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Sperm Morphology Stain Kit(Papanicolaou Method)

Cat:G2571
Size:4x20mL
Storage: RT, avoid light, valid for 1 year.

Kit Components

Reagent 4x20mL Storage
Reagent(A): Hematoxylin Staining Solution 20mL RT, avoid light
Reagent(B): Bluing Solution 20mL RT
Reagent(C): Orange G6 Solution 20mL RT, avoid light
Reagent(D): Modified EA50 Solution 20mL RT, avoid light

Self Provided Materials
Fixative(such as 95% ethanol), Series of Ethanol,Acid Ethanol Fifferentiation Solution

Introduction

Papanicolaou method is widely used in routine cytological staining. Papanicolaou stain was initially only
used to detect estrogen level in vaginal epithelium and pathogens such as Candida and trichomonad in genital tract.
The combination of orange G6 and EA36 or EAS50 can dye the cytoplasm into bright green, blue and pink. At
present, most laboratories use finished dye solution, so we should pay attention to the best conditions of each dye
solution after improvement. The final cytoplasmic staining should be transparent, and the nuclear chromatin
should be easily distinguished. At present, the modified papanicolaou solution contains many kinds of ions, which
has polychromatic dyeing efficiency. After staining, the cytoplasm is bright and transparent, and the structure of
nuclear membrane, nucleolus and chromatin is clear.

Sperm Morphology Stain Kit(Papanicolaou Method) can selectively combine with the corresponding dyes to
dye sperm and proteins with different isoelectric points in the same acidity. The nucleus is composed of acidic
substances, which have a strong affinity with alkaline dyes; on the contrary, the cytoplasm has a large affinity with
alkaline substances and acid dyes. The cytoplasm is dyed with the modified EAS0 staining solution specially for
sperm staining, and the nucleus is dyed with the non-toxic modified hematoxylin staining solution independently
developed, which is especially suitable for sperm staining, as well as the cell samples of pleural effusion and
ascites, sputum.

Protocol(for reference only)

1.  Completely liquefy the fresh semen sample or restore the semen sample stored at - 20 °C to room
temperature.

2. Itis necessary to wash the sperm before making a section. The methods are as follows: (1) add 0.5mL semen
and 10mL physiological saline into the test tube and mix them well. (2) centrifugation for 10 min at 2000
revolutions, and remove most of the supernatant (repeat step (1 and step @) if necessary) (3) gently flick the
test tube to suspend the centrifuged sperm mass in the remaining physiological saline. If the sperm
concentration is too high, adjust the sperm density with physiological saline.

3. Add 10-20 pl semen onto a clean slide and evenly smear it into a circular sample area. Place the slide
horizontally and dry it naturally in the air.

4. Fix the dried smear in 95% ethanol for 5-10 min.

5. Soak in series of ethanol(80%,70%,50%) from high to low for I min each.

6. Soak or wash in distilled water or tap water for Imin.

7.  Stain with Hematoxylin Staining Solution for 3-5min.

8. Wash with distilled water for 30s.

9. Differentiate by hydrochloric acid ethanol differentiation solution for about 4-5s. It is suggested to view the
differentiation to an appropriate degree under the microscope.

10. Blue in Bluing Solution for 4min.

11. Wash with tap water for 2min.

12. Dehydrate in series of ethanol(50%,70%,80%,95%) for lmin each.

13. Stain with Orange G6 Solution for 2min.

14. Rinse with 95% ethanol (I) and (II) for 2min respectively.
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15.
16.
17.
18.

Stain with Modified EA50 Solution for S5min.

Dehydrate in 95% ethanol (I) and (II) for 1 min respectively.
Dehydrate in absolute ethanol (I) and (II) for | min respectively.

Transparent by xylene and seal with resinene.

Result

Acrosome region of sperm head

Light Blue

Postacrosomal region

Deep Blue

Middle part

Slight Red

Rear part

Blue or Slight Red

The excessive residual cytoplasm that usually located in the lower part of the
head or around the middle part is dyed orange red

Note
All dye solutions should be filtered and changed frequently.
Acid ethanol differentiation solution is usually hydrochloric acid ethanol, which can be purchased from
G1860-0.5% acid ethanol differentiation solution or self-made.

1.
2.

3.

For your safety and health, please wear experimental clothes and disposable gloves.
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