DOT :10. 160167j. 1000 5404. 2003. 14. 017
25 14 Vol. 25 No. 14

1262 2003 7 ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE Jul. 2003

N E S 1000-5404(2003)14-1262-04

/ hFIST /HIPK2
kxR, REF TR Z, RATE, AR ( ; 430070)
Sy / hFISTHIPK2 (Human Fas interacting signal transducer/
homeo-domain interacting prtein kinase) . . . ik + Western blotting hFIST /HIPK2
( hFIST HIPK2 K221A, C- hFISTHIPK2 AC. N- hFISTHIPK2 AN) — 293T
. E. coli GST-hFIST/HIPK2 4\C . 455 hFIST/HIPK2 ¢DNA 4 kb,
130< 100 hFIST/HIPK2  ; hFISTHIPK2 K221A hFISTHIPK2 , hFISTHIPK2 2AC.
hFIST HIPK2 AN 59X 10, 69X 10°. HFISTHIPK2 .
; hFISTHIPK2 , hFIST/HIPK2 K221A i E ol
84X 10°  GSI-hFIST/HIPK2 AA\C . hFIST/HIPK2 HIPK2. PKM
. 96 1%.96 5%. %5t  hFIST HIPK2 / ., DYRK ,
HIPKs (Homeodomain interacting protein kinases) ,
. hFIST /HIPK2; / ;
: R345.5°7 R394.3 . A

Expression, purification and phosphorylation of serine fthreonine protein kinase hFIST /

HIPK2
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General Hospital, Guangzhou Military Command Wuhan 430070, China)

Abstract: Objective To investigate the expression, purification and phosphorylation of a newly-cloned full-
length ¢cDNA of hFIST/ HIPK2 (human Fas-interacting signal transducer / homeodomain-interacting protein kinase).
Methods Expression and phosphorylation of hFST HIPK2 wild type and its mutant type proteins (point mutation
type hFST HIPK2 K221A, C-terminal deletion type hFIST/HIPK2 2°C and N-teminal deletion type hFIST HIPK 2
/) in human kidney embryonic cell line 293T were analyzed using transient trandfection and Western Blotting.
GST- hFST HIPK2 2C fusion protein was purified fiom E. wli. Results The full length ¢cDNA of hFIST HIPK2
of about 4 kb contained a long open reading frame encoding a human FIST HIPK2 protein with molecular mass of
about 130 kDa, a polypeptide of 1191 amino-acid residues. Molecular mass of hFIST HIPK2 K221A was less slightly
than that of hFIST HIPK2 WT. Molecular masses of hFBT HIPK2 £C and hFBT /HIPK2 ZN were 59 10, 69X
10°, respectively. Serine, neither threonine nor tyrosine, residues of hFIST HIPK2 proteins may be autophosphory-
lated. Self-degradation occurred in hFIST HIPK2 proteins, especially in hFIST HIPK2 K221A. hFIST HIPK 2
showed very high sequence identities (96.1%, 96.5%) to two newly-identified protein kinases: mouse HIPK2 and
hamster PKM  (protein kinase interacting with Mx proteins ), respectively. Conclusion hFIST HIPK2 is a novel
serine threonine protein kinase, belonging to both the DYRK kinase subfamily and the homeodomain-interacting pro-
tein kinase family, which plays an important role in the normal development, tissue homeostasis and apoptosis.
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