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APPENDIX I

CHEMICAL AGENTS AND INSTRUMENTS

Acrylamide (Sdoe

Agarose (Kalle

Amphotericin V.S8.A.)
Ammonium per

Bovine serum . )
Bromphenol bl

Coommassie bril .:,:;J-mi g8a, U.S.A.)

Crystal violet

4-Chloro-13p

j'f‘T““‘f““““**“ﬁEf
Disodium 'Fﬂk :f‘} (E.Merck,

W.Germany) ' ] ~

::E{ a:g ﬁﬁm m“““ﬂ* ﬂcid‘; l BDH, England)
RTATIan Ingnae

Glacial acetic acid (CH3COOH ) (E.Merck, W.Germany)

Glyceral (CHzOHCHOHCHzOH)(BDH, England)

Glycine (Sigma, U.S.A.)

HEPES [N-E—hydroxyethlpiperazine—N-z—ethanesulfanic}
(Sigma, U;S.ﬁ.]

Hydrochloric acid {HCl ) (E.Merck, W.Germany)



B7

India Ink (Pelikan, W.Germany)

Methanol (CH3OH)(E.Merck, W.Germany)

Minimum Essential Medium (GIBCO, Grand Island, NY,
U.5.4.)

2-mercaptoethanol (Sigma, U.S.A.)

Nitrocellulose paper (Bio-RAD, U.S.A.)

Non fat dry milk (Carnatfifsf v.s.4.)

N,N*methylenq '-n-’; 2 zma, U.S.A.)
N,N,N,N-tet EMED)(Sigma, U.S.A.)
~ PPO (2,5-D ny KB Aw)

POPOFP (p-hbid -benzene:NEN) (Sigma,

AN

. ¢{'\ik W.Germany )

U.5.4.)

KHzPOs4 ) (E.Merck,

Sodium ch"&i‘ F;.‘rmany}

Sodium dnd--gI 1 sulphate (SDS}{Si:M:, UiSsAe)

o T E O SR
AR I

Tryphan blue (BDH, England)

Tris (Hydroxymethyl aminomethane, Tris:CaH11NOz3 )
(E.merck, W.Germany)

Trypsin (E.merck, W.Germany)

Tween 20 ISigmq, U.5.A.)

Toluene (E.merck, W.Germany)
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B. Antiserum

Peroxidase conjugated swine immunoglobulins to rabbit

immunoglobulin (DAKO, Denmark)

(MS strain)(DAKO, Denmark)

-C- Glassware

D. Other

Rabbit immunoglobulin to herpes simplex virus type 2

—

Beaker (Pyrex
Cylinder (Wi
Glass tube ( b, S.A. )

Tissue cultur

Scintillaplpng¥ial (Kimbel, TLND. 4. )

Tissue culith

.'!
W

¢ ‘}ru,Flaw, U.S.A.)

E.

Autnmaﬂcuileq u&lﬂn n E‘!lﬂ ?inland}

§ ﬁrﬁl&l Switzerland)

ARRYART

Bio-freezer (Forma Scientific, U.S.A.)

Centrifuge (IEC CENTRA-7R, Needham Hb.,MA 02194,
U.8.A.)

Eppendorf microfuge model 5412 (Beckman Instrument,
Inc., U:S5.4A.)



Hamminton syring 10 uL.
Incubator (Memmert, W.Germany)

" Mixer Vortex-Genie (Scientific Industries, NY, U.8.4.)
PH-meter, PHM 83 (Radiometer, Copenhagen, Denmark)
Power supply (LKB 2197, Sweden)

Sonicator, Soniprep

{SE, United, Kingdom)
Spectrophotometeng ‘_pniar II, model 6135,
(IL, U.S.A.)

Slab gel drye

Trans-blot "E msfer cell (Bio-Rad,
U.S.A.) .

Vertical e#€cjfrobiores ‘7\~H » Pack, Medical
laboratory Instrueng, haila; \

Water bath, JdlaPo T f’;’ fSeellbach, W.Germany)

fiﬁﬁ

ﬂ‘lJEl’JVIEWI?WEJ"Iﬂ'ﬁ
Qﬁﬂaﬁﬂﬁmﬂﬁﬂﬂmﬂﬂ



APPENDIX II

REAGENTS AND PREPARATIONS

1.1

serum was heat

inactivated 56

1.2
238.3 gm.
Make Mipfto 1700 deionized distilled
water and adjust pHftdi64a: we 'NaOH.
i ' erilized by membrane
filtration, a e

" I!
1.3 T.‘Jl Sodium Bicarbonate ]

ﬂ‘H’H’WIEWI?WEI']ﬂ‘i 5 om.

Delnnlzed digtilled water ,000 mL

YR8 ﬂﬁﬁ&%ﬂ?'ﬂ:ﬂ%ﬂ&ﬂmm at

15 1b JLessure for 15 min and stored at 4 C
1.4 Minimum essential medium (MEM)

The medium was prepared by adding 1 package of
powder MEM to 1 liter of deionized distilled water and

gently stirred until it was dissolved. Then, the medium
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was sterilized immediately by membrane filtration and

stored at 4-0

1.5 Culture medium

1.

