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Optimization of PCR primer

        

Figure S1 Optimization of PCR primer concentration. The optimal concentration of each DIG and biotin-labelled forward and 
reverse primer was determined by varying the concentration of primers from 80 nM to 200 nM. One nanogram of M. tuberculosis 
(H37Rv) DNA was used as the template in PCR amplification. The optimal concentration of each forward and reverse primer was 
selected as 160 nM since the amplified product obtained from this primer set is comparable to that obtained from 200 nM. 
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M     Marker
1       Negative control
2       1 ng of M. tb DNA
3       Negative control
4       1 ng of M. tb DNA
5       Negative control
6       1 ng of M. tb DNA
7       Negative control
8       1 ng of M. tb DNA
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Estimation of PCR product concentration

                                   

M     Marker
1       Negative control
2       0.5 ng of M. tb DNA
3       50 pg of M. tb DNA
4       5 pg of M. tb DNA
5       0.5 pg of M. tb DNA
6       50 fg of M. tb DNA
7       5 fg of M. tb DNA
8       0.5 fg of M. tb DNA
9       50 ag of M. tb DNA
10     5 ag of M. tb DNA

Figure S2 Agarose gel electrophoresis of PCR products obtained from 10-fold serial dilution of H37Rv DNA starting from 0.5 ng to 
5 ag. The estimation of PCR products concentration was done by comparing the band intensity of each PCR product obtained from 
10-fold serial dilution of H37Rv DNA with the concentration of 100 bp DNA ladder as suggested by manufacturer (Biotechrabbit, 
Berlin, Germany). Mean intensity of DNA ladder and each PCR product were measured with the volume tool of Image Lab software, 
version 5.2.1 (Hercules, CA, USA). Due to the possible PCR saturation, the concentration estimation was done for lane 5 and 6 
only. The estimated quantity of 100 bp DNA ladder was 24 ng (in 3 µl) and the concentration of amplicons obtained from the 0.5 
pg and 50 fg DNA template concentration were 4 ng/µl and 2 ng/µl respectively. (*) Indicated the lowest detection limit of agarose 
gel electrophoresis whereas (**) indicated the lowest detection limit of magnetic bead ELISA. (Int = mean intensity, ng = the 
estimated quantity of DNA in nanogram). 


