+ 350 - S FE5EMYR R

protein kinase C. Biochem ], 1988, 255 (1): 309~ 318

14 Takaya J, Kimura M., Lasker N et al. Phorbol 12, 13
dibutyrate binding to intact human platelets. the role of
eytosolic free Ca’ . Biochem J, 1991, 278: 411~ 4114

15 Sag 5 0, Rink T J. Kinetic differences between thrombir
induced and ADP-induced caleium influx and release from
internal store in fura 2 loaded human platelet. Biochem Bio-
phys Res Comun, 1986, 163 (3): 1124~ 1128

16 Dianiel J L., Molish I R, rigmaiden M et al. Evidence for a
role of myosin phosphorylation in the inhibition of the
platelet shape change response. ] Biochem Chem, 1984,
259 (15): 9826~ 9831

17 Hartwig ] H. Mechanisms of actin rearrangements mediating
platelet activation. ] Cell Biol, 1992, 118 (6): 1421~
1442

18 Waston S P, McNally I, Shipman L J et al. The action of
the protein kinase C inhibitor, staurosporine, on human
Illin('?l('ﬂ. {'?\'i(l{'?['l('!‘. ilg&li":'ﬂ i |'ng|=l1(ll'}" I'"ll". Fm' I)r{ltl‘!ill kil]il!iﬂ
C in the formation of inesitol triphosphate by thrombin.

Biochem ], 1988, 249 (2): 345~ 350

Effects of A23187 on Platelet Aggregation and
Protein Phosphorylation. CHEN
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Abstract To study further the role of Ca®* and

protein kinase C in platelet aggregation, suspen-
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sions of aspirimtreated, > P-prelabled, washed
pig platelets containing ADP scavenger in the
buffer were stimulated by Ca®*
A23187 and PMA, a stimulator of protein
kinase C. The results indicated that: (1) 1~

ionophore

20 Hmol/ L. A23187 induced platelet aggrega-
tion, as well as the phosphorylation of 40 ku
and 20 ku proteins. There were dose respone
and time respone effects of the protein phospho-
rylation in A23187 induced platelet activation.
(2) A23187 and PMA were synergistic in
platelet aggregation and protein phosphory-
lation. ( 3) Stauroporine, a protein kinase C
inhibitor, in concentration of 1 Fmol/L, largely
suppressed platelet aggregation and completely
suppressed phosphorylation of 40 ku and 20 ku
proteins induced by 20 Bmol/L. A23187. The
results imply that Ca®* mobilization alone could
activate protein kinase C in platelet, and Ca®* -
induced platelet aggregation is largely dependent
on activation of protein kinase C.

Key words A23187, PMA, platelet aggrega-

tion, protein kinase C
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IR (collagen) J& 45 4% 44 M B 4 A
B2y, ERBEKIE (procollagen) = XIRTE
N FRERBROWBI TEN. GSRARDH
138 (I ~XID RBMEE, HPLl I B
FEEANERSHRT, SEREEZ. [BREH
PFiAEEBRFIITLMEEN 0 (1) (B
COLT A1) #M%H—% o2 (1) (BICOLT A2)
HM L, COLT Al #1 COL I A2 ER 453
51 f1 52 M EF. IEEMFREY: COLI AL
EENEF I FFILENEIP M. NIH-3T3
HLEF 4 490 A A X6 e FTL B o 47 4 40 i o B R
M ZEREZNEE, FREBNARSR
th; HE, BXREZEAETFEARLERRAT
HROEE, BEAsERRREY R
ZREFENEGERAFNERESE, WTH#
I B EEEPNREARELEEXOBEAE
LZRAUERBREARNVIEEFREENBEBRME
2 EP BT, KEWBETEEA
COLIAIEREBE#:F, FARARKBEHAET I
(+544~ + 855 1 + 820~ +1093) IRAE

B(-15)

B(—-332)
(+820)

B( +1093)

@E
( 15)
pGCEP436 B(-332)
(+544)
(+855)

EH @B Klenow fill in
—_—

RZBH%BE (CAT) MEERMWELARBHF
By A\ JLRER A 47 4 40 R A Tea 8113 H A
M, BB ¥ (DIG) #iC Anti-CAT-ELISA
B RAREBRZBEBE (CAT) ®&
K, SARET I FHIREE RIS

mE 5%

1.1 ##
ABRUUBASR (EBREMKEHRBE K

Brid = ARt ). Tea 8113 HHPIR b B AR
B (EHEMKEEESTEYERARER
ft). pGCEP436 1 pGCIP14 7 [& 4> %l & A
COLI Al B& T 1 +544~ + 855 (310 bp)
M +820~+1093 (274 bp) HBH 3’45
-332~—15 (317 bp) WBZI FFFIMH&E
(AE#E). pGEM-3zf (+ ). pCAT™ Basic
plasmid. Z/MNEwEEBERE (CIAP). Klenow
§. T4 DNA # 8 (Promega), ¥EFR¥ F12 M
PRMI1640. Lipofect AMINE™, 1 kb Ladder
(G BRL). DIG-Anti-CAT ELISA iR /] &
(BOEHRINGER), H&AMNE>=2rak.

