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APPENDIX I

Media, Chemical agents, Materials and Instruments

A. Media
1. Trypticase soy broth medium
Casein peptone
Soy peptone
Glucose (dextrose)
Sodium chlonde
Dipotassium phosphate

Distilled water

2. Trypticase soy agar medium
Casein peptone
Soy peptone
Sodium chlonde
Agar

Distilied water

3. Nutient agar medium
Meat (beef) extract
Peptone
Sodium chloride

Nutrient agar

17.0

3.0

2.5

5.0

2.5
1000.0

15.0
5.0
5.0
15.0
1000.0

10.0
10.0

50 -

15.0

mi.

m m g
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4. Mueller-Hinton agar medium

Beef, Infusion from 300.0 .
Casamino acid, Technical 175 g.
Bacto soluble starch 1.5 g
Bacto agar 17.0 .
Distilled water 1000.0 mi.
5. Tryptose blood agar base medium
Bacto tryptose 10.0 g
Bacto beef extract 30 g
Sodium chloride 50 g
Bacto agar 15.0 g.
Distilled water 950.0 ml.

Media preparation

All of ingredients were dissolved in distilled water and then steriled by
autoclaving at 121°¢, 15 pounds/inchl pressure, for 15 minutes. The stenled medium
was cooled to 55°C, and dispensed into sterile plates or tubes. For sterile tryptose
blood agar base medium, 50 ml of sterile defibrinated blood was added eseptically into

sterile plates before dispension.

6. Tryple sugar iron agar (TSI) medium

Meat extract 30 g
Yeast extract ‘ 30 g
Peptone 200 g
Glucose 10 g
Lactose 100 g.
Sucrose 10,0 g.
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FeSO,7H,0 0.2 g
OR [Ferric citrate] [0.3] g.
NaCl 50 g
Na,§,0,.5H,0 03 g
Ager 15.0 g
Distilled water 1000.0 ml.
Phenol red 0.2% aq. solution 12.0 mi.

All of ingredients except indicetor were heated to dissolve the solids in distilled
water. The indicator solution was added and then mixed and dispensed into tubes. The
tubes were steriled by autoclaving at 115°C, 15 pounds/inchz, for 20 minutes and then

cooled to form slopes with deep butts about 3 cm along,

7. O-F carbogydrate base medium
7.1 10% aqueous carbohydrate solutions {(glucose and lactose)
carbohydrate (glucose and lactose) 2.0 g. was added into distilled water 20 ml.
And then immediately steriled by passing them through a 0.2 jim membrane filter.
7.2 O-F carbohydrate base medium

Peptone or tryptone 20 g
Sodium chloride 50 g
Agar 25 g
Dipotassium phosphate 03 g
Bromthymol blue 003 g

| Distilled water 1000.0 ml.

All of ingredients were dissolved in distilled water and divided the solution

into several smaller flasks with known volume and then steriled by autoclaving at
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121 °C, 15 pounds/inch® pressure, for 15 minutes. The sterile medium was cooled to
55°C.

Twenty ml of the sterile 10% carbohydrate solution was added aseptically into
the flask of O-F base. The O-F carbohydrate base medium was dispensed into 16-125
mum screw cap test tubes. The tube was allowed to solidify upright, tighten caps, and

refrigerated.

B. Chemical agents
InCert agarose (Promega, USA)
SeaKem agrose (Gibco BRL, Spain)
Brij-58 (Sigma, USA)
Sodium deoxycholate (Sigma, USA)
Sodium lauroy! sarcosine (Sigma, USA)
Rnase A (Amresco, USA)
Proteinase K (Amresco, USA)
Tris (Amresco, USA)
Sodium chioride (Merck, Germany)
EDTA (Amresco, USA)
Boric acid (Bio-Rad, USA)

C. Materials
15-ml snap-top tubes (Fisher, USA)
5-ml snap-top tubes (Fisher, USA)
15-ml round bottom tube, screw cap (Pyrex, USA)
16x125 mm, screw cap test tube (Pyrex, USA)
Insert mold (Bio-Rad, USA)
Glass tray

