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Tissue Gram Staining kit

Cat: G3225
Size: 5x50mL
Storage: RT, avoid light, valid for 6 months.

Kit Components
Reagent 5x50mL Storage
Reagent A: Crystal Violet Staining Solution 50mL RT, avoid light
Reagent B: Lugo iodine solution 50mL RT, avoid light
Reagent C: Compound red staining solution 50mL RT, avoid light
Reagent D: Differentiation fluid 50mL RT
Reagent E: Counterstain 50mL RT, avoid light
Introduction

The Gram stain, invented in 1884 by the Danish physician Christain Gram, is a widely used identification
stain in bacteriology. By staining with this method, bacteria can be identified into two major groups,
Gram-positive (G+) and Gram-negative (G-). The different coloring reactions of bacteria are due to differences in
cell wall permeability to ethanol and resistance to decolorization, mainly determined by the thickness and
structure of the peptidoglycan layer.

This staining kit is modified from the original Gram staining method and is particularly suitable for
identifying bacterial infections in tissue sections. Bacteria are stained dark purple or pink, and the background of
the tissue is colored yellow in the presence of a re-staining solution, allowing a clear view of the bacteria present
in the tissue.

Protocols(for reference only)

1. Use paraformaldehyde to fix the sections normally, the embedded tissues were cut into 3-7um thin slices,
deparaffinized to distilled water, and then the following staining steps were performed.Crystalline violet
staining solution was used to stain the sections for 2 min, rinsed with tap water, and excess staining solution
was removed.

2. Crystalline violet staining solution was stained for 2min, rinsed with tap water to remove excess staining
solution.

3. Mordant staining with Lugol's iodine solution for 5min, rinse with tap water, remove excess iodine, drain off
excess water but not completely dry.

4. Use 95% ethanol to differentiate until no excess purple elution, rinse with tap water to terminate
differentiation.

5. Stain with red staining solution for 5 min, wash briefly with tap water to remove excess staining solution.

6. Add the differentiation solution dropwise for Smin, rinse with tap water, drain off excess water but not
completely dry.
7. 95% ethanol rapid wash three times dehydration.
8.  Rapid staining with re-staining solution for 10-20s, washing with anhydrous ethanol for 5-10s.
9. Anhydrous ethanol-xylene (anhydrous ethanol and xylene 1:1 mixture) dehydration 5-10s.
10. Xylene transparent, neutral gum sealing.
Result
Gram-positive bacteria and nuclei Purple
Gram-negative bacteria Red
Background Yellow
Note

1. The bacteria are small and the results need to be observed with a 100x oil microscope.

2. 95% ethanol differentiation step should be replaced with new 95% ethanol several times until no purple color
comes off if the drop is differentiated.

3. For your safety and health, please wear lab coat and disposable gloves to operate.
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For research use only. Do not use for clinical, diagnostic, food, cosmetic testing and other purposes.




