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we previous found that the PKC isoforms was involved in the
development of the deciduomata in pseudopregnant rats .Therefore, in
this study ,we determined the expression of protein kinase C ( PKC)
isoforms during pregnancy . The result showed that PKC a was
down-modulation in the decidua cells but not in the myometrium .
Down- modulation and were activation compatible with the increase in
cal mitoss , which reached a maximum a 89 days. Contradictorily,
PKC z was not down-modulated. It was increased both in the cytosolic
and particulate fractions of the deciduad cell , and paraleled with the
frequency of decidual cells mitosis. The other PKC isoform of d was
also increased , but it was associated with the cell regresson .
Immunohistochemistry assay confimed the activation of PKCa, with
the perinuclear location but only on the extra circycle regien of the
implantation site. Moreover, after the treated of diphenhydramine, it
reduced the decidudization, and depleted the PKCa and PKCC
after 4 and 8 hour operation. But it was reversed by cotreated with PKC
inhibitor, staurosporine and H7. Therefore, these findings suggested
that the variabldl expressions of PKC isoforms in decidualization tissue
might be involved in the modulation of decidua cdlls growth, and the
PKC isoforms were aso associated with the inhibitory effect of
diphenhydramine.
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Dithiothretiol (DTT), Triton X-100, Polyoxyethylenesorbitan
monolaurate (Tween-20), 3,3¢Diamine benzidine (DAB),
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SDS-PAGE (10 gd)
PKC A

B PKCa C PKCz

0 PKC 100

-O- _a-

M: Marker  Ly: Bran lysate



16 PKCa

1 mg/0.1ml 0.5 mg/0.1ml diphenhydramine

homogeni zation buffer 15
mg/m SDSPAGE (10 gd)
PKC
PKCa PKCa
0 PKC 100

M Make Ly Branlysae

-57-



17

1mg/0.1ml 0.5 mg/0.1ml diphenhydramine
homogenization buffer
ngy/ml SDSPAGE (10 gd)
PKC

PKCz

PKCz

PKCz

15



0 PKC 100

M: Maker; Ly: Brain lysate

a-tubulin

1 mg/0.1ml 0.5 mg/0.1ml diphenhydramine

homogenization buffer 15 mg/m

SDS-PAGE (10 gd)
M: Maker; Ly: Brain lysate

-59-



19.

homogeni zation buffer

15 mg/n

cdc2
1 mg/0.1ml

SDSPAGE (10 gd)



M: Marker

72 AHL:
1 mg/0.1ml diphenhydramine ; S: staurosporine ; CC :

-61-



caphostinC Sa sangi



21.

72
0.5 mg/0.1ml promethazine ; S

epinephrine  TPA

AH2
staurosporine E

PKC



PKC a
PKC b
PKCb
L PKCg

Classical
I\

PKC d
PKCe
PKC h
PKCq

Novel
A

PKC z
Y PKC|
L PKCi

Atypica

Pseudosubstrate
dte

i

“ PKCm

Lipid
Binding

l

SGEN | B o - I —

PKC

Regulatory Domain Cadytic Domain

I 1| I
V1 V2 V3 V4 V5

S al | | o )

ca’ Hinge  ATP Substrate
Binding Region Binding Interaction

R l




20mM
0.03 mM
2mM
2mM
0.5mM
2mM

1 mM

Cdl sgndling

Homogenization Buffer A¢, pH 7.4

Tris-HCI
NagVO4
MgCk>6H.0
EDTA
EGTA

PM SF

DTT

Homogenization Buffer A, pH 7.4

20 mM
003 mM
2mM
2mM
0.5mM
2mM
1mM
250 mM

10 ng/m

Tris-HCI
NazVO,
MgCh>6H,0
EDTA
EGTA

PM SF

DTT
Sucrose

Leupeptin

(P.J. Parker, T.Pawson.,1996 )

