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MuAEKtEit. 5% : Phorbol 12-myristate 13-acetate ik % (4 2R AU 5, WM35 21 11 41 Mo £t = 31 265%. [1] 77 ¥
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) J\%} All experiments are performed with male Wistar rats (weighing 250-280 g). One hundred and thirty-five
- Wistar rats are randomly divided into seven groups. (1) Rats in the sham group (n=21) are given a lateral

cerebral ventricle injection of 0.9% normal saline; (2) Rats in the IR group (n=21) are given a lateral cerebral
ventricle injection of 0.9% normal saline 30 min before middle cerebral artery occlusion (MCAO); (3) Rats in
the Carbenoxolone (CBX) group (n=21) are %iven alateral cerebral ventricle injection of CBX (5 v g/mLx10 uL)
30 min before MCAQ; (4) Rats in the Sch-6783 group (n=21) are given a lateral cerebral ventricle injection of
DZX (2 mMx30 1 L)30 min prior to MCAO; (5) Rats in the 5-HD group (n=21) are given a lateral cerebral
ventricle injection of 5-HD (100 mMx10 u L), and after 10 min, DZXis injected 15 min prior to MCAO; (6) The
rats in the DZX + Ro group (n=15) are given a lateral cerebral ventricle injection of DZX, and after 10 min, Ro-
31-8425 (400 1 g/kgg) isinjected 15 min prior to MCAO; (7) The rats in the 5-HD+PMA group (n=15) are given an
intraperitoneal injection of PMA (200 u g/kg) after the injection of 5-HD and DZX[3].

2 Jif, S 56 aT3-1and LB T-2 cells are grown in monolayer cultured in DMEM in humidified incubator 5% CO2 at 37°C.

- R Serum starvation is with 0.1% FCSin the same medium for 16 h. GhRH and PMA are then added for the length
of time as indicated. In ﬁeneral, a T3-1 cells are transiently transfected t:jy ExGen 500 or by jetPRIME, while
LB T2 cells onlY by jetPRIME transfection reagent. For experiments with dominant-negative (DN) PKCs, « T3-1
cells (in 6 cm plates) are transfected with 1.5 1 g of p38 a -GFP with 3 u g of control vector, pCDNA3, or with 3
u g of the DN-PKCs constructs. For L B T2 cells, transfections are performed (in 10 cm plates) with 4 u g of
p38 a -GFP along with 9 u g of control vector, pPCDNA3, or with 9 1 g of the DN-PKCs constructs.
Approximately 30 h after transfection, the cells are serum-starved (0.1% FCS) for 16 h and later stimulated
with GnRH or PMA, washed twice with ice-cold PBS, treated with the lysis buffer, followed by one freeze-thaw
cycle. Cells are harvested; following centrifugation (15,000xg, 15 min, 4°C) supernatants are taken for
immunoprecipitation experiments [2].
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