5.1 Growt media (GM)

10
10
() Uf‘mL 0.5
-<~‘\?i‘rjl0 mg /mL 0.5
i \\\\;‘ mg/mL 1.0
W -
A\ 2.0
2.0
lled water to 100

tored at 4 C until used,

- {— — — S

Ny e 10x : 10

ﬂusim*s‘wﬂm
ammnmmm:@w %

Deionized distilled water to 100

The medium stored at 4.0 until used.

;L
mL
mL
mL
mL
mL
ml

ml,

mL
mL

mL

mL
mL



1.5.3 MM without serum

MEM 10x 10
Penicillin, 20,000 U/mL 0.5
Streptomy;in. 20,000 mg/mL .5
Amphotericin B, 200 mg/mL 1
2
2

1.6 Tryp, 7 3 fr‘ﬁ S0 2o )ANT.V-solution)
Goﬁ ﬂm

2.0 gEm

9.0 Em

e o 1000 wmlL

d water to + 100

4°C until used.

92

mL

mL

mL

mL

ml

mL

mL

ARIINGNTNINT o2 o
ama’wﬁhuﬁnwmaﬂ E

The solution was sterilized by autoclave

15 1b pressure fnr 15 min and stored at 4 C

at



2.1 Tritiated thvmidine solution (3HTdR)

3HTdR, sterile agueous solution 1 mei/mL,

93

was

diluted with 4.9 mL of MM of make the final concentration

to 20 wuci/mL. The 50 %

droped in a wells

concentration of tihm *ne fo QWEII.

5 £m
D.2 Em
235 liter

3 1.1 Etack acrrlamlde

AL ALNINYINT
AN mnﬁﬁiﬁmﬁ’ﬂmﬁ‘ﬁ 3

The solution stored at 4 C
3.1.2 Sodium lauryl sulfate (sDs), 10 %

SDS 10
Distilled water 100

uci/mL thymidine were

to give the final

Em
mL

The solution stored at room temperature
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3.1.3 TEMED

The solution stable as undilute solution

-

and stored at 4FC in the dark.
3.1.4 Ammonium persulfate, 10 %

0.1 Em
1 mL

=pared just before use.

0.1 gm
100, mL

15.015 gm
100 mL

The reagent stored in refrigerate and dark.

fl g lﬂﬂlliﬂﬂlﬂi
AR AN ARRRATREGA B asosees

36.342 1 gm of Tris in 70 ml 1 N HCl, adjusted to pH 8.8,
then the volume was made up to 100 mL with 1 N HC1.

3!1.8 Triﬂ-HCl, 240 H-. P‘H E-B

The solution was prepared as 3.1.7 but

adjusted to pH 6.8.



3.2

Resolving gel, B%

30 % stock acrylamide
3.0 M Tris-HCl pH 8.8
10 % SDS

ﬂﬁi’i’*‘i‘%"ﬁﬁ%‘ﬁ Tulib)

U3.0 M Tris- Hsl pH 8. E

3.75
0.3
17.65
225
7.5

' Just before use.

0.42
0.1
8.4
75
2.5

j.ust before use.

8.3

amwwwmwma gJseie

10 % SDS
Distilled water

The solution was prepared just before use.

Sample buffer

10.0
886.0

95

mL
mL
mL
ulL
ul

mL
mL
mL
mL
ul
ul

mL
mL

mL

ulL
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10 % SDS 0.8 ulL

Glycerol 0.4 uL
Z-Mercaptoethanol 0.2 ul
0.1 % Bromphenol blue - 80 ul
Distilled water 50 uL

3.6 blue R-250, 0.25 %

454 mL
92 mL
454 mL

hanol first, then add
%3u¥‘e insoluble material
by filtration thro ':'fi‘;;f v The dye solution can

be stored fo emperature but any

precipitate fag;, I,-‘?.""_ﬁ,',ire use.

brilliant hﬁAupcqleﬂjwﬂqni 3
QW?ﬁ@ﬁﬁﬁuﬁmqﬂﬂﬂ'}ﬁﬂ wz aL

3.8 Fixative solution

Methanol 40 mL
Glycerol . 5 mL

Distilled water 55 mlL
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4, e : i e whi

Dissolve 3.03 gm Tris and 14.4 gm glycine in 500

mL deionized distilled water and add 200 mL of methanol,

Then the solution was adjusted volume to 1 liter with

deionized distilled
5. Reage

5.1 RabB{t dfud) ,{ -13 5 herpes simplex virus

type-2, M5 stra

5.2 Pero3 '_m “coujugated swine immunoglobulin to

ALip 100 mL PBS
¥

5.4 Nﬂﬁfh 1i 1] |

1) Wm‘
“ﬁ“’ﬁ"ﬂ ﬂﬁ‘fﬁm mm e a ¢

5 5§ Tris-HCl, 1.0 M, pH 7.4

Dissolve 121.1 gm of Tris in 800 mL distilled
water, adjust to pH 7.4 with HCl and make up to 1,000 mL

with distilled water.
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5.6 Substrate solution

The solution was prepared by dissolving 3 mg
of 4-chloro-l-napthol in 1 mL methanol, then added 5 mL of
1.0 M Tris-HCL pH 7.4 and 2 mL of 30% H202 Jjust before

use.

=i ‘ feunt india drawing ink

.\

‘ Fween 20. Remove the

was disolved in
insoluble material bygé oY . This solution must be

prepared just b@&fc

(7

) e
AULINENINEINS
ARIAIATUUMINYAE
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