()

1. :
(WKY strain) 250-300 heparin (16mg/kg)
pentobarbital sodium (50 mg/kg) ; (Hartly strain)
200-300 heparin ( 16mg/kg ) ( cervica
dislocation) 1.8mM (95

0O,+5 CO,) Tyrode
4mm”° 6 mm

10 ml Tyrode (organ bath)
36+0.2 (force transducer, Type BG 25,
Cleveland, Ohio, U.S.A) ( Gould Recorder RS 3400)
0510
1ms ( threshold)
2Hz
30

2. X
(1)Tyrode (mM):
< A > NaCl 137, KCI 5.4, MgCl, 1.1, CaCl, 1.8, NaHCO; 11.9,
NaH,PO, 0.33, dextrose 11, 95 % O, + 5 % CO;
< B > NaCl 137, KCl 5.4, MgCl, 1.1, CaCl, 1.8, HEPES 10, 100 % O,
NaOH pH 7.4
(2) :
HEPES-buffered Tyrode collagenase (Sigmatype ) 1 mg/ml
protease ( Sigmatype X1V ) mg/ml
(3)KB (mM):
KCI 86.1, NaCl 50, MgSO, 5, KH,PO, 301.1, EGTA 0.5, dextrose 20,
pyruvic acid 5, succinic acid 5, creatine 5, taurine 20 polyvinylpyrrolidone
(PVP40) 1.25, NaATP5, KOH pH 7.4
(4) (internal solution) :
<A> (mM):
NaCl 10, KCl 120, MgATP 5, K.EGTA 5, cAMP 0.3, HEPES 10,
dextrose 5.5, KOH pH 7.4



<B> Cst (mM):
CsCl 130, TEACI 15, K.EGTA 5, CAMP 0.03, HEPES 10, dextrose
5, CsOH pH 7.4
(5) Tyrode (mM):
NaCl 1, HEPES 10, MgCl, 1.1, CaCl, 2, dextrose 11, choline chloride 122,

NaOH pH 7.4
3. :

Quinidine, Propranolol, 4-aminopyridine ( 4-AP), () Verapamil,
Lidocaine, Prazosin, Pyrilamine, Tetrodotoxin Sigma Chem. Co.
USA 4-AP, Prazosin, Pyrilamine  TTX

dimethyl sulfoxide (DMSO ) stock solution

DMSO 0.1

4.
+ (Meant SE)
Student&-test
()
1.
(1) Thrombin : Park Davis Co. USA,; 50% (v/v) glycerol
100 NIH unitml  stock solution
(2)Arachidonic acid (AA): Sigma Chem. Co. USA;
100 mM
(3)Collagen (Type | bovine Achilles tendon): Sigma Chem. Co. USA;
25 mM 4°C | mM/mi
-70°C 10

mg/ml
(4)Platelet-activating factor (PAF): Sigma Chem. Co. USA;

chloroform 0.9 % NaCl 2ng/mi
2.

100mM EDTA 1:14 (VN)
EDTA 6mM 90¢g 10
(platelet-rich plasma) 500¢g 10
(platelet pellets) EDTA(2 mM) Bovin serum

abumin(3.5 mg/ml)  Tyrod€ s solution (calcium free) (500



2) 10 EDTA  Tyrode's solution
Tyrode's solution

(mM) : NaCl (136.8), KCl (2.8), NaHCO3(11.9), MgCl,(1.1),

NaH,;PQO4(0.33), CaCl, (1.0) and glucose (11.2) ; Coulter counter (Model
ZM) 45" 10°plateletsml 1 mM (cah
30
3.
(turbidimetric method) 80
dual-Channel Lumiaggregometer (Model 1020, PayL on, Canada)
0.4 Silicone

900 (900 rpm)
(DM SO)
0.5% 37°C

81

% = [(A1-A2) / (A1-Ap)] ~ 100 %

Al .
A2 .
Ap:  Tyrode's solution

()

