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Differential Leukocytes count (DLC):  
Differential  leukocytes  are  counted  by  blood film. The blood film should be made from 
fresh blood  containing  no  anticoagulants  (as  soon  as possible after collection of the 
blood) ; otherwise, best results are obtained if EDTA is used as the anticoagulants.  Films  
of  blood  may  be  prepared  either  on  a microscope  slide  or  coverslip. 
 
Microscope slide method:  
1.    Select good quality, clean, grease-fresh slides.  
2.    Place  a  slide  on  a  flat  surface,  or  held  by edges between the fore finger and 
thumb. 
3.    Place  small  drop  of  well-mixed  blood  near one  end  of  the  slide  by  using  of  
applicator stick or capillary tube.  
4.    Immediately after placing blood on the slide, place  second  slide  "spreader"  in  front  
of  the drop  of  blood  at  an  angle  of  approximately 30˚ and pull it back until it comes to 
contact with the drop of blood, and the pause until the blood spreads along the edge of the 
spreader  
5.    After the blood spreads along the edge of the spreader, push the spreader forward 
smoothly and quickly at an angle about 30˚. The greater the angle the thicker and shorter 
blood smear, and  the  smaller  the  angle  the  thinner  and longer smear.  
6.    Dry blood film quickly by waving it in the air.  
7.    Identify the blood film by writing in the date and  client's  name,  or  a  reference  
number, along  the  end  of  smear  with  a  pencil  or  the edge of the spreader slide.  
8.    Whenever  possible  fix  and  stain  blood  films immediately they are prepared, 
otherwise fix them  in  absolute  methanol  and  then  store them in a clean box until they 
can be stained. 
 
Coverslip method:  
1.    Square  coverslip  22  by  22  mm  of  No.  1 thinness are used.   
2.    Hold  a  clean,  dry  coverslip  by  its  edges  in one hand.  
3.    Place a small drop of blood on the center of  the coverslip.  
4.    Place a second clean, dry coverslip diagonally on the first, forming an eight-pointed 
star; the blood will immediately spread.  
5.    Grasp  the  top  coverslip  by  its  corners  and using  a  smooth  motion  slide  the  two  
apart , then wave the coverslip in the air to enhance drying.  
6.    The   coverslips   should   be   identified   by placing it in a small box with the name of 
the owner or number of the case on it. 
 
Staining the blood smear 
 
1. Leishman's staining method 
a. Place the slide on a staining rack. 
b. Cover the smear completely with leishman's stain and leave it to act for 1-2 min. this fix 
smear. 



 
c. Add to the slide a volume of buffered distilled water which is approximately twice that 
of the stain already present. The gently rocking the staining rack evenly mix the buffered 
distilled water and stain. 
d. Allow the mixture to act for 10- 15 min.  
e. Wash off the mixture from the slide with buffered distilled water, take care to avoid any 
precipitate of stain remaining. Flood the slide with buffered distilled water and allow it to 
remain on the slide for approximately 1 min. until the smear has a pink tinge. 
f. Pour off the water and dry  the slide. 
 
2. Giemsa stain 
a. Place dried blood smear in staining jar containing absolute methyle alcohol for 3 – 5 
min.  
b. Drain off the alcohol and allow the slide to dry. 
c. Transfer slide to staining jar containing Giemsa stain and allow to stain for 15 to 60 
min. 
d. Wash slide thoroughly with buffered distilled water . 
    
Method of differential Leukocytes count:  
1.    The examination is made with oil-immersion objective.      
2.    Count and differentiate 100 leukocytes  
3.    The   individual   cells   can   be   tabulated   in columns  on  a  prepared  sheet  of  
paper,  or  a blood cell counter . 
 
 
White blood cell  reference values 
 
 
 Cattle  Sheep  Goat  Horse  
WBC (per/µL)                   4000-12 000      4000-12 000                 4000-13 000               5400-14 300 
Neutrophils (per/µL)         600-4000          700-6000                      1200-7200                   2300-8500 
Lymphocytes (per/µL)      2500-7500        2000-9000                    2000-9000                   1500-7700 
Monocytes (per/µL)          25-800               0-750                            0-550                          0-1000 
Eosinophils (per/µL)         0-2400               0-1000                          0-650                           0-1000 

 

 


