
 



 



 



 



 



Enclosure I 

Technique/expertise acquired 

 

I) Following essential basic molecular analysis were learned during the fellowship period.   

1) Isolation of DNA  

In order to understand the DNA isolation procedure, blood samples were collected and DNA was 

extracted by Phenol - Chloroform - Isoamyl alcohol method (PCI). 

2) Agarose Gel Electrophoresis 

The isolated Genomic DNA was separated by Agarose Gel Electrophoresis method. 

3) DNA quantification Method 

DNA was quantified in Nanodrop spectrophotometer. Nanodrop spectrophotometer is commonly 

used for nucleic acid quantifications. 

4) Polymerase Chain Reaction 

PCR was carried out for P53 gene and amplified P53 was separated by Agarose Gel 

Electrophoresis. 

5) Restriction Fragment Length polymorphism (RFLP). 

RFLP reaction was set up for identification mutation in the P53. 

6) Cytogenetics analysis 

Karyotyping methods also were studied to analysis chromosomal abnormalities. 

 

II) Advanced molecular techniques such as Genotyping, Real Time PCR were also learned. 

 

 

 

 

 

 

 

 

 



                                                             RESULTS                                                       Enclosure II 

 

Isolation of Genomic DNA from the blood samples by phenol - chloroform - isoamyl 

alcohol method (PCI): 

Blood samples were collected from different subjects and DNA was isolated by Phenol - 

Chloroform - Isoamyl alcohol method (PCI). 

0.7% of agarose gel showing Genomic DNA of 12 subjects: 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



POLYMERASE CHAIN REACTION: 

 The PCR reaction was carried out for P53 gene. 

PCR REACTION MIXTURE (30µl): 

 The polymerase reaction was setup using the following reaction mixture:  

Total reaction                  : 08 

Reaction volume             : 30µl 

Total number of samples: 07  

Non template control      : 01 

 

 

Master mix       : 29 µl 

Genomic DNA : 1   µl 

Total                 : 30 µl 

 

 

 

 

S.No PCR 

Composition 

Stock 

concentration 

Working 

concentration 

Working 

volume(µl) 

Total volume(µl) 

Master mix 

 (x8) 

1 PCR Buffer 

(15mM Mgcl2) 

10X 1X 3 24 

2 dNTP’s 2.5mM 250µM 3 24 

3 Forward primer 2µM 80nM 1.2 9.6 

4 Reverse primer 2µM 80nM 1.2 9.6 

5 Taq polymerase 

enzyme 

5U/µl 0.5U/Reaction 0.1 0.8 

6 Distilled water - - 20.5 164 

7 DNA Template 100ng/µl 100ng/µl 1 - 

Total 30 232 



GEL ELECTROPHORESIS OF POLYMERASE CHAIN REACTION: 

Agarose gel showing PCR product of P53 gene at 342 bp:  

7 samples(lane 1-4, 6-8) and Ladder(lane 4) 

 

  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Agarose gel showing RFLP for P53 gene: 

 

 

 

 

 

 

 

 

 

 

Lane GENOTYPES PCR-RFLP Fragment  No. of samples 

1 Proline homozygous 342 bp 1 

5 Arginine homozygous 210bp, 132bp 1 

2,3,4,6,7 Heterozygous 342 bp, 210 bp and 132 bp 5 

8 Non template control 

9 100bp ladder 

 

 

 

 

 

 



 


