
Cell Imaging with AcidiFluor ORANGE™

Summary
AcidiFluor™ ORANGE is a fluorescence imaging probe which enhances fluorescence drama cally in acidic environment. This probe can stain acidic 
organelle such as lysosome, late endosome and granule selec vely. AcidiFluor™ ORANGE can be used for detec ng acidic organelle, observing granule 
release, imaging of endocytosis/exocytosis and so on.

Feature of AcidiFluor™ ORANGE
High S/N ra o
Orange color fluorescence and usable for mul color imaging
Great photostability

Visualize degranula on phenomenon of RBL-2H3 cell (rat basophilic leukemia cell)

AcidiFluor ORANGE™

Fluorescent Probe

h ps://www.youtube.com/watch?v=ADS6yncuim4

Degranula on Imaging of RBL-2H3 Cell (rat basophilic leukemia cell)
Granules were stained with AcidiFluor™ ORANGE（1 μM in DMEM）and extracellular liquid phase was visualized by Alexa Fluor® 647, carboxylic 
acid. Degranula on was caused by use of Ionomycin and observed with a confocal microscope. Results revealed that fluorescent of granule which 
was stained with AcidiFluor™ ORANGE decreased due to degranula on, on the other hand, the fluorescence intensity of Alexa Fluor® 647, carboxylic 
acid increased, simultaneously. These results show that AcidiFluor™ ORANGE is useful for degranula on imaging.



Cell Staining Protocol
■Prepara on of Reagent and Cell Staining
1. To prepare a stock solu on, dissolve the AcidiFluor™ ORANGE 10 μg in 13.4 μL of dimethylsulfoxide (DMSO; and also available for dH2O or EtOH) 

to 1 mM.
2. Dissolu on to medium to make 1 mM stain solu on.
3. Remove the culture medium from cell culture dish and wash twice at medium.
Cau on : Glass bo om dish etc. are recommended as cell culture dish, because it has no intrinsic fluorescence.
4. Add stain solu on to the dish and incubate 2 to 24 hours under 37 ℃, 5%CO2 condi ons. Though there are slightly difference due to cell type or 

growth condi on, usually cells are well stained around 2 hours.
5. A er staining, wash once at medium and twice by HBSS buffer. Replace to HBSS buffer and observe the cells using a fluorescence microscopy.

■Fluorescence Imaging
532 nm or 514 nm are suited for excita on wavelength.　Cy3, TRITC (Nikon Co. Ltd.) orU-FGWA, U-FGW, U-FGNA, U-FRF (Olympus Co. Ltd. ) etc. are 
usable for filter.  The maximum peak of fluorescent wavelength is detected at about 560 nm.

■Storage
Probes are delivered under condi ons of N2 atmosphere and dry. A er receipt, store under -20 ℃, desiccate and protect from light. We recommend 
to use up at once a er probes are solved to DMSO.
Goryo Chemical Company commercialized AcidiFluor™ ORANGE under the guidance of Prof. Kenzo Hirose (Professor of Graduate School of Medicine, 
The University of Tokyo, Department of Neurobiology). AcidiFluor™ ORANGE was licensed from Tokyo University. The development of this product 
was supported by JST (Japan Science and Technology Agency) program “Development of Systems and Technology for Advanced Measurement and 

h ps://www.youtube.com/watch?v=1RiNqHmGS7U

Degranula on Imaging of RBL-2H3 Cell (rat basophilic leukemia cell) stained with AcidiFluor™ ORANGE. The movie is merged with differen al 
interference contrast image. Degranula on was caused by use of Ionomycin and the phenomenon was observed with a confocal microscope. Results 
revealed that fluorescence of granule which was stained with AcidiFluor™ ORANGE decreased due to degranula on.

Other Movie
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