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Immunofluorescence staining report for ROS detection

(Frozen-slides)

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model
Freezing microtome Thermo Cryotome E

Glass microscope slides  Wanwu

Coverslips CITOTEST 10212432C

Rocker Wanwu TSY-B

Vortex Wanwu MX-F

Micro-centrifuge Wanwu DI1008E

Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen Wanwu WG1066-1

Refrigerator Haier BCD-192TGN
Ortho-Fluorescent Nikon NIKON ECLIPSE C1
Microscopy

1.2 Major reagents

Name Producer Code Dilution
OCT embedding medium Wanwu G6059-110ML

PBS solution Wanwu G0002

ROS staining solution SIGMA D7008 1:500
DAPI Wanwu G1012

Spontaneouss fluorescence  Wanwu G1221

quenching reagent

anti-fade mounting medium Wanwu G1401

2. Procedure

http://www._wanwusw.com
http://www_hfwanwu.com
248 11
400-1016-218
2028438226@0qq-com



A & 3 AT
WDElf %m* FE RV EDRHF R A A

Hefei WANWU technology CO.,LTD

2.1 Circle and Spontaneous fluorescence quenching: restore frozen slides to room temperature .
eliminate obvious liquid, mark the objective tissue with liquid blocker pen. Add spontaneous
fluorescence quenching reagent to incubate for 5 min. Wash in running tap water for 10 min.

2.2 Staining: add ROS staining solution to the marked area, incubate at 37°C for 30 min kept in
dark place.

2.3 DAPI counterstain in nucleus: wash three times with PBS (pH 7.4) in a Rocker device, 5 min
each. Then incubate with DAPI solution at room temperature for 10 min, kept in dark place.

2.4 Mount: wash three times with PBS (pH 7.4) in a Rocker device, 5 min each. Throw away
liquid slightly, then coverslip with anti-fade mounting medium.

2.5 Microscopy detection and collect images by Fluorescent Microscopy. DAPI glows blue by
UV excitation wavelength 330-380 nm and emission wavelength 420 nm; FITC glows green by
excitation wavelength 465-495 nm and emission wavelength 515-555 nm; CY3 glows red by

excitation wavelength 510-560 nm and emission wavelength 590 nm.

3 Results

Nucleus is blue by labeling with DAPI. ROS positive cells labelled by fluorescein are red.
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