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Lactate Dehydrogenase (LDH) Assay

	Reagent
	Cat# (Sigma Aldrich)

	Acetic acid (glacial)
	AX0074-6

	1-Methoxy-5-methylphenazinium methyl sulfate (MPMS)
	M8640

	Iodonitrotetrazolium chloride (INT)
	I10406-5G

	-Nicotinamide adenine dinucleotide sodium salt (NAD)
	N0632-5G

	Lithium L-Lactate
	L2250-100G

	Tris Base (2-amino-2(hydroxymethyl)-1,3-propanediol)
	252859



Using the above reagents, prepare the following stocks for the LDH microplate assay:

Stop Reagent: 1 M Acetic Acid (1 L) 
	Acetic acid (glacial)
	57.5 mL

	MilliQ ultrapure water
	942.5 mL



0.2 M Tris-HCl, pH 8.2 (1L)
	Tris Base
	24.2 g

	MilliQ ultrapure water
	800 mL


Adjust pH to 8.2  with HCl and then adjust the volume to 1 L with MilliQ water. Filter sterilize with a bottle-top filter (0.2 m pore size) and store at 4 °C.

Buffer A: 4 mM INT in 0.2 M Tris-HCl, pH 8.2 (250 mL)
	INT
	0.51 g

	0.2 M Tris-HCl, pH 8.2
	250 mL


Mix thoroughly and filter sterilize to remove any undissolved particles. Solution should be clear to slightly yellow. Do not over-mix or heat. Store as 3 mL aliquots in 15 mL Falcon tubes at -20 °C.

Buffer B: 6.4 mM NAD, 320 mM Lithium L-lactate in 0.2 M Tris-HCl, pH 8.2 (250 mL)
	NAD
	1.1 g

	Lithium L-Lactate
	7.7 g

	0.2 M Tris-HCl, pH 8.2
	250 mL


Mix thoroughly and filter sterilize. Store as 3 mL aliquots in 15 mL Falcon tubes at -20 °C.

MPMS Supplement: 150 mM MPMS in 0.2 M Tris-HCl, pH 8.2 
	MPMS
	100 mg

	0.2 M Tris-HCl, pH 8.2
	1.98 mL


Dissolve MPMS in Tris-HCl buffer, but DO NOT filter. Store as 5 L aliquots in 1.5 mL microfuge tubes and store at -20 °C.

Immediately prior to performing the LDH assay, thaw out one aliquot each of Buffer A, Buffer B and MPMS Supplement, and combine in the ratio as indicated below.  

LDH Assay Reagent (sufficient for one 96-well microtiter plate)
	Buffer A
	2.5 mL

	Buffer B
	2.5 mL

	MPMS Supplement
	0.5 L



· Pipette 50 L of the LDH assay reagent into each well containing cell culture supernatant. 
· Incubate the microtiter plate for 60 min at room temperature in the dark.
· Pipette 50 L of 1 M acetic acid (stop solution) into each well containing cell culture supernatant and LDH assay reagent.
· Record absorbance values using a microplate spectrophotometer at 490 nm with background subtraction at 680 nm. 
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