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Detailed protocol is available online at www.lifetechnologies.com/manuals.

Product Amount| Cat. no. Storage*
e <-20°C
Image-IT® Hypoxia Reagent| 1 mg |H10498 |e Protect from light
e Dessicate

*When stored as directed, product is stable for at least 6 months.

MW: 711.87
Approximate excitation/emission maxima: 490/610 nm
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1. Plate cells at desired density on a glass bottom dish and
incubate the cells overnight at 37°C in a CO, incubator.

2. Prepare 1 mM stock solution of Image-IT® Hypoxia Reagent in
DMSQO. Add the reagent to the cells at a final concentration of
1-10 pM and incubate for 15 to 30 minutes.

3. Place the cells in a hypoxia chamber attached to a fluorescence
microscope and set to the desired oxygen concentration, and
incubate for 1 hour.

4. Image the cells on the fluorescence microscope with excitation/
emission of 490/610 nm.

Note: You can use the standard TRITC filter set for imaging;
however, we recommend using FITC excitation and Texas Red®
emission filters for best results.
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