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Viability assay
MTT protocol

Determination of sample cytotoxicity on cells (MTT protocol)
1-the 96 well tissue culture plate was inoculated with 1 X 10° cells / ml (100 ul /

well) and incubated at 37°C for 24 hours to develop a complete monolayer sheet.

2- Growth medium was decanted from 96 well micro titer plates after confluent

sheet of cells were formed, cell monolayer was washed twice with wash media.

3- two-fold dilutions of tested sample was made in RPMI medium with 2% serum

(maintenance medium).

4- 0.1 ml of each dilution was tested in different wells leaving 3 wells as control,

receiving only maintenance medium.

5- Plate was incubated at 37°C and examined. Cells were checked for any physical
signs of toxicity, e.g. partial or complete loss of the monolayer, rounding,

shrinkage, or cell granulation.
6- MTT solution was prepared (5mg/ml in PBS) (BIO BASIC CANADA INC).

8- 20ul MTT solution were added to each well. Place on a shaking table, 150rpm

for 5 minutes, to thoroughly mix the MTT into the media.
9) Incubate (37C, 5% CO2) for 4 hours to allow the MTT to be metabolized.

10) Dump off the media. (dry plate on paper towels to remove residue if

necessary.



11) Resuspend formazan (MTT metabolic product) in 200ul DMSO. Place on a
shaking table, 150rpm for 5 minutes, to thoroughly mix the formazan into the

solvent.

12) Read optical density at 560nm and subtract background at 620nm. Optical

density should be directly correlated with cell quantity.
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Organism:
Tissue
Cell Type

Culture Properties :

Disease
ATCC

control
Mcf7 cells

Homo sapiens, human
mammary gland, breast; derived from metastatic site: pleural effusion
epithelial
adherent
adenocarcinoma
HTB-22
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Organism:

Tissue

Cell Type

Culture Properties :
Disease

control
A549 cells
Homo sapiens, human
lung
epithelial
adherent
Carcinoma
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Organism:

Tissue

Cell Type

Culture Properties :
Disease

control
HepG2 cells
Homo sapiens, human
liver
epithelial
adherent
hepatocellularcarcinoma
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Viability % | Toxicity %
+SD
A549 | e 0.683 | 0.689 : 0.695 0.689 | 0.003464 100 0 ug
1000 | 0.018 | 0.02 : 0.018 | 0.018667 | 0.000667 | 2.709240445 | 97.29075955
500 | 0.019 : 0.017 : 0.019 | 0.018333 | 0.000667 | 2.660861151 | 97.33913885
250 | 0.02 | 0.034 | 0.025 | 0.026333 | 0.004096 | 3.821964199 | 96.1780358 || 50.47 +
doxo 125 | 0.089 i 0.11 : 0.094 | 0.097667 | 0.006333 | 14.17513304 | 85.82486696 1.32
62.5| 0.219 : 0.235 | 0.194 0.216 | 0.01193 | 31.34978229 | 68.65021771
31.25 | 0.546 : 0.558 | 0.542 | 0.548667 | 0.004807 | 79.63231737 | 20.36768263
control
A549 cells
Organism: Homo sapiens, human
Tissue lung
Cell Type : epithelial
Culture Properties : adherent
Disease Carcinoma
ATCC CCL-185




Effect of doxo on A549 cells at different concentration
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Viability % Toxicity % IC50
Mcf7 | - 0.784 : 0.762 | 0.758 0.768 | 0.008083 100 0 ug
1000 | 0.018 | 0.015 | 0.017 | 0.016667 | 0.000882 | 2.170138889 | 97.82986111
500 | 0.018 : 0.017 : 0.019 0.018 | 0.000577 2.34375 97.65625
250 | 0.036 | 0.053 | 0.048 | 0.045667 | 0.005044 | 5.946180556 | 94.05381944 ||| 38.53
doxo 125 | 0.089 : 0.119 | 0.107 0.105 | 0.008718 13.671875 86.328125 0.49
62.5|0.174 : 0.189 | 0.188 | 0.183667 | 0.004842 | 23.91493056 | 76.08506944
31.25 | 0.452 { 0.438 | 0.444 | 0.444667 | 0.004055 | 57.89930556 | 42.10069444
control
Mcf7 cells
Organism: Homo sapiens, human
Tissue mammary gland, breast; derived from metastaticsite: pleural effusion
Cell Type : epithelial
Culture Properties : adherent
Disease adenocarcinoma
ATCC HTB-22




Effect of doxo on Mcf7 cells at different concentration
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Viability % Toxicity % IC50
HepG2 | -------- 0.822 : 0.813 : 0.819 0.818 | 0.002646 100 0 ug
1000 | 0.018 : 0.017 | 0.019 0.018 | 0.000577 | 2.200488998 97.799511
500 | 0.016 { 0.018 : 0.018 | 0.017333 | 0.000667 | 2.118989405 | 97.88101059
250 | 0.034 | 0.021 | 0.04 | 0.031667 | 0.005608 | 3.871230644 | 96.12876936 || 47.59 +
doxo 125 0.094 | 0.089 i 0.11 | 0.097667 | 0.006333 | 11.9396903 | 88.0603097 0.88
62.5| 0.164 : 0.189 { 0.174 | 0.175667 | 0.007265 | 21.47514262 | 78.52485738
31.25 | 0.645 | 0.678 | 0.672 0.665 | 0.010149 | 81.29584352 | 18.70415648
control
HepG2 cells
Organism: Homo sapiens, human
Tissue liver
Cell Type : epithelial
Culture Properties : adherent
Disease hepatocellularcarcinoma
ATCC HB-8065




Effect of doxo on HepG2 cells at different concentration

1000ug/ml 500ug/ml 250ug/ml

125ug/ml 31.25 ug/ml

toxicity effect of doxo on HepG2 cells at different concentration
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