o
.
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APPENDIX 1

REAGENTS AND EQUIPMENTS

1. REAGENTS
Absolute ethanol (Merck,Germany)
Acrylamide/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,Germany)
Phenol (BRL,U.S.A)
Sodium dodecyl sulfate (Merck,Germany)
Sodium hydroxide (Merck,Germany)
N,N,N,N-tetramethylethylenediamine (TEMED) (Biorad,U.S.A)
Tris (ultrapure) {Amresco,U.5.A)

Urea (Promega,U.S5.A)



2. EQUIPMENTS

.Chromatography paper no.3
Gel dryer

Sequencing gel model SA-60
X-ray film, T-Mat™ 35x43 cm

66

(Whatmann,Engiand)
(Biorad,U.S.A)
(BRL,U.S.A)
(Kodax,Japan)



APPENDIX 11

REAGENT PREPARATION

1. 0.5M EDTA, pH 8.0

Disodium ethylene diamine tetraacetate.2H,0
DDW

Adjust pH to 8.0 with sodium hydroxide pellet
Adjust volume to 1,000 ml

2. 3M Sodium acetate, pH 5.0

Sodium acetate.3H,0

DDW

Adjust pH to 5.0 with glacial acetic acid
Adjust volume to 1,000 ml

3. 1M Tris-Cl, pH 8.0

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

Sterilize by autoclaving

186.1¢

800.0 ml

408.1 g
800.0 ml

121.1¢g
800.0 ml
42.0 ml



4. 50x Tris-acetate buffer (TAE)

Tris (ultrapure)

Glacial acetic acid

0.5SM EDTA, pH 8.0

Adjust volume to 1,000 ml with DDW

Sterilize by autoclaving
- 5. 'TE buffer

IM Tris-Cl, pH 8.0
0.5 M EDTA, pH 8.0
DDW

6. 10x Tris-borate buffer

Tris (ultrapure)

Bortc acid

0.5SM EDTA, pH 8.0

Adjust volume to 1,000 ml with H;O

Sterilize by autoclaving

7. Proteinase K solution

Proteinase K 10 mg/ml in 0.2M Tris pH 8.3

68

2420 ¢
57.1 ml
100.0 ml

0.5 ml
0.2 ml
9.3 ml

108.0 g
550¢g
40.0 ml



8. 7H11 medium

7H1) agar
DDW
Glycerol

Boil to dissolve completely. Sterilize by autoclaving.

69

21.0¢g

500.0 ml

5.0 mi

Adding 100 ml Bacto Middlebrook OADC Enrichment to the

medium at 50-55 °C, mix weli
9. 7H11 + ciprofloxacin medium

7H11 medium

100.0 ml

Adding ciprofloxacin to final concentration of 2 pg/ml at about

55°C after autoclaving

10. 6% polyacrylamide gel (60 mL)

urea

10x Tris-borate buffer

40% acrylamide/2% bisacrylamide
H,O

TEMED

10% Ammonium persulfate

252¢g
6.0 ml
9.0 ml
26.0 ml
40.0 ul
400.0 pl



11. 10% Ammomium persulfate

Ammonium persulfate
H,;O
freshly preparation before used

12. BACTEC® 7H12 broth (4.0 mL)

7H9 broth base
Casein hydrolysate
Bovine serum albumin
Catalase

“C-fatty acid

10 ml
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