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Papanicolaou EA65 Stain Kit

Cat: G1614
Size: 4x100mL /4x500mL
Storage: RT, avoid light, valid for 1 year.

Kit Components
Reagent 4x100mL 4x500mL Storage
Reagent(A):Hematoxylin Solution 100mL 500mL RT, avoid light
Reagent(B): Bluing Solution 100mL 500mL RT
Reagent(C): Orange G Solution 100mL 500mL RT, avoid light
Reagent(D): EA65 Solution 100mL 500mL RT, avoid light
Introduction

Papanicolaou method is widely used in routine cytological staining. Initially, Papanicolaou Stain was only
used to detect estrogen levels in the vaginal epithelium and pathogens such as Candida and Trichomonas in the
reproductive tract. Its principle was to use orange G6 in combination with EA36 or EAS50 to dye the cytoplasm
into bright green, blue, and pink colors. At present, the improved Pap staining solution contains multiple ions and
has polychromatic staining efficiency. After staining, the cytoplasm is bright, transparent, and the nuclear
membrane, nucleolus, and chromatin structure are clear. The nuclear staining solution is mainly Harris
hematoxylin staining solution, while the cytoplasmic staining solution is mainly EA36 staining solution, EA50
staining solution, and EA65 staining solution. Pap staining solution can also be used for cell exfoliation specimens.
After staining, the nucleus appears blue or black, the cytoplasm of keratinized squamous cells appears pink or
orange red, and the cytoplasm of non keratinized cells appears green or blue-green.

Papanicolaou EA65 Stain Kit use EA65 staining solution for cytoplasmic staining and non-toxic modified
hematoxylin staining solution for nuclear staining.It is more suitable for non gynecological cytology smear
staining.

Self Provided Materials
Fixative(like AF Fixative) ,Series of alcohol, Microscope, Acid alcohol differentiation solution

Protocol(for reference only)

1. For cell smear, fix with 95% alcohol for 10-15mins.

2. Rinse in 75% alcohol for 1min. Rinse with distilled water for 1min.

3. Stain with Hematoxylin Solution for 5-10mins.Rinse with distilled water for 1min.

4.  (Optional)Differentiate with 1% acid alcohol differentiation solution for about 4-5s or 0.5% acid alcohol

differentiation solution for about 10s.Rinse with tap water for Imin.

Blue with Bluing Solution for 3-5mins.Rinse with tap water for 1min.

Add 95% ethanol dropwise to cover the smear and balance for 5-10 seconds.

7.  Stain with Orange G Solution for 2mins. Rinse with 95% ethanol for 5-10 seconds to remove excess dye
solution.(See Note 3)

8. Stain with EA65 Solution for 3-5mins. Rinse with 95% ethanol for 5-10 seconds to remove excess dye
solution.(See Note 3)

9. Dehydrate in absolute alcohol for 1min twice.

10. Transparent with xylene and seal with resinene.
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Result
Nucleus Blue Purple or Black
Cytoplasm of non keratinized cells Light Blue or Light Green
Cytoplasm of keratinocytes Pink or Orange

Note

1. All dye solutions should be filtered before use and changed frequently.

2. Ifnuclear staining is not performed, steps 3, 4, and 5 can be omitted, and the rehydration process cannot be
omitted.

3. Steps 7 and 8 should avoid dry tablets, otherwise sedimentation may occur and affect observation.

4. For your safety and health, please wear experimental clothes and disposable gloves.
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For research use only. Do not use for clinical, diagnostic, food, cosmetic testing and other purposes.
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