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“SkyTox” LDH Assay Protocol

1) Spin plate of infected macrophages at 1400 rpm for 5 min to deposit cell debris at bottom of well.

2) Carefully transfer 50 ul of cell supernatant from the infection plate to a clean 96 well assay plate.  (avoid picking up cell debris)

3) Add 20 ul of Lactate Stock Solution to each well

4) Add 20 ul of INT Stock solution to each well

5) Add 20 ul of a diluted NAD+/Diaphorase solution (10% Diaphorase Stock;1% BSA; in PBS) to each well.

6) Gently tap plate or pipet up and down to mix wells.

7) Cover the plate and allow it to develop for 10-15 minutes before reading it with the spectrophotometer at 490nm.

Notes:

Blank wells should contain 50 ul of PBS/1% BSA.  This is the same PBS that is used for diluting the stock solution of Diaphorase.  Because of its BSA component it should be filtered with a Millipore Steriflip, but can be kept in the refrigerator for storage.

Promega CytoTox (Cat. G1780) costs $0.22/well

This assay costs roughly $0.015/well  (not accounting for cost of PBS/BSA/Sucrose)
Lactate Stock Solution

In 10 mM Tris buffer pH 8.5 

· 36 mg/ml Lithium L-lactate (Sigma - cat# L2250-25G - 25g/bottle - $35.00)

INT Stock Solution


In PBS use

· 2 mg/ml Iodonitrotetrazolium chloride (Sigma - cat# I8377-1G - $76.30)

(prepared from a ten-fold concentrated stock solution in DMSO ie 20 mg/ml of INT in DMSO)

NAD+/Diaphorase Stock Solution

In PBS use

· 13.5 Units/ml Diaphorase from microorganisms                                 (Roche - cat#10411558001 - 200units/bottle - $81)

· 3 mg/ml NAD+ - Nicotinamide adenine dinucleotide                           (Sigma - cat# N3014-1G - $40.02)

· 0.03% BSA

(Fisher – cat# BP1600-100 - 100grams - $91.14)

· 1.2% Sucrose

Just before assay make your diluted solution:

· 1:10 dilution of Diaphorase stock in 1% BSA/PBS