Metal tray
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D. Instruments
Incubator 37°C, 42°C (Memmert, Germany)
Shaking water bath (United Instrument, USA)
Turbidity meter
Mixer Vortex (Scientifix, USA)
Caliper
Roller (Life Science, USA)
Refrigerator centrifuge (4°C) (Sigma, USA)
Refrigerator (—70°C) (Forma Sciencetifix, USA)
Refrigerator (-20°C) (Listad Household Freezer, USA)
Autometic pipette, p20/p200/p1000 (Gilson Medical Electronic, France)
pH meter (Beckman, USA)
Micropore filter (Pyrex, USA)
Puised-Field Gel Box (Bio-Rad, USA)
Pump, Gel Molds (Bio-Rad, USA)
Cooling water bath (Bio-Rad, USA)
Power supply, Pulse wave switcher (Bio-Rad, USA)
Gel Doc 1000 (Bio-Rad, USA)
Standard Woods’ lamp (CAMAGE, Schweiz)

E. Enzyme and Molecular Marker
Spel (Boehringer, Germany)
A ladder marker (Bio-Rad, USA)



APPENDIX II

Reagents

1. PIV buffer
- 10 mM Tris base (pH 7.6)
- IM NaCl
Tris-base and NaCl were dissolved in ultra pure water and adjusted the pH to
7.6 by adding IN HCI and then steriled by autoclaving at 121°C, 15 pounds/inch’

pressure, for 15 minutes. The buffer was stored at 4°C until used.

2. Lysis buffer
- 6 mM Tris base (pH 7.6)
- IM NaCl
- 100mM EDTA (pH 7.6)
- 0.5% Brij-58
- 0.2% Sodium deoxycholate
- 0.5% Sodium lauryl sarcosine
All of ingredients were dissolved. in ultra pure water and adjusted the pH to 7.6
by adding IN HCI and then steriled by passing them through a 0.4 {lm membrane

filter.

3. Lysis solution
- 20 t1g of Rnase per ml
Proteinase K was dissolved in ultra pure steriled water and then dispensed into

microcentrifuge tube. The RNase solution was stored at -20°C until used.
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- 1 mg of lysozyme per mi
Lysozyme was dissolved in ultra pure steriled water and then dispensed into

microcentrifuge tube. The lysozyme solution was stored at -20°C until used.

4. ES buffer
-0.5SM EDTA (pH 8.0)
- 10% Sodium lauryl sarcosine
EDTA and sodium lauryl sercosine were dissolved in ultra pure water and
adjusted the pH to 8.0 by adding concentrated HCl. The buffer was steriled by passing

them through a 0.4 L.lm membrane filter.

5. ESP solution
- 20X proteinase stock solution
Fifty gram of proteins K was dissolved in 50 ml of ES buffer and then
incubated in 50°C water bath for 1 hr. The proteinase K stock solution was stored at
4°C until used.
The ESP buffer was freshly prepared by adding aseptically 5 mi of the
proteinase K stock solution into 95 ml of ES buffer. The ESP buffer was stored at 4°C

untt] used.

6. 1X TE buffer
- 10 mM Tris base (pH 7.6)
-0. MEDTA (pH 7.6)
Tris-base and EDTA were dissolved in ultra pure water and adjusted
the pH to 7.6 by adding 1N HCI. The buffer was steriled by autoclaving at 121°C, 15

poundsf’inch2 pressure, for 15 minutes. The buffer was stored at 4°C until used.
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7. 10xTBE bufYer (Tris borate buffer)
- 10 M Tris bese (pH 7.6)
- 0.1 M Boric acid
-4 mM EDTA (pH 8.5)
All of ingredients were dissolved in ultra pure water and adjusted the
PH to 7.6 by adding 1N HCL. The buffer was steriled by autoclaving at 121°C, 15
pounds/inch2 pressure, for 15 minutes. The buffer was stored at room temperature until

used.

8. Ethidium bromide solution
Ethidium bromide stock solution (5 mg/ml in water) was diluted to 0.5

Hg/mi in water,
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