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Experimental Report on Picro Sirius Red Staining

1. Instruments and key reagents

1.1 Instruments

Instrument Manufacture Specifications/Model
Tissue processor Changzhou Zhongwei Electronics | TSJ-SD
Co., Ltd
Tissue embedder Changzhou Zhongwei Electronics | BMJ-A
Co., Ltd
Microtome ThermoFisher Scientific SHANDON FINESSE
325
Freezing table Wuhan Junjie Electronics Co., Ltd | JB-L5
Water bath - Slide | Changzhou Zhongwei Electronics | PHY-III
drier Co., Ltd
Slide Hubei BIOSSCI Biotech Co., Ltd BP0510
Upright microscope | Olympus CX-31
Digital scanner HAMAMATSU PHOTONICS NanoZoomer®S360
1.2 Key reagents
Reagent Manufacture Specifications/Model
Ethanol Sinopharm 100092683
Clearer Wuhan  Tongsheng  Technology
Development Co., Ltd
Neutral balsam Wuhan  Tongsheng  Technology
Development Co., Ltd
Picro Sirius Red | Hubei BIOSSCI Biotech Co., Ltd
staining kit

2. Procedures
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2.1 Tissues were fixed with neutral formaldehyde fix solution.

2.2 Deparaffinization and rehydration.

2.2.1 Tissue sections were immersed in clearer for 10min. Repeat this step two times,
gently shaking off excess liquid between each step.

2.2.2 Tissue sections were immersed in progressively more dilute ethanol solutions
and ultimately immersed in distilled water to rehydrate the tissue: Absolute ethanol
for 5min, 95% ethanol for 5min, 85% ethanol for 5min, 75% ethanol for 5Smin.
Rinsing with distilled water for 1min.

2.3 The tissue sections were stained with celestine blue solution for 5-10 minutes and
washed with distilled water. (Harris hematoxylin can also be used instead)

2.4 The tissue sections were stained with saturated Picro Sirius Red solution for
15-30 minutes.

2.5 The tissue sections were differentiated and dehydrated with absolute ethanol,
which required about four cylinders of ethanol for dehydration.

2.6 The tissue sections were transparent with xylene and mounted with neutral

balsam.

3. Results

Collagen fibers are red. Nuclei are green and the others are yellow.

4. Attentions

4.1 It is crucial to observe and take photos with a polarization microscope in time to
keep bright colors. It can also be observed under an upright microscope, but only red
and yellow can be seen.

4.2 There are four types of collagen fibers can be observed under a polarization
microscope:

Collagen I: Yellow or red fibers. Collagen fibers are tightly arranged, showing strong
birefringence.

Collagen II: It shows weak birefringence and a loose network distribution with
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various colors.
Collagen III: It shows weak birefringence and is a green fine fiber.

Collagen I'V: It shows basal lamina with weak birefringence, which is light yellow.

5. Technical support

The technical support of Picro Sirius Red staining experiment is provided by
Hubei BIOSSCI Biotech Co., Ltd (Wuhan Changyan Pathology technology Co., Ltd).
Tel: 400 118 0100

Fax: +86-027-87382710

E-mail: support@biossci.com

Website: www.biossci.com
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