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Detection of the e ect of DHA and EPA on cell lines

e growth medium of con uent monolayer plates was decanted
0 and the cell sheet washed twice with PBS and trypsinized using
trypsin-versene (Gibco, Canada) [25]. Cells were then re-suspended
in fresh growth medium to give 10° cells/ml. Aliquots of 0.2 ml were
transferred to each well of sterile 96-well microtitration plates. Plates
were incubated until cells reaching exponential phase. Medium was
removed and EPA and DHA at varying concentrations (20, 40, 60
and 80 pM each) in serum free medium (SFM) plus DMSO (1 ul /ml)
[26] were added. Similarly, combinations of these two chemicals of
10, 20, 30 and 40 pM each were employed. SFM was used to avoid any
interference of the serum constituents, such as growth hormones and
other components, on the actual e ect of the drugs. All experiments
were replicated ve times. Twenty wells were used as control, i.e., cells
treated with SFM plus DMSQO only [25]. Plates were reincubated at 37°C
for 24 hrs. Medium was replaced by 50 pl of 0.01% crystal violet dye for
20 minutes, then washed gently and allowed to dry [25]. Optical density
of each well was read by using a micro-ELISA reader (OrganonTeknika,
Austria) at 492 nm transmitting wavelength [25,27]. e percentage of
inhibition was calculated according to the following formula [28].

opticaldensityof test wells
optical density of control wells

Inhibition (%) = 100~

Data were analyzed using Student’s t-test against untreated cells.
P value of < 0.05 was considered statistically signi cant. Uncertainty
(con dence limits) was represented in the gures by error bars.
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