(Sprague Dawley, 300-350g) pentobarbital (60 mg/kg)

( 100 mM EDTA ) dextran

(400¢) 10

Ficoll-Hypage
(500g) 30 82 Hanks¢ balanced salt solution (HBSS)
( 10 mM N-(2-hydroxyethyl)piperazine-N¢(2-ethanesulfonic acid) (HEPES),
pH 7.4, 4 mM NaHCOs) (700 g) 10 NaCl solution (0.05%)
8384 0.25% bovine

serum albumin(BSA) NaCl solution (1.75%)
HESS (I° 10°cells/ml) 95%

2.
(A) Neutrophil degranulation method



(1) b -glucuronidase 8

DMSO 37°C
fMLP (1 M) 45
Tyrodegsolution (1000¢g) 10
b-glucuronidase  phenolphthalein-b-D-glucuronide
550nrn b-glucuronidase
(2) Lysozyme 8
b-glucuronidase lysozyme
Micrococcus lysodeikticus 450 nm

b-glucuronidase  lysozyme

release % = (release dlicited by secretagogue - spontaneous rel ease)
/total content] ~ 100
(total content Triton X-100 )

(B) Superoxide formation method
(1) Superoxide anion
(2 10° cellsgml) ferricytochrome

¢ (0.5mg/ml) 37°C 3
fMLP (0.3 niV1) 30
6.6 ng/ml  superoxide dismutase (SOD) 550
nm SOD ferricytochrome ¢ 87
dihydroxyfumaric acid (DHF) 0.891 mM
DHF  0.274mM nitrobule tetrazolium(NBT) 6.6
ng/m SOD 560 nm SOD
NBT 8
()
1.
(exsanguinated rats, Sprague-Dawley, 250~300 g)
10ml Tyrode's ( Tyrode's sol'n A) 1-2
38 %
Tyrode's sol'n B 1-1.5" 10° 8990 ot
2

(A) Mast cell degranulation method



(1) (Histamine) 9

DMSO 37°C 3

compound 48/80 (10 mg/ml) 15

Tyrode's solution (1000g)

o-phthaldehyde
350/450nm
*Compound 48/80 : a polymer of N-(p-methoxhenylethy)methylamine with
formaldehyde
(2) b-glucuronidase
histamine b-glucuronidase
phenol phthal ein-b-D-glucuronide 550nm

b-glucuronidase

Histamine  b-glucuronidase

Release % =(releases elicited by secretagogue - spontaneous release)
/total content]” 100
(total content Triton X-100 )

( )NO (nitricoxide) @ TNF-a

1.
(1) Iscove's Modified Dulbecco's Medium (fetal bovine serum,
FBS): Gibco BRL (Gaithersburg)
(2) TNF-a (enzyme immunoassay, EIA) kit : Genzyme
Co.(MA)
(3 -g(mouse interferon-g  IFN-g) : R&D Systems(MN)
(4)RAW 264.7 mouse macrophage-like cell line: American Type Culture
Collection, MD.
(5)Dulbecco's Modified Eagle Medium (DMEM) (fetal calf
serum): Gibco BRL (Gaithersburg)
(6) Sigma(St. Louis, MO.)
2 93
Murine microglia cell lines N9 2% FBS Iscove's

Modified Dulbecco's Medium X
37°C 100 ng/ml LPS(Escherichia coli, serotype



0111:B4) 100 U/ml IFN-g 24 -70°C

RAW 264.7 mouse macrophage-like cell line 5% fetal calf
serum 100 units/ml penicillin ~ 100ng/ml streptomycin DMEM
37°C 100 ng/ml
L PS(Escherichia cali, serotype 0111:B4) 24 -70°C
3.NO ¥
40mM 5mM  sulfanilamide  10m 2M HClI  20m 40mM
naphthylethylenediamine 150m 10
microplate 550nrn NaNO;
4.TNF-a

TNF-a TNF-a enzyme immunoassay (EIA) kit



