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2 MATERIAL AND METHODOLOGY

In vitro 
2.1 Molecular Docking:

2.1.1 Ligand preparation:

2.1.2 Protein preparation:

2.1.3 Docking:
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2.1.4 Visualization:

2.2 Cell culture
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2.3 Cytotoxicity Assay

% inhibition = 100- (OD of test/OD of control) X 100

2.4 mRNA transcript study

2.4.1 RNA isolation
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2.4.2 Quantitative and qualitative check of RNA

2.4.3. cDNA Synthesis

2.4.4 Primer Designing
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Table 2.1:

Gene Accession number Sequence

IGF1R
IGF1R

AKT
AKT

BAX
BAX

BCL2 NM_000633.3
BCL2

Snail
Snail

Nanog
Nanog

Twist
Twist

GAPDH
GAPDH

Tubulin
Tubulin 
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CDK8
CDK8

p53
p53

ALK
ALK

MYCN
MYCN

2.4.5. Real Time-PCR Protocol:

GAPDH

Component of kit Volume

TOTAL
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Temperature Time Cycle

Melt-curve analysis

Temperature Time

2.4.6. Data analysis: 

Livak & Schmittgen, 2001

Fold change in the expression = 2-
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2.5 RNA interference study (miRNA)

2.5.1 MicroRNA scoring

Table 2.2: List of miRNAs, their sequence and score with specific gene.

Name microRNA sequence Target Scoring

2.5.2. MicroRNA Primers

Table 2.3: List of RT primers for miRNA

Name RT Primer

GTCGTATCCAGTGCAGGGT

GTCGTATCCAGTGCAGGGT

GTCGTATCCAGTGCAGGGT
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Table 2.4: List of F and R primers for miRNA

Name qPCR

2.5.3. miRNA Isolation

2.5.4. qPCR of miRNA
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Stage 1(Hold Stage) Stage 2(PCR Stage) Stage 3(Melt curve) Cycles

2.6 Western blot study for Protein analysis

2.6.1. Reagent Preparation

2.6.2. Protein Isolation
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2.6.3. Sample Preparation 

2.6.4. SDS-Polyacrylamide Gel Electrophoresis
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2.6.5. Electro Transfer

2.6.6. Antibody treatment 

2.6.7. VISUALISATION 
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Table 2.5: Details of antibodies for western blot.

Name of antibody Manufacturer and catalogue number Dilution

Primary Antibody

Secondary antibody

2.7 Immunocytochemistry (ICC)
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Table 2.6: Details of antibodies used for ICC.

Name of antibody Manufacturer and catalogue number Dilution

Primary Antibody

Secondary antibody
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2.8 Scratch assay 

in vitro

2.9 Cell death analysis

2.9.1 Fluorescent assorted flow cytometry (FACS)
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2.9.2. Microscopic study for cell morphology 

2.10 Statistical analyses:

p p p p

 


