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EasyAssay™ XTT Cell Viability Assay Kit
(2000 assays)

ZELLX GmbH (Germany)
CAT No. ZX-88102-2000

www.zellx.de

Application:

Detection of Cell Viability, Proliferation & Function

11 Caution: This product is for Research Use Only. Not for in-vitro Diagnostics !!!
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Please read this insert completely prior to using the product.
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Background

The XTT Cell Viability Assay is a colorimetric method for assessing cell viability, proliferation, and
cytotoxicity in mammalian cells based on cellular metabolic activity. Metabolically active cells reduce the
yellow tetrazolium salt XTT to a bright orange, water-soluble formazan product through cellular reducing
reactions facilitated by an electron-coupling reagent (PMS). Because the amount of formazan produced
is proportional to the metabolic activity of viable cells within the assay's linear range, the absorbance
signal can be used as an indicator of cell viability and proliferation. Unlike the MTT assay, the XTT formazan
product is water-soluble and does not require an additional solubilization step prior to absorbance

measurement.
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Intended use

For the colorimetric determination of cell viability, cell proliferation, and cytotoxicity in cultured
mammalian cells.

Materials supplied in the Kit

Component Quantity
XTT Sodium Salt 100 mg
PMS solution (3 mg/mL) 2mL
PBS Tablet (Small, 100 mL) 1

0.22 pm Sterile Syringe Filter 1
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Storage instruction

Store the XTT Sodium Salt at 2—8°C. Store the PBS Tablet at room temperature. Upon receipt, aliquot the
PMS Solution into 20 sterile tubes containing 100 pL each and store at —-20°C. Avoid repeated freeze—thaw
cycles.

Materials required but not supplied

Distilled or deionized water

Sterile clear flat-bottom 96-well microplate

Precision micropipettes and sterile disposable pipette tips
CO;, cell culture incubator (37°C)

Microplate reader capable of measuring absorbance at 570 nm

Precautions

This kit is intended for research use by personnel familiar with standard laboratory practices. Read the
complete protocol before beginning the assay and follow all applicable laboratory safety procedures.

General remarks

Equilibrate all kit components to room temperature (20-25°C) before use.

Follow the protocol carefully to ensure optimal assay performance.

Use fresh sterile pipette tips for each reagent and sample to avoid cross-contamination.
Do not mix reagents from different kit lots or use reagents beyond their expiration date.

Protect the XTT Stock Solution and PMS Solution from prolonged exposure to light.

V. V V V V V

Prepare the XTT Working Solution immediately before use.

Assay preparation

i. 1X PBS Solution: Prepare 1X PBS by dissolving one supplied PBS Tablet (Small) in 100 mL of
distilled or deionized water. Prepare fresh whenever possible. If required, the solution may be
stored under sterile conditions according to your laboratory procedures.

ii. XTT Stock Solution: Dissolve 100 mg XTT Sodium Salt in 100 mL of 1x PBS. Sterilize the solution
by filtration through the supplied 0.22 um sterile syringe filter. Dispense the XTT Stock Solution
into suitable aliquots and store at —20°C, protected from light. Under these conditions, the XTT
Stock Solution is stable for up to 2 years. Avoid repeated freeze—thaw cycles.

iii. XTT Working solution: Immediately before use, thaw one aliquot of the PMS Electron-Coupling
Reagent (3 mg/mL) while protecting it from light. Add 100 pL PMS Solution to 5 mL XTT Stock
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Solution and mix gently to prepare the XTT Working Solution. Prepare only the volume required
for the current experiment. Use immediately after preparation. Do not store or refreeze the XTT
Working Solution, as prolonged storage at room temperature or repeated freeze—thaw cycles may
reduce assay sensitivity.

Sample preparation

One to two days before the experiment, seed approximately 1 x 10% to 1 x 10° cells per well in a
sterile, clear, flat-bottom 96-well microplate containing 100 uL of complete culture medium per
well. Incubate the cells at 37°C in a humidified CO, incubator for 24—-48 hours, or until the desired
cell density is reached. The optimal seeding density depends on the cell type, growth rate, and
experimental design and should be determined empirically.

We strongly recommend optimizing the cell seeding density and XTT incubation time for each cell
type before performing large-scale experiments.

Assay Procedure

Optional: Treat cells with the compounds of interest for the desired experimental period. When solvents
(e.g., DMSO or ethanol) are used, include a vehicle control containing the same solvent concentration
without the test compound.

1. Add50 L of freshly prepared XTT Working Solution to each well containing 100 pL of culture medium.
Mix gently for approximately 1 minute.

2. Incubate at 37°C in a humidified CO, incubator for approximately 2 hours for adherent cells or up to
4 hours for suspension cells. Optimize the incubation time for each cell type.

3. Mix the plate gently before measurement. Avoid air bubbles, as they may interfere with absorbance
readings.

4. Measure absorbance at 450 nm using a reference wavelength of 690 nm. Acceptable wavelength
ranges are 450-500 nm for measurement and 630-690 nm for reference.

> Note: The reference wavelength is used to correct for non-specific background absorbance.

Calculations

i. Average the absorbance values of replicate wells for each sample.

ii. Calculate the corrected absorbance using the following equation:

Corrected Absorbance = Asso(Test) — Asso(Blank) — Agso(Test)
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Where:

e Asso(Test) = absorbance of the sample measured at 450 nm
e Asso(Blank) = absorbance of the blank measured at 450 nm
e Agoo(Test) = reference absorbance of the sample measured at 690 nm

iii. When required, calculate cell viability using the following equation:

Cell Viability (%) = (Corrected Absorbance of Treated Cells / Corrected Absorbance of Untreated
Control Cells) x 100

Krantorweg 48c, 13503 Berlin
ZELLX® Tel.: +49(0)30 81309085 | Fax: +49(0)30 81309086
E-Mail: support@zellx.de | Web: www.zellx.de




