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Combining antibodies designed for live-cell phenotyping with antibodies that detect intracellular proteins in flow cytometry can be challenging. 
Cell Signaling Technology® (CST®) is here to help. This decision tree will enable you to determine the best approach for labeling your targets of 
interest. When used in combination with our Protocol Compatibility Table (www.cst-science.com/flow-protocol-guide), you can take the guesswork 
out of assay design and even enable single-step antibody incubation to streamline your experimental setup.
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NOTE B: PERMEABILIZATION COMPATIBILITY CHECK
Protein fluorophores, such as PE and APC, as well as tandem dyes that include a protein fluor, lose part 
or all of their fluorescence if carried through a methanol permeabilization step. However, small molecule 
fluorophores such as FITC and the Alexa Fluor dyes are compatible with methanol.
Use BEFORE OR AFTER methanol 
permeabilization:
•	 Alexa Fluor® dyes
•	 FITC 
•	 Pacific Blue™ 
•	 redFluor™ 710 
•	 violetFluor™ 450

Use ONLY AFTER methanol 
permeabilization:
•	 APC, APC-Cy®7
•	 PE, PE-Cy®5, PE-Cy®7
•	 PerCP, PerCP-Cy®5.5

NOTE A: PROTOCOL COMPATIBILITY CHECK
Many antibodies are compatible in multiple fixation and permeabilization protocols – ensure all 
antibodies of interest are compatible with a shared fixation and permeabilization protocol.  
www.cst-science.com/flow-protocol-guide
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