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1.0 Purpose —
This SOP describes the curr re fo orming an MTT growth Assay
using 96-well trays in Labora 248 the St Andrews School of Medicine

(SASoM).

2.0 Scope —

This SOP applies the SASoM involved performing an MTT growth

All staff
methods are

TT assays in this manner are responsible for ensuring that the
owed in accordance with this SOP.

All staff must have read and signed the relevant risk assessment documents before
performing this procedure.
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4.0 Procedure —
Reagent Preparation:
e MTT was purchased from Fisher Scientific (M6494). Prepare a 12mM MTT

stock solution by adding 1mL of sterile PBS to 5mg of MTT (Component A).
Mix by vortexing or sonication until dissolved. Occasionally there may be some
particulate material that will not dissolve; this can be removed by filtration or
centrifugation. This amount of MTT provides sufficient reagent for 100 tests
(one x 96-well tray), using 10uL of the stock solution per well. Once prepared,
the MTT solution can be stored for four weeks at 4°C protected from light.

e Add 10mL of 0.01M HCI to a 25mL ‘universal’ tube cont2
(Component B). Mix the solution gently by inversion or so
SDS dissolves. Once prepared, the solution should be usg
tube makes sufficient solution for 100 tests, using 100 pL
use different solvents to dissolve formasan crystals, i
dodecyl sulphate, n-propanol acidified with a few
acidified with few drops of HCI. The proto ay
optimisation.

g 1g of SDS
; 'n until the

Culturing Cells:
The culture conditions used to grow the cellg
into consideration when analysing the _da

passages and details of the growth pe important factors. Natural
variation in the requirements a ent cell lines make it difficult to
provide precise guidelines for p r cells. Cells should therefore be set up
following usual optimisation proc ) that the presence of phenol red in the

final assay samples can seg
cells be cultured in m m nol red, if possible. Alternatively, the
final incubation with th T ca performed after exchanging the cells into
medium free of ph

the medium and replace it with 100uL of fresh culture
erent cells, centrifuge the microplate, pellet the cells, carefully
ium as possible and replace it with 100uL of fresh medium.

Add 10upL 12mM MTT stock solution (prepared in step 1.1) to each well.
Include a negative control of 10uL of the MTT stock solution added to 100 uL of
medium alone (no cells).

Incubate at 37°C for 4 hours. At high cell densities (>100,000 cells per well) the
incubation time can be shortened to 2 hours.

Add 100 uL of the SDS-HCI solution (freshly prepared in step 1.2) to each well and
mix thoroughly using the pipette. Incubate the microplate at 37°C for 2 hours in a
humidified chamber. Longer incubations will decrease the sensitivity of the assay.
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Mix each sample again using a pipette and read absorbance at 570 nm.

Notes:
(1) An older protocol (Peter Twentyman et al, 1987) suggests carefully aspirating the
MTT solution before adding 200uL of DMSO, mixing for 5mins and then reading on a
plate reader at 570nm.

(2) Similarly, other protocols suggest blotting off the media on paper towels to remove
residue if necessary and then resuspending the formazan (MTT metabolic product)
in 200ul of DMSO. Place on a shaking table, 150 rom for 5 migyto thoroughly mix
the formazan into the solvent.) Read optical density at 560 /5 and subtract
background at 670nm.

5.0 Personal protection —
A Howie coat must be worn at all times. Glov
COSHH RA.

6.0 Spillages —
Always clean up any spills immediately afte,
and are aware of its hazard. Spillageg ¢
disinfected with 70% ethanol and final

7.0 Training —

All staff should undergo t@illing iNghis te®Mique before performing the procedure.
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9.0 Approval and sign off —
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