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APPENDIX 1

REAGENTS, MATERIALS AND INSTRUMENTS

A. REAGENTS
Absolute ethanol (Merck, U.S.A)
Acrytamide/bisacrylamide (Biorad, U.S.A)
Agarose (ultrapure) (Amresco, U.S.A)
Ammonium persulfate (Biorad, U.S.A)
Boric acid (Merck, Germany)
Developer (Kodak, Japan)
Ethidium bromide (Amresco, U.S.A)
EDTA (Amresco, U.S.A)
Fixer (Kodak, Japan)
Glacial acetic acid (Merck, Germany)
Methanol (Merck, U.S.A)
N,N,N,N-tetramethylethylenediamine(TEMED) (Biorad, U.S.A)
Tris (ultrapure) (Amresco, U.S.A)
Urea (Promega, U.S.A)

B. MATERIALS
X-ray film (Kodak, Japan)

chromatography paper no.3 (Whatmann, England)



C. INSTRUMENTS

BACTEC 460 Instrument

CO, tank (5-10% CO; in air)

Horizon 58 horizontal gel electrophoresis system
Hybaid OmniGene thermai cycler

Sequencing gel model SA-60

Gel dryer

47

(Becton Dickinson, U.S.A)
(Becton Dickinson, U.S.A)
(BRL, U.S.A)

(Hybaid, England)

(BRL, U.S.A)

(Biorad, U.S.A)



APPENDIX 11

REAGENTS AND PREPARATIONS

1. 0.5 MEDTA , pH 8.0

Disodium ethylene diamine tetraacetate. 2H;0
DDW

Adjust pH to 8.0

Adjust volume to 1,000 ml

2. 1 M Tris-HC! , pH 8.0

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

Sterililize by autoclaving
3. 50 x Tris-acetate buffer (TAE)

Tris (ultrapure)

Glacial acetic acid

0.5 M EDTA pH 8.0

Adjust the volume to 1,000 mi with DDW

Sterilize by autoclaving

186.1
800.0

121.1
800.0
42.0

242.0
57.1
100.0

s}

ml

mi

mi



APPENDIX I
I. REAGENTS FOR AGAROSE GEL ELECTROPHORESIS
1. 10 mg/ml Ethedium bromide

Ethidium bromide 1g
DDW 100 ml

Stir on a magnetic stirrer for several hours to ensure that the dye has dissolved.

Wrap the container in alaminum foil or transfer to a dark bottle and store at 4°C.

2. 1.5 % Agarose gel

Agﬁmse (ultrapure) 03 g
1 xTAE 200 ml
10 mg/ml Ethidium bromide 1.0 pl

II. REAGENTS AND GEL PREPARATION FOR SEQUENCING GEL

1. 6% polyacrylamide gel (60 ml)

urea | 252 g

10 x Tris-borate buffer 6.0 ml
40% acrylamide / 2% bisacrylamide 9.0 ml
DDW 26.0 ml
TEMED 40.0 nl

10% Ammonium persulfate 400.0 pl
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2. 10 x Tris-borate buffer (10 x TBE)

Tris | " 108.0 g
Boric acid 550 g
0.5M EDTA 40.0 ml

Adjust volume to 1,000 mi with DDW

Sterilize by autociaving

3. 10% Ammonium persulfate

Ammonium persulfate 1.0 g
DDW 10.0 ml
freshly preparation before used

~ H1. REAGENTS AND GEL PREPARATION FOR HETERODUPLEX
FORMATION ANALYSIS

1. 10 x annealing buffer (1ml)

5 M Nact (1 M NaCi) 200 pl
1 M tris HC1 pH 8.0 (10 mM tris HC1 pH 8.0) 100 pl
0.25 M EDTA pH 8.0 80 ul

DDW 620 ul



2. 7.5 % nondenature polyacrylamide gel (100 ml )

10 x Tris-borate buffer

40% acrylamide / 2% bisacrylamide
DDW

TEMED

10% Ammonium persulfate

3. 0.6 x TBE (500 ml)

10 x TBE
DDW

4. 40% acrylamide (30 : 8) (75 ml)

acrylamide

bisacrylamide

DDW

Adjust volume to 75 ml with DDW

51

6.0 mi
18.8 mi
753 ml
70.0 ul
700.0 i

30 ml
470 ml

300 g
0.8 g
48.0 m]
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