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APPENDIX I

REAGENTS AND INSTRUMENTS

REAGENT

Absolute ethanol * W/ (Merck,U.S.A)
Agarose (ultrapure) / (Biorad, U.S.A)
Boric acid / qmwco US.A)
ECL detection reaM RN . Amresco, U.S.A.)
EDAC . \ | igma, U.S.A.)
EDTA e \ Amresco, U.S.A)
Ethidium bromide | mresco, U.S.A)
Methanol Merck, U.S.A)
Mineral oil (Sigma, U.S.A)

N-acetyl-L-cysteine
NaCl

(Sigma, U.S.A)
(Sigma, U.S.A)

NaHCO; O T - a, US.A)
Na,HPOg4 (Sigma, U.S.A)
Sodium citrate Iﬂ (Sigma, U.S.A)
Sosium dodecyl sulpba (Amresco US.A)
Sodium hﬂo German
’HEI’J V18913 I E) P Somm
Streptav1 difperoxidase conJugate (Amresco, U.S.A)
“FRNIN TN um'mmﬁ‘gj
Tris{ultrapure A)
Tris hydrochloride (Amresco, U.S.A)
MATERIAL
Biodyne C membrane (Amresco, U.S.A.)
Hyperfilm ECL (Amresco, U.S.A.)

X-ray film (Kodak, Japan)

92



- APPENDIX I (CONTINUE)
INSTRUMENTS
Hybaid OmniGene thermal cycler (Hybaid, England)
Camera Gel Doc™ MZL % | (Bio-RAD, USA)
Dot botter N + (BBL,US.A)
7Z.
Water bath ~e(Memmert, U.S.A)
Incubator “f«:\ orma Scientific, U.S.A)
N
Microcentrifuge \ (Eppendorf, U.S.A)
Perkin Elmer GencAmp'F . -41 600 1\\\ kin Elmer, U.S.A)
ABI Prism™ 310 Afftoaf: ' \k“x (Perkin Elmer, U.S.A)
Spectrophotometer

LY
\ (BIORAD, U.S.A)

-!!

ﬂ‘lJEJ’J‘VIEWI?WEJ’]ﬂ‘i
QW'lﬁﬂﬂ‘iflJﬂJWT’mEﬂﬁEJ
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APPENDIX II
MEDIA FOR CULTURE
i Ogawa media
Mineral salt solution .
Potassium dihydrogen sphaté duisydrous (KHPO;) 3.0 g
Sodium glutamate— ' ' 30 g
Distilled 'wav — 300 ml
Glycerine / 18 ml

2%Malachite green

Homogenised whole

18 ml
600ml (12-16 eggs)
Autoclaving miner _ ninutes to sterilise. Cool to
room temperature. The follo 7 s ,7 : ally pooled in a large, sterile flask
and mixed well: glycerine, 2% homogenised whole eggs. The
medium is mixed well and distrib; mes in sterile 20x150 mm screw-

capped test tubes. Place.the nte position in the inspissator and coagulate
Wi ( X

L

&, ‘ il used.
/|

AULINENINYINS
RINNINANINYAY

the medium for 45 minut
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APPENDIX III

REAGENTS AND PREPARATIONS

1. 0.5 M Ethylene diamine tetraacetic acid (EDTA), pH 8.0
Dissodium ethylene diamine tetradcetate.2 186.1 g
DDW 800.0 ml
Adjust pH to 8.0
Adjust volume to
Sterililize by aut

2, 1 M Tris-HCI, pH 8¢
Tris hydrochloride
DDW
Adjust pH to 8.0
Adjust volume to 1,00 mIYEEEE
Sterililize by autoclaving ﬁe& ‘ '

15764 ¢g
800.0 ml

[V e— 4

<M 5x Tris-borate bu e e
Tris base J ' -

i‘;“;*‘;;dqu gANYNINEINT = ¢
sterilized Qsﬁ%toﬂﬂﬁgfﬁ ﬁﬁdr] f‘s ﬁ‘y ﬁi“tﬁ' was mixed and

4, 10 x TE buffer
Tris 1211 g
0.5 M EDTA 20 ml
Adjust to pH 8.0 by adding conc. HCI, adjust volume to 1,000 ml. Sterilize by

54 g

autoclaving



10.

96

20xSSPE

Na,HPO, 284 ¢
NaCl 21024 ¢
EDTA 74 g

Adjust to pH 7.4, Adjust volume to 1,000 ml. Sterilize by autoclaving.

Store at room temperature for no longer than one years.

10% SDS

SDS 10 g
DDW ‘ 100 ml
Dissolave by heating

0.5 M NaHCOs,

NaHCO; 105 g
DDW 250 ml
Adjuat to pH 8.4, adfuat yolume to 250

Store at room temperature fo 1o -_“.: l.one years.

16% (w/v) EDAC (161 BPIOBYDCAibodiimide)

EDAC J | 16 g
DD 10 ml
Prepae ﬁeﬂb%&t’i V EJ NINYINT

i ANNIUUMIINYIS EJ
20XSSPE ml
DDW 180 ml
Prepare fresh before use.

20 mM EDTA

0.5 M EDTA (pH 8.0) 4 ml
DDW 96 ml

Prepare fresh before use.



11,

12

13.

14.

15.

16.

2XSSPE/0.1% SDS

20XSSPE
10% SDS

DDW

Prepare fresh before use.

2XSSPE/0.5% SDS

20XSSPE
10% SDS

DDW
Prepare fresh before us

ECL detection reagent 2

@ﬁ

Store at 4°C for no longer thar-six mor

S
01MNaOH |7
NaOH |
DDW

Pmeﬁﬂ%ﬂ”ﬂﬂ'ﬂﬂﬂﬁw 8113

20 ml
2 ml
178 ml
20 ml
10 ML
170 ml
5 ml
5 ml
04 g
100 ml

;m"mnimummmam

DD
Sterilize by autoclaving.

5 M NaOH

NaOH

DDW

Sterilize by autoclaving.

1,000 ml

200 g
1,000 ml

97



1%

18.

Alkaline wash solution (0.05 M Na-citrate and 0.5 M NaOH)

0.5 M Na-citrate 5 ml
5 M NaOH 5 ml
DDW 40 ml
Sterilize by autoclaving.

0.5 M Tris-HC], pH 8.0
Tris hydrochloride
DDW

Adjust pH to 8.0,
Sterililize by auto

78.82 ¢
800.0 ml

AULINENINYINS
ARIAN TN TN
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APPENDIX ITI (CONTINUE)

REAGENT FOR AGAROSE GEL ELECTROPHIRESIS

10 mg/ml Ethidium bromide
Ethidium bromide 1
DDW 100 g

Strir on a magnetic stirrer fo eral 1 5 ensure that the dye has dissolved.

Wrap the container in aluminum foil'o r trangfer lark bottle and stored at 4°C

agarose are visible.

Agarose (ultrap 04 ¢
1x TBE 20.0 ml
10 mg/ml Ethidium 1.0 pul

Dissolve by heating ix ‘asional mix unit no granules of
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