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.(Gibcg ; Grand Island, N.Y., USA.)

APPENDIX 1

CHEMICAL AGENTS ANﬁ INSTRUMENT

Fw Darmstadt, W.Germany)

( , USA.)
---ﬁ

A. Chemical substances.

Acetone (C; H
Bovine ser
Citric H; 0, . H,0) (E.merck,
Darmstadt, W.Ger
Di-sodi a, HPO, ) (May & Baker
Dagenham, UK.)
Ficoll

igma ., USA.)
AN

Glacial ’chﬁt‘, (E.merck, Darmstadt,

W.Germany)
Glass fibe 934-AH (whatman, N.J.,USA.)

Heparin é{gor injection. (Leo

iy

Hypaque sqﬂ m 50 %, d trizoate sodium injection.

(Vintheon, ﬂvﬁ%@ﬂ’lﬂﬂﬁﬂﬂ’]ﬂ‘i

HEPE (N-2-hydroxythypiperazine-N-2-ethanesulfonic

oot el B TUsd 5L mﬂ'rmzna 3

Hydrochlorlc acid (HC1) (E.wmerck,; Darmstadt, W.Germany)

Bellerup, Denmarzﬂ

Hank’s balance salt solution_(HBSS) ; without NaHCO,

.

Millipore membrane filter, pore sizet 0.22 Um
(Millipore, Ma., USA.) |

Minimum Essential Medium (Glasgow) with L-glutamine,



Mo., USA.).
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without ! Tryptose phosphate broth antibiotics, antimycotics,

NaHCO, (Gibco ; Grand Island, N.Y., USA.)

MEM Non-essential amino acid 10 M (Gibco; Grand
Island, N.Y.,USA.)

OPD 91,2-Phenylenediamino, dihydnochloride) (Sigma,

Penicillin G; 
Thailad)

%its/vial (Dunak’. Banehak.
T ——

PPO (2,5- (Sigma Mo . USA>)

PoPOP oxazolyl)-benzene)],
Scintillation g Scotland)
Potassi (KH, PO, ) (E.Merck,
Darmstadt, W.Ger

FA Rhod (Difco Laboratories,
Michigan.,USAA.)

RPMI 1540 Institute formular

1640), with ics. (Gibco; Grand
Island, N.Y.

Sodium blgasponate (N 0, AR grade. (BDH, Poole,

ok ﬂ‘lJEJ’J“fIEWlﬁWEJ’]ﬂ‘i

Sod m carbonate g(Na, CO, ) AR grade DH Poole, UK.)

TR VRS04 29I TR Herecc

Germany)

®

Sodium chloride (NaCl). (E.Merck, Darmstadt. W.
Germany) | |

Stréptomycin sulfate (Dumex, Bangkok, Thailand)
Sulphuric acid 0.5 N (Behring Werke, W.Germany)

Tritiated thymidine (methyl-*H), sterile agueous



- Darmstadt, W.Germany)
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solution, 75 GBg/mM. (Amersham, Amersham, UK.)
Trypan blue (BDH, Pasle, UK)
Trypsin (Gibco; Grand Island, N.Y. USA.)
Tryptose phosphate broth (Gibco, Madison, USA.)

Toluene (C,H;), Scintillation grade. (E.Merck,

- Tween 20 (Si

Anti-ra rein labelled (BBL

Microbiology Sy and Co, Cockeysville,
USA.)

Foetal Bo ewZealand LTD)
Rabbit munoglobulin peroxidase

conjugated (Dako,

C. Glassware ]D

Glﬂ%ﬂ%%%ﬁwﬂg}zﬂl x125 nm. Kimble,

Kimax Ohio, SA)
AEARINTRANA TN Berer. w0
T1ssue culture flask Nunclon (Nunc, Denmark)
Tissue culture palte flat buttom 96 wells w1th lid.
(Falcon, Becton Dickinson and Company, Usa.)
Tissue culture microtiter plate flat buttom 96 wells

with 1id (Costar, M.A. USA.)
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K D. 'IhStrument

Automatic pipet (Gilson, Lyon, France)
Automatic microcell kharvester, model CH 103
.(Dyngtgch{_Sussex{ UK.)

~B-counter, model LS 100 C (Beckman, CA., USA.)

