chain-termination method*®)
, K872

BLAST(Basic  Local
19)
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3. Nothern blot

K872 probe
2ug RNA northern
blot . Blot 68°C  ExpressHyb
hybridization solution(Clontech U.S.A.) 1
40 2 X SSC/0.05% SDS
40 50 °C 0.1 X SSC/0.1% SDS
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EcoRl  Notl .
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2
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1% 4°C 10
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12% SDS-PAGE
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K872 probe HL60 3 17 residue poly(A) tail
RNA northern blot consensus polyadenylation
signal(AAATAAA) 958
(Fig. 2).
codon methionine 226
1.K872 25,560 Da
K872
K872 1006 , rGSTK1 70%
675 280 . (Fig. 3.).

1 CTUOTGOOGCTCTIOCOAAGOCTRCAGE

20 AT T G A OO T A G T T T T A T AT TOC T TOCCCCTACTCCTG GETGGRCT TOOAG
M dPFLPRTYELEYDYLSPY S WILGIEHE
4
0] ATOCTG TGO TATCAGAATATCTOGAAUATCAACCTGCAGTTCOUOCOCAGOCTCATAACAGGUATCATG
I LCE YONIWNIRNLGLRPSLITGIM
48
173 AAAGACAGTGGAACAAGCCTCCAGGTCTGCTTC QUG AAAGOACTATACA TGO CAAATOATT TAAAGCTC
KEKDS5GHNEKPPGLLTPFREKG GLYMANDILEL
T
245 CTOAGACACCATCTOCAGATTOOCATOC ACTTOCCCAAGGATTICT TOTCTOTOATOC T IGAAAAAGG AAGT
LRERHHLGIPIHFPEDFLSYMLEEKT TGS
%5
317 TR TRCA TGOS T T IO CTCACOGOOG TG AACT TOGAGCA TOCAG AGA TOCTGRAGAA AGOG TOUCGGGAG
LS AMBEFLTAYNLEHIPEMLEEKHASRHE
130
W CTOIGOA TOOGOUTCTGGTC AAGGAATOAAGACATCACCGAGOCGCAGA CGATOCTOO COGCTRUAGAGA AL
LWMBEVWSRENEDITEPQTILAAAMLELHK
144
461 GCTOOTATGTCTGCACAACAAGOCCAGGGACTTCTORAAA AGATOGC AACHOCAAAGITG AAGAACCAGCTT
AQMSZ2AED AQOLLEERKIATPEEYRHNOL
168
533 AANGGAGACCACTOAGGCAGDCTRCAGA TAUGOAGOCT TG TUCDCATCADCS T DA TG TURAA TGO
EBETTEAACRY OAFGQLPITVYAUNUYDG
192
B CAAACCCACATGT TAT T OGO TC TOACCGGA THEACTOCTRGOGCAOC THUTOGGAG AGAAGTUGATOGGE
QTHMLFPFOGSDREMELLAHLLGEEKWMDOG
116
BT COTAT AT AGOOG TEAATGOCAD ACTTTANGA TTGROCOGGAGOAAGCAA ACTUT TOOTATA AAAAAALC
FIFPAVY NARL Usdp
126
149 AGCOCATCTGCTTAACOC TINOC TOCANTA TAAGGCACTROOACTONGATTIC TCTATCTGATAGAGITATT

£ T IO OO GAGC TG T IO TC T T TOCC T TADCC O A AGOATOCCAGGAAACOTOCACCATTAGOCA
£93 TOTGGCAANCTITACTICTATGCCICACAAG TROCTTTICAGAGAGUUDUAATTCTRCTTICCCAUAAA ATAS

065 ACCTAATGOCATCAGGCAAAACATTAAAAAAA AAAAAAA LA

Fig, 2 Sequence of KET2. The nucleotide and deduced amino acid sequence for the longesl open

reading frame are shown A polyadenylation signal is wnderdined.
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Fig. 3. Comparison of the aming acid sequences for fG5TK] (K1) and KE72 (hK1}
MNumbers al the right of Ihe figure refer to the aming acd Tesidue Dots indicate
that the amino acid iz idenbcal.

2. K872 SDS -PAGE
K872 northern 40kDa
blot transcript -(Fig. 5.).
, , HP - Thioredoxin 12.8kDa, K872
25.6 kDa
HP -Thioredoxin/K872
. (Fig.4).
3. K872 4. HL60O K872
pThioHis A K872 HL60 K872
HP -Thioredoxin northern blot
. IPTG  HP -Thioredoxin/K872 PMA DMSO

. (Fig. 6.).
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——  Abstract

Cloning of a Glutathione S-Transferase Decreasing During
Differentiation of HL60 Cell Line

Jae Chul Kim, M.D.*, In Kyu Park, M.D.*, Kyu Bo Lee, M.D.T ,
Sang Kyun Sohn, M.D.T , Moo Kyu Kim, M.D. % , and Jung Chul Kim, M.D. %

*Department of Radiation Oncology, t Internal Medicine, ¥ Immunology, School of Medicine,
Kyungpook National University, Taegu, Korea

Purpose : By sequencing the Expressed Sequence Tags of human dermal papilla cDNA library, we identified a clone
named K872 of which the expression decreased during differentiation of HL60 cell line

Materials and Methods : K872 plasmid DNA was isolated according to QIA plasmid extraction kit(Qiagen GmbH,
Germany). The nuacleotide sequencing was performed by Sanger’ s method with K872 plasmid DNA. The most
updated GenBank EMBL nucleic acid banks were searched through the internet by using BLAST(Basic Loca
Alignment Search Tools) program. Nothern bots were performed using RNA isolated from various human tissues and
cancer cell lines. The gene expression of the fusion protein was achieved by His-Patch Thiofusion expression system
and protein product was identified on SDS-PAGE

Results : K872 clone is 1006 nucleotides long, and has a coding region of 675 nuclectides and a 3' non-coding region
of 280 nucleotides. The presumed open reading frame starting at the 3 terminus of K872 encodes 226 amino acids,
including the initiation methionine residue. The amino acid sequence deduced from the open reading frame of K872
shares 70% identity with that of rat glutathione Stransferase kappa 1 (rGSTK1). The transcripts were expressed in a
variety of human tissues and cancer cells. The levels of transcript were relatively high in those tissues such as heart,
skeletal muscle, and peripheral blood leukocyte. It is noteworthy that K872 was found to be abundantly expressed in
colorectal cancer and melanoma cell lines.

Conclusion : homology search result suggests that K872 clone is the human homolog of the rGSTK 1 which is known
to be involved in the resistance of cytotoxic therapy. We propose that meticulous functional anaysis should be
followed to confirm that.

Key Words :Glutathione S Trandferase, Radioresistance, HL60 cdll



