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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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Mcf7 | e 0.688 | 0.658 | 0.664 0.67 | 0.009165 100 0 uM
1000 | 0.065 : 0.078 : 0.043 0.062 | 0.010214 | 9.253731343 | 90.74626866
500 | 0.175 : 0.139 : 0.193 0.169 | 0.015875 | 25.2238806 | 74.7761194
Bc 250 | 0.593 | 0.634 : 0.621 0.616 | 0.012097 | 91.94029851 | 8.059701493 ]| 39.62 +
125 | 0.643 : 0.657 | 0.659 0.653 | 0.005033 | 97.46268657 | 2.537313433 | 10.21
62.5 | 0.664 | 0.672 | 0.673 | 0.669667 | 0.002848 | 99.95024876 | 0.049751244
31.25 | 0.679 | 0.654 | 0.666 | 0.666333 | 0.007219 | 99.45273632 | 0.547263682
1000 | 0.016 : 0.015 : 0.017 0.016 | 0.000577 | 2.388059701 | 97.6119403
500 | 0.018 : 0.018 : 0.019 | 0.018333 | 0.000333 | 2.736318408 | 97.26368159
doxo 250 | 0.034 | 0.023 | 0.022 | 0.026333 | 0.003844 | 3.930348259 | 96.06965174 | 31.16 +
125 | 0.167 | 0.132 | 0.185 | 0.161333 | 0.01556 | 24.07960199 | 75.92039801 || 3.43
62.5 | 0.246 : 0.281 | 0.234 | 0.253667 | 0.014099 | 37.86069652 | 62.13930348
31.25|0.351:0.332: 0.34 0.341 | 0.005508 | 50.89552239 | 49.10447761
control
Mcf7 cells
Organism: Homo sapiens, human
Tissue mammary gland, breast; derived from metastatic site: pleural effusion
Cell Type : epithelial
Culture Properties : adherent
Disease adenocarcinoma
ATCC HTB-22
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Effect of sample 25 on Mcf7 cells at different concentration
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Effect of sample 8b on Mcf7 cells at different concentration
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Effect of sample 8c on Mcf7 cells at different concentration
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Organism:

Tissue

Cell Type

Culture Properties :
Disease

control

MDA-MB cells
Homo sapiens, human
mammary gland, breast; derived from metastaticsite: pleural effusion
epithelial
adherent
adenocarcinoma



Effect of sample 3 on MDA cells at different concentration
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Effect of sample 20 on MDA cells at different concentration
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Effect of sample 8a on MDA cells at different concentration
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Effect of sample 25 on MDA cells at different concentration
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Effect of sample 26 on MDA cells at different concentration
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Effect of sample 27on Mcf7 cells at different concentration
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Effect of sample 177aon MDA cells at different concentration
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Effect of sample 8da on MDA cells at different concentration
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Effect of sample 8b on MDA cells at different concentration
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Effect of sample 8c on MDA cells at different concentration
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toxicity effect of sample doxo on MDA cells at different concentration
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Science Way

Fox Scientific FReseavches

Viability assay
Test code: E-4-022-2

Institute / Researcher: Dr.Rehab Sabour

Experiment :

Human hormone shock protein 90 ELISA kit

samples number : 2 samples with 4 conc./each.

experiment design : ELISA technique

laboratory comments:

cell based tequ. On Mcf7



Calibration curve

Standard Absorbance Concentration
nmol/ml

S1 0.004 0
S2 0.314 2
S3 0.600 4
S4 0.991 8
S5 1.785 16
S6 2.492 32




calibration curve
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concentration

Results

—gr— CONC

--------- Linear [conc)

Conc. ng/ml
nM

100

1.388

8a 50 1.518 1%1323
25 1.977
12.5 2.02
100 1.642
doxo >0 1.839 +2 11.?358
25 2.022 -
12.5 2.467
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