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XTT Assay

Purpose
XXT Assays, use tetrazolium salts to assay cell proliferation, cell viability, and/or cytotoxicity inorder to
quantify a cell population response to a certain external factor. XXT assays are particularly used for rapid
determination in microplates and providing reproducible and sensitive results.

Safety Precautions
Remember personal protective equipment (including lab coat, gloves, goggles, close toed shoes, and long
hair tied back) must be worn at all times during experimentation. May be harmful if ingested or inhaled.
Do not bring into contact with skin or eyes.

- Wear gloves, lab coat, safety goggles when handling acrylamide.

Materials
- 5ml XTT Reagent per microplate (stored at <20° C)
- 100uL XTT Activator per microplate (stored at <20° C) XTT

Equipment
- T-25 flask

- 15 ml falcon tube
- Swinging bucked rotor

- 96 well plate

- Antibiotic (inhibitor)

- Laminar flow hood/ burnsen burner (sterile environment)

Procedure
- Preparation:

- XXT reagent solution must be warmed to 37° C for several minutes until it is no longer
opaque

- Heat XXT activator to 37° C for 2 to 5 min until the reagent is fully dissolved.
- DAY ONE

- Trypsinize one T-25 flask and add 5 ml of complete media to trypsinized cells.

- Centrifuge in a sterile 15 ml falcon tube at 500 rpm in the swinging bucked rotor (~400 x

g) for 5 min. 2

- Remove media and resuspend cells to 1.0 ml with complete media.

- Count and record cells per ml.
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http://home.sandiego.edu/~josephprovost/XTT%20Protocol.pdf
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- DILUTE the cells to 25,000 cells per ml

- Use complete media to dilute cells in a 96 well plate

- Add 100 µl of cells (2500 total cells) into each well and incubate overnight

- DAY TWO

- Treat cells on day two with engineered E. coli Nissle supernatant

- DAY THREE

- Remove cultures from incubator into laminar flow hood or other sterile working area

- Prepare XTT Working Solution by combining XTT Reagent with XTT Activator

- Add 50uL to each well (96 well plate)

Take readings at interval until at least a 2 hour incubation to reveal incubation times as

determined empirically

- Read absorbance at 450nm, with a reference wavelength of 690nm (to correct for

fingerprints, smudges, ect.).

Reference

http://home.sandiego.edu/~josephprovost/XTT%20Protocol.pdf

https://www.sigmaaldrich.com/CA/en/technical-documents/protocol/cell-culture-and-cell-culture-analysis
/cell-counting-and-health-analysis/cell-proliferation-kit-xtt-assay
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