
 

 

Sperm DNA fragmentation kit 

For 25 reactions 
 

 

 
 

 

Subfertility affects between 15% and 25% of couples, and it 

was estimated that in 2010, a predicted 48.5 million couples 

globally were unable to have a child after five years of 

attempting .In approximately 20% of infertile couples, the 

male partner is the sole cause, and in a further 30–40%, it is a 

contributing cause of infertility. Male infertility can be due to 

a variety of conditions. DNA integrity was recognized as a 

significant sperm functional parameter with an important role 

in human ART. During spermatogenesis, sperm DNA is 

subjected to various changes to achieve highly organized, 

compact and condensed structure. That unique chromatin 

structure protects father's genome from external influences 

enabling its correct transfer towards oocyte. The DNA 

integrity is the sperm functional parameter that together with 

conventional semen parameters gives more reliable and 

precise diagnosis of male reproductive potential. 

Consequently, DNA integrity testing should be incorporated 

into standard semen analysis. 

 

Description of kit reagents 

Every kit contains the necessary to perform 25 reactions. The 

components are: 

 

- Agarose Cel Support; 25 microtube 

- Pre-treated Slides; 25 units 

- Solution A, Denaturant Agent, one 25 ml drop bottle 

- Solution B, Lysis Solution, one 25 ml drop bottle 

 

-Solution C, fixing solution, one 25 ml drop bottle 

- Solution D Staining Solution, one 25 ml drop bottle 

- Solution E Staining Solution, one 25 ml drop bottle 

 

Material and equipment required, not provided with the 

kit 

 

-Bright field microscope 

- Fridge at 4º C 

- Incubation bath (s) at 37º C and 95-100º C 

- Plastic gloves  

- Glass coverslips (22 x 22 mm).  

-Micropipettes (10-100 µL) 

- Petri dishes or similar tray 

- Distilled water, 

- Ethanol at 70%, 90% and 100% 

- Microwave oven and fume hood 

-Chemical hood 

 

Sperm sample 

 

Fresh semen samples should be collected in a sterile recipient. 

The sperm DNA fragmentation assay should be performed. 

 

INSTRUCTION FOR USE 

 

1. Dilute the sperm sample in an appropriate 

human sperm extender or PBS to a maximum 

of 20 million sperm per milliliter, if the count 

of sperm is law centrifuge the semen for 5-7 

minutes in 1200 rpm and use the sediment. 

 

 

 

 

 

 

2. Place the agarose tube into the float and melt 

by using a water bath at 95-100"C for 5 

minutes .And you can melting the agarose by 

using a microwave. After, keep the Eppendorf 

to be used at 37ºC for 5 minutes to prevent the 

gelification. 

 

3. Immediately after, transfer 50 ml of the sperm 

sample to the Eppendorf tube and mix gently 

with a micropipette. The formation of bubbles 

shall be prevented. Following, place 30 μl of 

the cell suspension onto the centre of sample 

wells (S and C). Cover wells with a coverslip. 

Press gently, avoiding air bubbles formation. 

Slides must be held in a horizontal 

positionthroughout the entire process. Transfer 

the slide into the fridge at 4°C, for 5 minutes 

to solidify the agarose. 

 

 
 

4. Take the slide out of the fridge and remove the 

coverslip slowly. All the 

Processing must be performed at        room temperature 

(22 ºC) and under the   chemical hood. 

 



 
 

5. Place the slide horizontally in an elevated 

position into a staining tray. Apply Solution A 

on the well making sure the whole well 

covered with solution and lncubate for 7 

minutes. Then, remove the reagent by tilting 

slide without shaking completely. 

 

 
 

 

 

6. Apply Solution B on the well making sure it is 

fully immersed. Incubate for 15 minutes. 

Then, remove the reactive by tilting until 

completing the drying. 

 

7. Wash the slide for 5 min covering with 

abundant distilled water then, remove the 

reactive by tilting until completing the drying 

and place the slide horizontally in an elevated 

position as suggested in the figure. Dehydrate 

by flooding with 70%, 90% and 100% ethanol, 

incubate for 2 minutes respectively. After 

drying, processed slides may be kept in slide 

boxes at room temperature in a dry and dark 

place for several months. 

 

8. Place the slide horizontally in staining tray. 

Apply Solution C on the wells making sure 

these are fully immersed. Incubated for 75 

secends. Then, remove the fixator solution 

completely. Apply Solution D on the wells 

making sure these are fully immersed. 

Incubated for 3minutes. Then, remove the 

stain by tilting and the end adding solution E, 

incubated for 2 minutes. Remove the excess of 

stain with water and allow to dry at room 

temperature. 

 

9. If the staining is too intense, the slide might be 

washed in tap water. lf the staining is too 

weak, immerse the slide in 100% ethanol, 

allow to dry and repeat step 8.  

 

10. Visualize under bright field microscopy and 

counting 300 sperms in C and S well. 

 

 

 

 

 

 

 

 

Abnormal Sperms with DNA 

fragmentation  

 
- Small halo spermatozoa produce 

halos with thickness equal to or 

smaller than 1/3 diameter of the 

minor diameter of the core. 

- Spermatozoa without halo. 

Normal sperms 
 

- Big halo spermatozoa produce halos 

with thickness equal to or greater than 

the length of the minor diameter of 

the core. 

- Medium halo spermatozoa produce 

halos with thickness smaller than the 

length of the minor diameter of the 

core and greater than 1/3 of the minor 

diameter of the core and greater than 

1/3 of the minor diameter of the core.  

 

 

       REFRENCE RANGE   

  

     - Normal SDF ≤ 15% 

     - Border line SDF ~15-30% 

     - Abnormal SDF ≥30% 

 

Store condition  
After receiving the kit store at 2-8 centigrade for 8 months. 

 

Precoutions 

- All patient samples and reagents should be treated as 

potencially infectious and the user must wear protective 

gloves, eye protection and laboratory coats when performing 

the test. 

- The test should be discarded in a proper biohazard container 

after testing. 

- Do not eat, drink or smoke in the area where specimens and 

kit reagents are handled. 

- Do not use beyond the expiration date, which appears on the 

package label. 

- The use of gloves and face mask is recommended. 

- Do the test under the chemical hood. 

 

 


