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(P>0.05)
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Gram Stain
1. Hucker’s crystal violet (w/v)
Solution A
Crystal violet (90% dye content) 2g
Ethanol 95% 20 ml
Solution B
Ammonium oxalate 08¢g
Distilled water 80 ml

Mix solutions A and B. Store 24 h and filter through coarse filter paper.

2. Gram’s iodine (w/v)

Iodine lg
Potassium iodide (KI) 2g
Distilled water 300 ml

Place K1 in mortar, add iodine, and grind with pestle for 5-10 s. Add 1 ml water and
grind; then add 5 ml of water and grind, then 10 ml and grind. Pour this solution into
reagent bottle. Rinse mortar and pestle with amount of water needed to bring total volume
to 300 ml.
3. Hucker’s counter stain (stock solution) (w/v)
Safranin O (certified) 25¢g
Ethanol 95% 100 ml

Add 10 ml stock solution to 90 ml distilled water.

Peptone 0.1% (w/v)
Peptone lg
Distilled water 1 litre

Autoclave 15 min at 121 °C. Final pH 7.0 + 0.2
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Oxidase test reagent (w/v)

Tetramethyl-P-phenylenediamine dihydrochoride 0.1 g
Distilled water 10 ml

Culture media and reagents

Bolton Broth (Oxoid, CM0983) (w/v)

Meat peptone 10.0 g
Lactalbumin hydrolysate 50g
Yeast extract 50g
U] -Ketoglutaric acid 10g
Sodium choride 50g
Sodium metabisulphite 05¢g
Sodium pyruvate 05¢g
Sodium carbonate 0.6¢g
Haemin 0.01g
Distilled water 1 liter

pH of basal broth 7.4 + 0.2 at 25 °C
Suspend 27.60 g of Bolton Broth in 1 liter of distilled water, mix well and boil to dissolve the

agar. Sterilise by autoclaving at 121°C for 15 min

Modifide Bolton Broth Selective Supplements (SR0208E, Oxoid, UK)

Ingredients Vial contents (sufficient for 500 ml)
Cefoperazone 10 mg
Vancomycin 10 mg
Trimethoprim 10 mg
Amphotericin B 5 mg

To reconstitute, add 2 ml sterile distilled water and mix to dissolve
Complete Bolton Supplements

Cool autoclaved basal broth to about 50°C. Aseptically add 2 vials of Bolton selective supplement

per liter
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Campylobacter Blood-Free selective agar base (Modified CCDA-Preston) (CM0739,

Oxoid)
Nutrient broth No. 2 250¢g
Bacteriological charcoal 40¢g
Casein hydrolysate 30g
Sodium deoxycholate 10g
Ferrous sulphate 025¢g
Sodium pyruvate 0.25 g
Agar 120g
Distilled water 1 liter

pH of mCCDA-Preston 7.4 + 0.2 at 25°C
Suspend 22.75 g of dehydrated mCCDA agar base in 500 ml of distilled water, mix well and boil
to dissolve the agar. Sterilise by autoclaving at 121 °C for 15 min.

CCDA Selective Supplement (SR0155E, Oxoid, UK)

Ingredients Vial contents (sufficient for 500 ml)
Cefoperazone 16 mg
Amphotericin B 5mg

To reconstitute, add 2 ml sterile distilled water and mix to dissolve

Complete nCCDA medium
Cool autoclaved basal medium to about 50°C. Aseptically add 2 vials of mCCDA selective
supplement per liter and pour to Petri plates

Brucella Medium base (CM0169, Oxoid, UK)

Peptone 10g
Lab-Lemco Power 5g
Glucose 10g
Sodium chloride S5g
Agar 15¢g

Suspend 45 g of Brucella medium base in 1 liter of distilled water, mix well and boil to dissolve

the agar. Sterilise by autoclaving at 121°C for 15 min.
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