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APPENDIX I

REAGENTS, MATERIALS AND INSTRUMENTS

A. REAGENTS

Absolute ethanol (Merck, Germany)

Acrylamide/bisacry ' . . (Biorad,U.S.A.)

Agarose (ultraM AN N (Amresco,U.S.A.)

(Biorad,U.S.A.)

Ampicillin sodi e \\ (Amresco,U.S.A.)
Boric acid | (Merck, Germany)
Coomassie brilli e R2C '\ ‘ (Biorad,U.S.A.)
Dextrose (Difco,U.S.A.)
D‘eveloper (Kodak,Japén)

(Amresco,U.S.A.)

Ethidium bromige
EDTA (Amresco,U.S.A.)

Fixer (Kodak, Japan)

Glacial F'Iﬁ ﬁ;ﬁ (V] EJ Qn %“'w EJ /] ﬂ tﬂvxerck,cermany)

Glycine (Sigma,U.S.A.)

eI Iny TRy

Methanol (Merck,U.S.A.)
Phenol : (BRL,U.S.A.)
Restriction enzymes (Gibco,U.S.A.)
Sodium dodecyl sulfate (Ant:;'esco,U.S.A.)
Sodium hydroxide (Merck, Germany)
N,N, N, N-tetramethylethylenediamine (TEMED) (Biorad,U.S.A.)




56

Tris (ultrapure) (Amresco,U.S.A.)
Tryptone (Lab m,U.S.A.)
Urea (Promega,U.S.A.)
X-gal (Amresco,U.S.A.)
. MATERIALS
X-ray (Fuji, Japan)
Chromatography pa; e (Whatmamn, England)
Pre-cut sheet o >phane (Flexel,U.S.A.)
. INSTRUMENTS
Sequencing gel model SA-£0 (BRL,U.S.A.)
VR
Horizon 58 horizontal g&i- :
system a ; v (BRL,U.S.A.)
Slab gel system ® i (C.B.S.,Scientific,
o
’ U.S.A.)

z";,eﬁ‘ﬁ‘ﬂmmw mnj‘:““ I

iorad,U.S.A.)

ammmmummmaa




APPENDIX II

REAGENTS AND PREPARATIONS

1. 0.5 M EDTA, pH 8.0

2. 3M Sodium acetate

DDW ‘ Vf__“__" 2 g l'\" ‘

Adjust pl-mo 5.0 with glacial aceticmcid

wﬁwmwmm

. AMAYNIANMINGIAY

Tris (ultrapure)
DDW
Adjust to pH 8.0 by adding conc. HC1l

Sterilize by autoclaving

186.1 g

800.0 ml

408.1 g

800.0 ml

121.1 g

800.0 ml

42.0 ml .



Adjust volume to 1000 ml

Sterilize by autoclaving

4. 50X Tris-acetate buffer
Tris (ultrapure) 242.0 g
Glacial acetic acid 57.1 ml
0.5 M EDTA pH 8.0 : 100.0 ml
Adjust volume to 1
5. TE buffer /
0.5 ml
0.2 ml
- DDW RO \\ N 9.3 ml
MEDIA AND PREP L
\Z
1. LB (Luria- Berlﬂ:i) broth
mﬂﬂ&l?ﬂﬂﬂiw Es
IEINIUNMINGINY > °
5.0 g
1 N NaOH 1.0 ml

58



2.

3.

4,

5%

59
LB+ Ampicillin medium

LB broth 100.0 ml

Adding Ampicillin to final concentration of 50 ug/ml

at 45 oc after autoclaving

Tryptone-glucose

g
Tryptone 5.0 g
Dextrose . \ 10.0 g
DwW . : | 1000.0 ml
Sterilize by
Tryptone—glucqse_ aga ﬁ,, Ay
Beef e AC 3.0 g
Tryptone I 5.0 g
mﬁﬁﬂ?‘ﬂﬂﬂﬁﬂ&l’]ﬂ‘ﬁ E
15.0 g
RAINIYUXMINY AT =
i Sterilize by autoclaving
X-gal (20 mg/ml)
X-gal 0.02 g
Dimethylformamide 1.0 ml




APPENDIX III

I. REAGENTS AND GEL PREPARATION FOR SEQUENCING GEL

1. 6% polyacrylamide gel

urea 25.2 g
10x Tris-bo 6.0 ml
40% acryl 9.0 ml
H20 26.0 ml
TEMED 40.0 ul
10% Ammonium Are . 400.0 ul
b Fakakais .',Ta 7'7
2. 10x Tris-borate buffwj ‘, v
Tris ' : 108.0 g
Boric aciﬂ 55.0 g

with

' Adj\.‘:ﬂzmle to 1?!)

3
AP 186

3. 10% Ammonium persulfate

Ammonium persulfate 1 g

H20 10 : ml

freshly preparation before used




II. REAGENTS AND GEL PREPARATION FOR SDS-PAGE

1. 12% separating gel (20 ml)

40% acrylamide/2% bisacrylamide 6.00
4x Tris-Cl/SDS pH 5.00
H20 8.92
10% Ammoni 68

TEMED / 12

freshly p 8 b

2. 4% stacking ge
40% acrylamids 2}: , 0.78
4x Tris-C1/SDS — —— 2.00
. _ - e AT

H0 (3 £) 5-17
10% A M“‘hi— A 40

" AW AN

Tris
SDS
H20

Adjust to pH 6.8 with 1 N HC1

Add H20 to 100 ml

Iﬂ 8
na

6.01
0.4

40

nl

2

nul

nl
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4. 4x Tris-Cl1/SDS, pH 8.8

Tris 18.17
SDS ' 0.40
a0 60

] )
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