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cell culture supernatants.

Catalog number: ARG82215

For research use only. Not for use in diagnostic procedures.

www.arigobio.com 1



http://www.arigobio.com/

MTT Cell Proliferation Assay Kit ARG82215

TABLE OF CONTENTS

SECTION Page
INTRODUCTION ..eiiiiiie ittt e e e e s e aa s e aaa s 3
PRINCIPLE OF THE ASSAY ..ottt ettt ev e eeaaaes 4
MATERIALS PROVIDED & STORAGE INFORMATION .....ccovvrririiiiiiiinnnen. 4
MATERIALS REQUIRED BUT NOT PROVIDED ......ccccvuveeiiiereeiiineeeennnn. 5
TECHNICAL HINTS AND PRECAUTIONS ..covriiiiiieeiiieeie e, 5
ASSAY PROCEDURE ..ottt 6
EXAMPLE OF RESULTS ...eviiiiiiii et 7

MANUFACTURED BY:

Arigo Biolaboratories Corporation
Address: No. 22, Ln. 227, Gongyuan Rd., Hsinchu City 300, Taiwan
Phone: +886 (3) 562 1738
Fax: +886 (3) 561 3008

Email: info@arigobio.com

www.arigobio.com 2



http://www.arigobio.com/
mailto:info@arigobio.com

MTT Cell Proliferation Assay Kit ARG82215

INTRODUCTION

The MTT assay is a colorimetric assay for assessing cell metabolic activity.
NAD(P)H-dependent cellular oxidoreductase enzymes may, under defined
conditions, reflect the number of viable cells present. These enzymes are
capable of reducing the tetrazolium dye MTT 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide to its insoluble formazan, which has a purple
color. Other closely related tetrazolium dyes including XTT, MTS and the WSTs,
are used in conjunction with the intermediate electron acceptor, 1-methoxy
phenazine methosulfate (PMS). With WST-1, which is cell-impermeable,
reduction occurs outside the cell via plasma membrane electron transport.
However, this traditionally assumed explanation is currently contended as
proof has also been found of MTT reduction to formazan in lipidic cellular

structures without apparent involvement of oxidoreductases.

Tetrazolium dye assays can also be used to measure cytotoxicity (loss of viable
cells) or cytostatic activity (shift from proliferation to quiescence) of potential
medicinal agents and toxic materials. MTT assays are usually done in the dark

since the MTT reagent is sensitive to light. [Provide from Wikipedia: MTT assay]
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PRINCIPLE OF THE ASSAY

This MTT Cell Proliferation Assay provides a colorimetric format for measuring
and monitoring cell proliferation. The kit contains sufficient reagents for the
evaluation of 960 assays in 96-well plates or 192 assays in 24-well plates. Cells
can be plated and then treated with compounds or agents that affect
proliferation. Cells are then detected with the proliferation reagent, which is
converted in live cells from the yellow tetrazole MTT to the purple formazan
form by a cellular reductase. An increase in cell proliferation is accompanied
by an increased signal, while a decrease in cell proliferation (and signal) can
indicate the toxic effects of compounds or suboptimal culture conditions. The
assay principles are basic and can be applied to most eukaryotic cell lines,
including adherent and non-adherent cells and certain tissues. This cell
proliferation reagent can be used to detect proliferation in bacteria, yeast,

fungi, protozo a as well as cultured mammalian and piscine cells.

MATERIALS PROVIDED & STORAGE INFORMATION
Store the unopened kit at -20 °C. Use the kit before expiration date.

Component Quantity Storage information
MTT Reagent 10 ml (ready-to-use) -20°C (protected from light)
Detergent Solution 100 ml (ready-to-use) |[RT
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MATERIALS REQUIRED BUT NOT PROVIDED

Microplate reader capable of measuring absorbance at 540 - 570 nm
Pipettes and pipette tips

Cells for measuring proliferation

Cell culture medium

24-well or 96-well clear cell culture plates

37°C and 5% CO, humidified incubator.

TECHNICAL HINTS AND PRECAUTIONS

Wear protective gloves, clothing, eye, and face protection especially
while handling blood or body fluid samples.

The MTT Reagent is a clear yellow ready-to-use solution and it should be
stored at-20°C protected from light.

Store the Detergent Solution at room temperature. If precipitate or
turbidity is observed in the Detergent Solution, warm the solution to
37°C for 10-20 minutes and agitate to dissolve the precipitate prior to
use.

All reagents should be mixed by gentle inversion or swirling prior to use.
Do not induce foaming.

Before using the kit, spin tubes and bring down all components to the
bottom of tubes/bottle.

Change pipette tips between the addition of different reagent or samples.
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ASSAY PROCEDURE

Prepare and mix all reagents thoroughly before use. Each acetylcholine

standard and sample should be assayed in duplicate or triplicate.

1.
2.

Prepare a cell suspension containing 0.1-1.0 x 10° cells/ml in medium.
Add 100 pL of cells from step 1 per well to a 96-well cell culture plate or
500 pL per well to a 24-well cell culture plate with or without the
compound to be tested. Culture the cells for 24-96 hours ina37°Cand 5%
CO; humidified incubator.

For 96-well plate add 10 pL of the MTT Reagent to each well, and for 24-
well plate add 50 pL of the MTT Reagent to each well.

Incubate the plate ina 37°C and 5% CO, humidified incubator for 3-4 hours
until purple precipitate is visible (cellular precipitate can be more precisely
visualized under a light microscope)

For 96-well plate add 100 pL of Detergent Solution per well, and 24-well
plate add 500 pL of Detergent Solution per well.

Incubate at room temperature for 2 hours to overnight protected from light.

Note: Longer incubations with Detergent Solution in the wells may result
in precipitate or turbidity that can increase background. If precipitate is
observed, warm the plate at 37°C for 10-20 minutes and agitate to dissolve
the precipitate.

Read absorbance of each well on a microplate reader using 540-570 nm.
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EXAMPLE OF RESULTS
The following data is for demonstration only and cannot be used in place of

data generations at the time of assay.
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HEK 293 cells were seeded at various densities as indicated above and
allowed to grow for 24 hours. After adding MTT Reagent, cells were then

incubated for 3 hours at 37°C and 5% CO, incubator and then solubilized

with Detergent Solution for 3 hours.
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