B Klenow fill in

B 1 pSCEP-CAT # pSCIP-CAT f)#3&E
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1.2 &

1.2.1 E41FB pSCEP-CAT 1 pSCIP-CAT
Bt B A% &), B 10 pg pSV-CAT £
Hindll #1 CIAP &£ # 5, 255 0.3 pg
pGCEP436 1 pGCIP14# EcoR I -HindIl B Yl
BOR-A N T4 DNA S8 2U, BMEE
J&, B Klenow B§7E 22C#MF R B, B FimE
B, WEpSCEP-CAT Ml pSCIP-CAT &k Hi ik
ME 1 FFm; HEMCGCL, BAEBEER
JM109, BkxEFHPERYE, 4R BB DNA # 4
EcoRT1 -BamH T H 4L F1.2 % B A8 ¥E 3K
RE.

1.2.2 HMEFRSHY. SRR (7] 48
B AU R g4I, 3% 5 10° 402 /ml
BAT F-12 850 (& 20% /M EmE) +,
BT 37C 0O, B ; B Tca 8113 HEH
MIRR7E 37CHRBEF, # 2% 10° 4 /ml 3%
fF PRMI 164035 5% (& 15% /D4 117)
mEEIERE. SAREKRZEOWEEE, &
Lipofect AMINE™#$5 Y14 37 & 1 B 3R 618, 43 51
BX 10 pg pSCEP-CAT 4 364F1 pSCIP-CAT 1 411H1
ot B ORI e A\ AT R A AT 5 R 4R,

1.2.3 CATEAZRK=YRI: ARE4EH
BEEBAMER 64 h)E, BMFHEFW, M
Alm ARBBEBERFEZER 30 mn, T
12000 r/min B > 5 min, WHE L, H#T
—70C %& Fl. #% Folin-Denis ¥ 1| & 40 Jfd #h &
WEEFREED. #% DIG-Anti-CAT-ELISA &
MR, WEEAMK CAT =8,

2 & B

2.1 BAKRHMESTEE

M Amp FIRBEVLIER AN AR E L
EcoRT Al BamH I Y1 4 7. SR % W
pSCEP-CAT4364 #1 pSCIP-CAT 1 411 % M #
HE. BB ¥ — Hind [ 8 &,
pSCEP-CAT A 3 4 (311, 1925713 431 bp)
BamHI KB 54 (311, 525, 750, 1320
#12 681-bp) BamH 1 /EcoR 1 F B (H 2);
pSCIP-CAT & 4 A (274, 320. 1624 0

3280 bp) BamH I K BH 5 4 (274, 320,
750. 140012 511 bp) BamH 1 /EcoR 1 F
B (F3). XEWEARBMELEK COLT AL
BETHHNERBEA, FAB1HET 54
~ +855 Ffl+822~ +1 093 R T B3I T
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B 2 pSCEP-CAT /¥ DNA FR #1547
M: 1kbLadder ; 1 : pSV- CAT (%f 88 ) ; 2 : pSCEP- CAT
(% B8 ) ; 3 : pSCEP- CAT + BamHI ; 4 : pSCEP- CAT +
EcoRI-BamHI ; 5: pSCEP-CAT + Hindll .

3 4
—3280
—2511
—1400 —1624

274 —274

B3 pSCIP-CAT /RH DNA RIS 4T
M: 1 kb Ladder; 1: pSV-CAT (X #); 2: pSCIP-
CAT (%t H); 3: pSCIP-CAT + EcoR [ -BamH 1;
4: pSCIP-CAT+ BamH]I ; 5: pSCIP-CAT+ Hindll. |
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2.2 YHRRRER N CAT Rkt

B 1 A, 5 A R R Ak AT
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30k AE T i A 0 pSCEP-CAT 4364 Al
pSCIRCAT 1411 ¥y 3k ik, i 73 7 &1 2
pSCIP-CAT 14111k 5 AN 34 ;6 9 %)
8 pCAT-Basic plasmid ELR A G (1) il £F 4 4
JRORTE i 40 M CAT ELISA ) 552k .
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Abstract
(1) collagen (COLT A1) gene has been shown

The first intron sequence of human al

to have differential activities of transeription reg-
ulation in a variety of tissue cells. To determine
the activity of the first intron of COLT A1 gene
and then utilize the regulatory elements to per-
form ectopic expression of foreign genes in

human fibroblasts. Two novel recombinants

pSCEP-CAT and pSCIP-CAT were constructed
in which the intronic + 544~ + 855 and + 820
~ 4+ 1093 segment of COL [ Al gene were
cloned respectively in the upstream position of
the promoter sequence of this gene followed by
chloramphenical acetyltransferases (CAT) gene.
Human fetal tendon fibroblasts and Tca 8113
tongue cancer cells in culture were transfected
using Lipofec

with the recombinants by

tAMINE™ . and then tested the expression level
of CAT gene with DIG-labeled antrCAT
ELISA. The results indicate that the first
intronic + 544~ + 855 segment of COL I Al
gene has an enhancing effect on the expression of
CAT gene driven by the promoter in the tran-
fected human fetal tendon fibroblasts and Tca
8113 tongue cancer cells. Interestingly, the first
intronic + 820~ + 1 093 segment has strongly
stimulating effect on the expression of the
marker gene in the tongue cancer cells, but
inhibitory effect in the fibroblasts.

Key words
fibroblast,

gene, ELISA

collagen gene, intron, human

transcriptional regulation, reporter





