The preparation method of carbon-free medium for Bordetella pertussis

(1) Dissolve the specified amounts of L-sodium glutamate, L-proline, sodium chloride (NaCl), potassium dihydrogen phosphate (KH₂PO₄), potassium chloride (KCl), magnesium chloride (MgCl₂), calcium chloride (CaCl₂), Tris, cyclodextrin, and agar powder in distilled water. Adjust the pH to 7.3-7.4 using potassium hydroxide (KOH) to obtain mixed medium solution A. 
(2) Dissolve the required amounts of growth-promoting additives—L-cysteine, nicotinic acid (vitamin B3), ascorbic acid (vitamin C), reduced glutathione, and ferrous sulfate (FeSO₄)—in distilled water to prepare additive solution B.
(3) Sterilize medium A by autoclaving at 121°C for 15 minutes. After cooling the medium to approximately 45°C, aseptically add fetal bovine serum (100 mL/L) and the prepared additive solution B (10 mL/L). Mix thoroughly and pour into 90 mm Petri dishes, ensuring a uniform agar thickness of 4.0 ± 0.1 mm across all areas.
(4) The composition of the carbon-free culture medium is detailed in Table 1.

Table 1 The formulation of Carbon-free Medium

	Solution 
	Component 
	Mass 

	


Solution A
(Basal medium)
	L-sodium glutamate
	10.70 g/L

	
	L-proline
	2.50 g/L

	
	NaCl
	2.50 g/L

	
	KH₂PO₄
	0.50 g/L

	
	KCl
	0.20 g/L

	
	MgCl₂
	0.10 g/L

	
	CaCl₂
	0.02 g/L

	
	Tris
	6.10 g/L

	
	Cyclodextrin
	1.00 g/L

	
	Agar powder
	15.00 g/L

	
Solution B
(supplement composition)
	L-cysteine
	0.030 g/20 mL

	
	Nicotinic acid
	0.002 g/20 mL

	
	Ascorbic acid
	0.010 g/20 mL

	
	Reduced glutathione
	0.050 g/20 mL

	
	Ferrous sulfate
	0.005 g/20 mL

	Solution C
(serum)
	Fetal Bovine Serum 
	100 mL/L



