







































































































































































































































































































































































Appendix I11: Determination of protein concentration using Bradford assay

Table 2: Bradford assay standards

Tube number Standard volume (ul) Source  of standard Diluent Final protein
(BSA) (uh) concentration
(mg/ml)
1 200 2 mg/ml 0 2
2 300 2 mg/ml 100 1.5
3 200 2 mg/ml 200 1
4 200 tube 2 200 0.75
5 200 tube 3 200 0.5
200 tube 5 200 0.25
7 200 tube 6 200 0.125
8 (blank) - — 200 0

Table 3: protein standard and Bradford reagent volumes added to a 96 well microplate

Assay

Volume of standard and sample

1 X bradford reagent

Microplate

51+

250 1+
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Final protein Absorbance @ 595 nm

concentration (mg/mil)

2 0.73
1.5 0.68
1 0.43
0.75 0.34
0.5 0.21
0.25 0.10
0.125 0.06
0 0
ShHO1 0.0515
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y = 0.3903x + 0.0207
R?=0.9771

Absorbance @595 nm

Determination of HO1 protein concentration using standard curve

0
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Figure 2: Standard curve of the BSA for the Bradford assay to determine the protein

concentration of the recombinant SbHO1 protein.
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Using the equation above the protein concentration of SbHO1 was calculated as shown below:

Y=0.3903x + 0.0207

0.0515=0.3903x + 0.0207

0.3903x= 0.0515-0.0207

X=0.078 mg/ml
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