Lab sheet #3
Determination of LDH Enzyme in Serum 
Method:
1-in one cuvette add water as blank. 
2-Pipette into cuvettes:
	Tube 
	Volume 

	Serum Sample
	20 µl

	Buffer [BUF]
*Containing (TRIS buffer, Pyruvate)
	1000 µl

	Mix and incubate at 30 oC for 3 minutes

	Substrate 
*Containing (NADH)
	250 µl

	Mix and incubate at 30 oC for 1 minute, then read the absorbance at 340 nm against distilled water (blank) every minute for 2 minutes. Then determine ΔA/min.



Choose the following on the spectrophotometer:
2) Applications  2) Simple Kinetics  wave length (340 nm)  1) Seconds Duration 
(120 sec) Intervals (60 sec)Print Data Table (off)Press start (2 times) 
Results
	Time (min)
	Absorbance at 340 nm

	0
	A1
	

	1
	A2
	

	2
	A3
	


* The decrease in the absorbance is proportional to increase LDH activity.

Calculation
· ΔA/min=((A1-A2)+(A2-A3))/2
· LDH Activity ( U/L) = ΔA/min x 10080
· LDH Activity = .................U/L 
Normal Values: Adults: 160 – 320 (U/L)


*Note: The procedure follows the manufacturer's instructions of LDH SCE mod. liquiUV kit (Human, DE)
