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Introduction

Image-iT® Hypoxia Reagent is a live-cell permeable compound which increases 
fluorescence in environments with low oxygen concentrations. Unlike pimonidazole 
adducts, which respond to very low oxygen levels, Image-iT® Hypoxia reagent is 
fluorogenic when atmospheric oxygen levels are less then 5% (Figure 2, page 2). 
The Image-iT® Hypoxia Reagent shows real time response to oxygen levels in live 
cells by increasing signal with reduced oxygen. These properties make this reagent an 
ideal tool for detecting hypoxic conditions around tumor cells, 3D cultures, spheroids, 
neurons, and other live samples. Image-iT® Hypoxia reagent can be used to detect 
tumors in small animals, and its fluorogenic properties correspond with increased Hif 
1α expression and translocation under hypoxic environments.1

Before you begin

Prepare stock solutions Image-iT® Hypoxia Reagent is provided as a lyophilized powder. To make 1 mM stock 
solution, dissolve the lyophilized powder in 1.40 mL of DMSO. This stock solution can 
be stored at ≤−20°C for 6 months, or 2°C to 8°C for up to one week. For best results, mix 
well when preparing the stock solution and avoid the freeze-thaw cycles. 

Table 1. Contents and storage

Material Amount Storage Stability

Image-iT® Hypoxia Reagent 1 mg
• ≤–20°C
• Desiccate
• Protect from light

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

MW: 711.87
Approximate Ex/Em maxima: 490/610 nm (see Figure 1, page 2).
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Figure 1. Typical absorption and emission spectra of Image-iT® Hypoxia Reagent

Figure 2. A549 cells were grown on a glass-bottom 30-mm dish at a density of 1 × 105 cells/dish and left 
overnight under normoxic conditions in a CO2 incubator. A 5-μM solution of Image-iT® Hypoxia reagent 
was added to the cells in complete growth medium. The cells were then incubated on an EVOS® Onstage 
Incubator at varying O2 concentrations (20%, 5%, 2.5% and 1%) for 1 hour and then imaged on the EVOS® 
FL Auto fluorescence microscope using a special filter with excitation of 488 nm and emission of 610 nm.  
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Experiment guidelines

 1.  Plate cells at the recommended density on a glass bottom dish and incubate them 
overnight at 37°C overnight in a CO2 incubator. For better results, higher cellular 
density is recommended.

 2.  Prepare a 1 mM stock solution of the Image-iT® Hypoxia Reagent in DMSO. Add the 
reagent to the cells at a final concentration of 5–10 µM and incubate for 15 to 30 minutes. 

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

 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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Product List Current prices may be obtained from our website or from our Customer Service Department.

Cat. no. Product Name . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . Unit Size
H10498 Image-iT® Hypoxia Reagent. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . .1 mg

Related Products
A14291DJ  Live Cell Imaging Solution . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . .  500 mL
A1896701  FluoroBrite™ DMEM. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . .  500 mL
D12345 DMSO, anhydrous. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 10 × 3 mL



Purchaser notification

These high-quality reagents and materials must be used by, or directl y under the super vision of, a tech nically qualified individual experienced in handling potentially hazardous 
chemicals. Read the Safety Data Sheet provided for each product; other regulatory considerations may apply.

Obtaining Support 
For the latest services and support information for all locations, go to www.lifetechnologies.com.

At the website, you can:
• Access worldwide telephone and fax numbers to contact Technical Support and Sales facilities
• Search through frequently asked questions (FAQs)
• Submit a question directly to Technical Support (techsupport@lifetech.com)
• Search for user documents, SDSs, vector maps and sequences, application notes, formulations, handbooks, certificates of analysis, citations, and other product support 

documents
• Obtain information about customer training
• Download software updates and patches 

SDS 
Safety Data Sheets (SDSs) are available at www.lifetechnologies.com/sds.

Certificate of Analysis 
The Certificate of Analysis provides detailed quality control and product qualification information for each product. Certificates of Analysis are available on our website.  
Go to www.lifetechnologies.com/support and search for the Certificate of Analysis by product lot number, which is printed on the product packaging (tube, pouch, or box).

Limited Product Warranty 
Life Technologies Corporation and/or its affiliate(s) warrant their products as set forth in the Life Technologies’ General Terms and Conditions of Sale found on Life Technologies’ 
website at www.lifetechnologies.com/termsandconditions.  If you have any questions, please contact Life Technologies at www.lifetechnologies.com/support.

Disclaimer 
LIFE TECHNOLOGIES CORPORATION AND/OR ITS AFFILIATE(S) DISCLAIM ALL WARRANTIES WITH RESPECT TO THIS DOCUMENT, EXPRESSED OR IMPLIED, INCLUDING BUT 
NOT LIMITED TO THOSE OF MERCHANTABILITY, FITNESS FOR A PARTICULAR PURPOSE, OR NON-INFRINGEMENT.  TO THE EXTENT ALLOWED BY LAW, IN NO EVENT SHALL 
LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) BE LIABLE, WHETHER IN CONTRACT, TORT, WARRANTY, OR UNDER ANY STATUTE OR ON ANY OTHER BASIS FOR SPECIAL, 
INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING BUT NOT LIMITED TO 
THE USE THEREOF.

Important Licensing Information 
These products may be covered by one or more Limited Use Label Licenses. By use of these products, you accept the terms and conditions of all applicable Limited Use Label 
Licenses.

All trademarks are the property of Thermo Fisher Scientific and its subsidiaries, unless otherwise specified. 
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