Lab Worksheet 2
 “Effect of substrate concentration on Enzyme kinetics”
[bookmark: _GoBack]

Please answer the following questions about the lab:

1. What is the need of adding DNS solution to the enzyme substrate solution?

  It is used to detect amylase activity since it reacts with reducing sugars to become ANS.

2. What is the problem in determining rates at low substrate concentration?

The enzyme is not working with full capacity since at low substrate concentration; the active sites of the enzyme are not occupied by the substrate yet the rates at this phase are determined by the substrate concentration.




3. Draw using excel the Mchelis Menton plot and the Line Weaver Burk Plot using the data given below and find the Vmax and Km from the Plot.


	[S] in Milligrams
	Velocity [Vo] in umoles/min/ml
	1/[S]
	1/Vo

	5
	0.13
	0.2
	7.6

	10
	0.28
	0.1
	3.5

	20
	0.48
	0.05
	2.08

	30
	0.64
	0.03
	1.56

	40
	0.73
	0.025
	1.36

	50
	0.77
	0.02
	1.29


 

1/Vmax =y – intercept =0.4262
Vmax =1/0.4262
Vmax=2.34


-1/km= x-intercept
0=34.9(-1/km)+0.4262
Km=-34.9/-0.4262
=81.88

4.  Calculate the Activity of an amylase enzyme using the lineweaver burk equation from question 3 Given are the amount of maltose [mg] = 7.05.
	y=34.9x +0.4262
7.05 =34.9x+0.4262
6.628=34.9x
x=0.18umoles/min/ml
1/V0	0.2	0.1	0.05	3.0000000000000002E-2	2.5000000000000001E-2	2.0000000000000004E-2	7.6	3.5	2.08	1.56	1.36	1.29	1/V0	0.2	0.1	0.05	3.0000000000000002E-2	2.5000000000000001E-2	2.0000000000000004E-2	7.6	3.5	2.08	1.56	1.36	1.29	