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Role of calcium/calmodulin-dependent serine protein kinase in hypoixa related en-
dothelial cell proliferation
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of Orthopaedics, Kunming General Hospital of Chengdu Military Command, Kunming, Yunnan Province, 650032 ; *State Key Laboratory of
Trauma, Burns and Combined Injury, Institute of Burns, *Department of Stomatology, Southwest Hospital, Third Military Medical Universi-
ty, Chongqing, 400038, China)

[ Abstract ] Objective To screen an endothelial cell line with calcium/calmodulin-dependent serine
protein kinase ( CASK) knockdown and explore the cells’ reaction to hypoxia stress. Methods CASK RNA
interference plasmid pGenesil-siCASK and control plasmid pGenesil-Negative were generated, and then trans-
fected into EA. hy926 endothelial cells with liposome followed by screened with G418. The expression of CASK
was detected in normal, pGenesil-siCASK and pGenesil-Negative transfected cells with Western blotting.
Hypoxic stress was induced in the transfected and untransfected cells cultured under an atmosphere with an air-
flow (94%N,, 5% CO, and 1% O,) at 10 I/min in an interval of 5 min inflow and 5 min stillness for 3 times.
After the cells were cultured for 0, 1, 3, 6 and 12 h, the cell cycle was investigated by using flow cytometric
analysis. Results Western blotting results showed that CASK was mildly expressed in the EA. hy926 cells af-
ter pGenesil-siCASK transfection, while its expression had no obvious change in those transfected with pGenesil-
negative. The cell proliferation indexes of EA. hy926 cells were elevated by short term hypoxia (0 h; 42.93% ,
1 h; 50.46% and 3 h; 52.53% ), while were decreased with the prolongation of hypoxic duration (6 h:
40.71% , 12 h: 25.18% ). However, the proliferation indexes of CASK-knockdown endothelial cells were not
changed significantly under transient hypoxic stress. Conclusion CASK knockdown endothelial cells have less
proliferation changes than EA. hy926 endothelial cells under short term hypoxic stress.
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nase, MAGUK) % , i & 1F J 25 11 32 28 (scaffolds ) ,
P Z E RS, 455 AR E R 7N
B/ TR 2 E E A Y, 50 0 M 4
M A , U T B AR E A, 2 5 AN M R
fe b A5 A AN ML AR B AR o UEAERFSE R, CASK
A RE B A BN Tz B AR e T RE, A 4 g B 5
U D A S A FRATT D 9 5
CASK T IV P KZ 240 i ke 50 107 38 B IO ), 28 3k W A T
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A B 0B ( glyceraldehyde-3-phosphate dehydrogenase, GAPDH )
Pk, g B Y] Dotap (%t Roche A ] ) , 8 1 H 15
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1.2 siRNA J5 i 4~5-#9 CASK B M 2m ik A 1

My R LR CASK $5: 5y siRNA JFikr, LA pGenesil-1 (7
WERFE N T MERK, % $E CASK mRNA ( GenBank accession
number; AF032119) 4if X + 152 ~ + 170 {37 19 bp 1E K # A7 5
(A28 RIS B DA 0 400 7 280 R 8 1y siRNA B 5117)) | [
BB TG 56 X BRI % 1) ( Ambion 2% &) #2 41t 5 A L4 T
mRNA JEHA 8 [R5 ) |, 430l 0 5 B 7 44 7 pGenesil-siCASK
T H Bk F pGenesil-Negative 52 i Hi , 5 4 EA. hy926 41 i,
DL G418 (24 600 mg/L) #E47 4 I e R i ik , i Bh 2k A4 5l
HIHE RSO TG R I T A, BB IO0 WM T, Pkt
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A 1ML

{if 48 B 0 2 N TE %5 P %5 4% ( Billups-Rothenberg, Del Mar,
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5388 94% N, 5% CO, 1% 0,) ,¥55% 5 min J5 XM A0,
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TEEA AT, 40 s 3% 0.1.3.6.12 h, £ERLE M E], B
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BLAMAT o AR A AR HA A 45 5, T Al B s T 4R 40
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2 HR
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o FH AR 2 AT A A 9 CASK /N3 RNA JFikE pGenesil-
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Pt A, My # 7 CASK 5 B I 9 Bz 40 Ml bk EA.
hy926-siCASK., 1 I 38 1 5 2 Sk 400 90 5 1o K 240 i &)
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