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Copper red acid staining experimental report

1. Lab equipment and reagents

A. Lab equipment

Items Manufacturer Model
Dehydrator DIAPATH Donatello
embedding machine Wuhan Junjie Electronics Co., Ltd. JB-P5
Pathology microtome Shanghai Leica Instruments Co., Ltd. RM2016
Frozen platform Wuhan Junjie Electronics Co., Ltd. JB-L5
Water Bath-Slide Drier Zhejiang Jinhua Kedi Instrumental KD-P
Equipment CO.,LTD
Laboratory oven Tianjin Labotery Instrument Equipment GFL-230
Co., Ltd.
Microscope slide Wanwu
Upright optical microscope Nikon Japan Nikon Eclipse E100
Imaging system Nikon Japan NIKON DS-U3
B. Chemical Reagents
Items Manufacturer Model
Absolute alcohol Sinopharm Chemical Reagent Co., Ltd. 100092683
Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418
Dithio oxamide Sigma 379387
Acetic acid Sinopharm Chemical Reagent Co., Ltd. 10018818
Nuclear fast red Wanwu G1035
Neutral balsam Sinopharm Chemical Reagent Co., Ltd. 10004160

2. Reagent preparation

0.1% Dithio oxamide ethanol solution: Dithio oxamide10mg + absolute ethanol 10ml

10% acetic acid: acetic acid 10g + ultra-pure water 100ml

3. Experimental steps
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(1) Paraffin section deparaffinization and rehydration: put the slides into xylene I
20minutes-xylene II 20 minutes-absolute ethanol I 5 min-absolute ethanol II 5 min-75% alcohol
for 5 min, then tap water washing and distilled water washing for 3 times.

(2) Copper red acid staining: 0.1% Dithio oxamide ethanol solution: 10% sodium acetate mix at a
ratio of 1:20, and put the slides into the mixed solution and covered in a 37°C water bath for about
3 days. Put the slides into 70% ethanol twice for 10 minutes each time, and absolute ethanol
washing for twice, 3 hours each time;

(3) Nuclear staining: distilled water washing for 3 times, wash out ethanol, nuclear fast red
counterstaining for 3min, then tap water washing;

(4) Dehydration and sealing: dehydrate with absolute ethanol in 3 cylinders, transparent with
n-butanol for S5min, and xylene for Smin, neutral balsam sealing.

(5) Microscope examination, image collection and analysis.

4. Results

The copper salt deposition are dark green and black, and the nucleus is red.

5. Note
1. 0.1% Dithio oxamide ethanol solution should be stored at room temperature( lightproof);

2. The copper red acid mixed solution should be ready for use and discard after usage.
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