invitrogen USER GUIDE

Hypoxia Green for Flow Cytometry

Catalog No. H20035
Pub. No. MANOO17632 Rev. A.0

Product information

Oxygen deficiency of the cellular environment is referred to as hypoxia, which plays a role in many diseases including
lipid metabolism, inflammation, cardiovascular disease, hypertension, tumor-mediated immunosuppression, and
neurodegenerative disease. Hypoxia Green reagent for Flow Cytometry is a membrane-permeant, fluorogenic probe that
can help detect cells that are adapting to a low oxygen environment. As cellular oxygen levels decrease, the probe responds
by releasing rhodamine, which results in detectable emissions in the green channel. This sensitive, non-antibody based
probe allows for the end-point detection of hypoxic cells.

Table 1. Contents and storage

Product Amount Concentration Storage*

e Store in freezer (-5°C to -30°C)

Hypoxia Green Reagent 2 x 50 assays 30 pg/vial e Dessicate
e Protect from light

* When stored as directed, the product is stable for at least 6 months from the date receipt.
Approximate Ex/Em maxima: 505 nm/524 nm

Materials required, but not
provided e Cells of interest

e DMSO, Anhydrous (Cat. No. D12345)
® Phosphate-buffered saline (PBS) or similar protein-free buffer
e Culture media containing protein such as FBS or BSA

¢ Flow cytometer

Caution No data are available addressing the mutagenicity or toxicity of the Hypoxia Green
reagent. Handle the DMSO with caution because DMSO is known to facilitate the entry
of organic molecules into tissues. Always wear suitable protective clothing, gloves and
eye/face protection when handling this reagent. Dispose of the reagents in compliance
with all pertaining local regulations.

Storage and handling Upon receipt, store the kit components desiccated at <-20°C until required for use.
When stored properly DMSO and dry Hypoxia Green reagents are stable for at least
6 months. Allow the products to warm to room temperature before opening the vials.
Stock solution can be frozen after use, but should be aliquoted to avoid repeated
freezing and thawing.
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Figure 1. Detection of hypoxic cells using Hypoxia Green Reagent for Flow Cytometry. Jurkat cells, a human leukemia cell line, were incubated
under normoxic or hypoxic conditions for 18 hours. Hypoxia Green reagent was subsequently added to the cells and the cells were incubated for
an additional 3 hours. Cells were harvested and analyzed on an Attune™ NxT Flow Cytometer using a 488-nm laser and a 530/30-nm emission filter.
Normoxic cells (subjected to 20% O,) can be distinguished from (A) hypoxic cells (subjected to 1% O,, red histogram peak) as well as (B) hypoxic

cells subjected to different O, concentrations (10% O, blue peak; 5% O, yellow peak; 2.5% O, orange peak and 1% O, red peak).

Normoxia

—_
o
o

—_
o
3,1

—_
o
~

PE-Cy7 CD71

—_
o
w

—_

o
N
|

10"
10"

T T

102

T

103

T

104

T T

108

Hypoxia Green Reagent

T

108

PE-Cy7 CD71

RN
o
o

—_
o
w

104

103

102

101

Hypoxia

Lo

- |

|

ol

T IIIH£I

10"

T

T T

102

T T T

103

T T T TTTT

108

104

T

10°

Hypoxia Green Reagent

Figure 2. Simultaneous detection of hypoxia and a cell surface marker in K562 leukemia cells. K562 cells, a human leukemia cell line that
expresses CD71 (transferrin receptor), were incubated under normoxic (20% O,) or hypoxic (1% O,) conditions for 18 hours. Hypoxia Green reagent
was subsequently added to the cells and the cells were incubated for an additional 3 hours. Cells were harvested, stained with PE-Cy7 anti-CD71
antibody, then analyzed on an Attune™ NxT Flow Cytometer using a 488-nm laser and a 530/30-nm emission filter to detect Hypoxia Green, and
a 561-nm laser and a 780/60-nm emission filter to detect CD71.

Hypoxia Green for Flow Cytometry | 2



Methods

Prepare stock solution Resuspend the Hypoxia Green reagent in 50 uL. of DMSO to create a 1 mM stock solution.

Stain cultured cells with
Hypoxia Green reagent

1. Culture the cells according to your protocol.

2. Add 1 pL of the 1 mM Hypoxia Green reagent to 1 mL of 1 x 10° cells.
Note: Staining can be performed on cells in culture media.

3. Incubate the cells at 37°C for 2-3 hours.

4. Optional: Wash the cells once in PBS.

5. Proceed with analysis.

Ordering information

Cat. No. Product name Unit size
H20035 Hypoxia Green for FIow Cytometry . . ... ..o e e e e e e e e e 2 x 50 tests

Related products
D12345 DMSO, ANNYAIOUS . . . oottt it e e et e e e e e e e e e e e e e e e e e e 10 x 3 mL
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Documentation and support

Customer and Technical Support

Visit thermofisher.com/support for the latest in services and support, including:
¢ Worldwide contact telephone numbers

* Product support, including:

- Product FAQs
- Software, patches, and updates
- Training for many applications and instruments

e Order and web support
® Product documentation, including:

- User guides, manuals, and protocols
- Certificates of Analysis
- Safety Data Sheets (SDSs; also known as MSDSs)
Note: For SDSs for reagents and chemicals from other manufacturers, contact the manufacturer.
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.thermofisher.com/us/en/home/global/terms-and-conditions.html. If you have any questions, please contact Life Technologies at
thermofisher.com/support.

The information in this guide is subject to change without notice.
For Research Use Only. Not for use in diagnostic procedures.
DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL,

INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.

Revision history: Pub. No. MANO017632

Revision Date Description
A0 16 February 2018 New user guide

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.
I Manufacturer: Life Technologies Corporation | 29851 Willow Creek Road | Eugene, OR 97402

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

©2018 Thermo Fisher Scientific Inc. All rights reserved.
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