Invertedmichos€ope epi=fluorescence attachment -

AUt INENIneINg
PPIANTUININGIRY



APPENDIX 11
REAGENTS AND PREPARATIONS

1. Reagents for white blood cell‘count.

o 3%y

2.1.2 33:0% A 33.9 nl
'; e 6.1 ml
oY
Mix 9% ?E& -lUﬁ at a ratio of 2.4:1
and this aolutxonlfhould have 9pec1f10 gravity about 1.077

ﬂ‘lJEJ’J‘VIEJ'VlﬁWEJ’]ﬂ‘i

‘ ank s balancg salt so utlon (HB

' One pack NaHCO,-free of HBSS was dissolved in 1
“liter of distilled water plus 0.35 gm of NaHCO,. After
adjusted pH to 7.4 with IM. NaOH or 1 M. HCl, HBSS was
steriléd by filtration with 0.22 Um millipore membrance

«

2.3 RPMI 1640
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~To one pack of RPMI 1640, 2 gm of NaHCO3 was
added and dissolved in 1,000 ml DW. After adjusted pH to
T.4 'with ) N M NaOH of 1 M. HCl, it was steriled

byfiltraron with 0.22 um. membr&ne'filtgr.

\H::fﬁﬁﬁoo 000 units/ml

; DO units per ampoule

r\'\

in 00,000 units/ml 0.1 ml

and mixd.
10,000 units/ml

.t:’;’u 0.9 ml

2:5. I‘Stock strept ycin 1000,000 ug/ml

A uﬂﬁ%ﬂ%‘lﬁfwf&ﬂﬂ@as

with sterlle DW 10 ml. an‘ mxxed
2.5.2 Working streptomycin 10,000 ug/ml
Stocking streptomycin 100,000 ug/ml 0.1 ml

RPMI 1640 - 0.9 ml

2.6 1 M. HEPES
HEPES 23.82 gn
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DW ‘ * . '100.00 ml

Steriled by autoclve

2.7 Tissue culture medium (TCM)

RPMI 1640 ‘ 92 ml
Heat inactivate 1 human AB serum 5 ml
Penicilli u.&r“{g,f_ R e
Strept3ffi 1 ‘ 1 ml
1M 1 ml
Ste
3. Reagents fo on test
3.1 Tissu ' ) prepared as 2.7

3.2 Purified-Vete s Vaccine (PVRV)

PVRY—was—r puted—with its diluent 0.5 ml
Y AX J

before injectiiﬁ. lation to sensitized

lymphocytes, 1:5 jsiption,withJCM was used.

ﬂUEJ’J‘VIEJVlﬁWEJ’lﬂ’i

ritiated thymidine solution ('HzT dR)
9 RASATIUBF AT AEher worecio
1 mc1/ml was diluted with 4.9 ml of TCM to make the find
concentration of 20 u01/m1. 25 al) of 20‘uci/ml ‘H thymidine
were dropped in awell of cell culture to give.the final

concentration of *H thymidine o 0.9 tciimt.

3.4 Scintillation fluid
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PPO : B e
POPOP 0.1 gm
Toluene : 1.0 liter
4. Reagents for neutralizing antibody~determination by

Rapid'immuhofluorescent focus inhibition test_(RIFFIT)

4.1 Glasgow | M& Essential Medium) with

Penicillin and S

T /Pkg) were dissolved

in 1,000 ml DW After adjusted pH to
7.4 with 1 N Na I of 10,000 units/ml
of Penicillin (2 L] concentration of 100
units/ml  of Penici 0g/ml of Streptomycin and

Steriled by filtra

4.2 Tryjﬂo g

TPB ¢a

ﬂ“‘MEJ’J‘VIEJVlﬁOWEJ’m‘i

Mlx to complgtely d1s olve.

ammn‘im umqwmaa

The medium sterlled by autoclave or filtraion

n membrane filter.

7]
CTPB)
/|

with 0.22 um mémbrane filter.
4.3 Non—essential amino acid 10 mM

4;4 Foetal Bovine Serum (FBS)



- §

Heét ingctivgﬁed at 56°C 30 minutes befofe usé.‘ f
4.5 Growth Medium (GM)

MEM with Peniciliin and Streptomycin (10X) 10 ml

TPB | 10 ml

pes NI | 10 l

Non essemtial ci | 1 ml

Steri - 100 ml

As ju 4 i sterile 10% NaliCcO,

Steriled BY“Filty n With 0.22 um filter

Nag ] .I_i \

L

KH, PO; .90 gmu

ﬂummmwmm
ammﬂimum'mmaa

Redgcnt for Enzyme Linked Immunosorbent assay

[97]

5.1 Coating buffer pH 9.6

Na, CO, 1.59 gm
NaHCO, 2.93 gn
NaN, 0.20 gm

DW 1,000 ml
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5.2 PBS—Tweeh

PBS pH 7.2 (4.7) 1,000 mwl

vaeen 20 : ; 0.5 ml

5.3 0.1 M Citeie Acid#Plosphate Buffer, pH 5.0

oPD 8 mg

0.1 te buffer 12 ml

30% 5 ul

Prepare digdf‘ant ore use. (0.1 M citric
aCid’DhOSDhatfC;::‘““'“ﬁ““‘“-"“‘r;“—'fdroom temp for about
; ]

is 10 minutes h1 ore substrate solution)
W

¥
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