Stock

200.0 mM

30.0 mM
100.0 mM
100.0 mM
100.0 mM
200.0 mM
500.0 mM

Stock

200.0 mM

30.0 mM
100.0 mM
100.0 mM
100.0 mM
200.0 mM
500.0 mM
342.3 mM
1.0mg/ml

30 ml
3.0ml
0.03 ml
0.6 mi
0.6 ml
0.15 mi
0.30 ml
0.06 ml

10m
1.00 mi
0.01 ml
0.20 ml
0.20 mi
0.05 ml
0.10 ml
0.02 mi
0.86¢g
0.10 mi



10 my/ml Aprotinin 1.0 mg/ml 0.10 ml



Homogenization Buffer B, pH 7.5

20 mM
0.03mM
SmM
2mM
0.5mM
2mM
1mM
5mM

10 ng/m

10 ng/ml
0.1%

Tris-HCl
NasVO4
MgCk>6H20
EDTA
EGTA
PMSF

DTT

NaF
Leupeptin
Aprotinin
Triton X-100

PKC activity reaction buffer

200 mM
200 mM
40y
10 ng

10 my
25 mM

24 mM
20 mM

TrissHCI , pH 7.4
MgCk

Lysne-rich histone
Phosphatidylserine
Leupeptin

CaCl,

EGTA

Tris

-67-

Stock
200.0 mM

30.0 mM
100.0 mM
100.0 mM
100.0 mM
200.0 mM
500.0 mM
100.0 mM

1.0 mg/mi
1.0 mg/ml

100m

20m
10 m
25m
10 m
10 m
10 m
5m
10 m

10ml
1.00 mi
0.01 mi
0.50 mi
0.20 ml
0.05 ml
0.10 ml
0.02 mi
0.50 mli
0.10 mi
0.20 ml
10.0m



PBS, pH7.2

NaCl

KCI

KH2PO4 >H0
K2HPOq4
Na,HPO,
NaoHPO,%2H,0
NaHPO,X7H,O

Separating Gel

1. 1.5M Tris-HClI pH 8.8

2. Ammonium Persulfate 10 mg/ml
3.30 Acrylamide-0.8 Bisacrylamide

4. dd H20
5.10 SDS

6. TEMED

Stacking Gel
1. 0.5M TrissHCI pH 6.8

2. Ammonium Persulfate 10 mg/ml

11
89
0.29g
0.2g
2.39¢
195¢
244 ¢
3.68¢g

8%
5mi
Iml

5.4ml

8.4ml
0.2ml
6.7

3.30 Acrylamide-0.8 Bisacrylamide

4. dd H20
5.10 SDS

6. TEMED

10ml
2.5ml
0.5ml
1.5ml
5.4ml
0.1ml
251

10% 1250%
5ml 5ml
1ml 1mi
6.7m  8.4ml
71ml 5.4ml
02ml  0.2ml
6.711 6.7l
15ml
3.75ml
0.75ml
2.25ml|
8.1ml
0.15ml
37.511



Elution Buffer , pH7.4
20 mM Tris-HCl
2 mM EDTA
0.5mM EGTA
2 mM PMSF

500 ml
1219
335mg

95 mg
1.745 mi

50 mM b-mercaptoethanol 5ml

L oading Buffer
Tris-HCI
SDS
ddH,O
2-mercaptoethanol

Transfer Buffer , pH 8.3
Tris-HCI

glycine

methanol

ddH0O

Blocking Buffer , pH 7.4
FBS
NaCl

100 ml

7.56 ¢
20g ; pH 6.8
50 mi

35ml

51
1512 g
729
1000 ml

51

500 ml
15 mi
459



Tween 20
Tris-HCI
ddH.O

Washing Buffer , pH 7.4
Tris-HCl
Tween 20
NaCl
ddH,O

Electrode Buffer , pH 8.3
Tris-HCl

Glycine

SDS

ddH:0

Substrate Buffer , pH 9.5
Tris-HCl

NaCl

MgCl,

ddHO

I mmunopr ecipitation Buffer

1 Triton X-100
150mM NaCl

0.5ml

6.05¢
500 ml

51
60.54 g
5ml
459

51

51
15139
729

51

400 ml
4.84 g
2339

0.406 g
400 ml

2X  25ml
50i |
438.3mg

-70-

1X  50ml
50i |
438.3mg



10mM
1mM
1mM
0.2mM

0.2mM
0.5

Tris, pH 7.4
EDTA
EGTA
NasVOa4
PM SF
NP-40

10m
0.5ml
0.5ml
0.338mi
501
2511

-71-

10ml
0.5ml
0.5ml
0.338ml
5011
2511



Life Sciences
Protein kinase C isoformsduring the development of

deciduomata in pregnant rats
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