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Abstract: A rapid method for SCC with YOYO1 was developed. Dying the cells fluorescent is an 

advantageous technology with accurate and repeatable results. PMN elastase from bovine milk was 
obtained and proven by a RP-HPLC. The activity of the PMN elastase was measured and compared with 
porcine pancreatic elastase. Measuring the PMN elastase activity through created method is helpful for 
determination of the cattle health.  
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Milk production is a main branch in many countries  
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according to Regulation EC  853/2004 classed 
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increases in animals with subclinical and clinical mastitis  ow SCC values might 
indicate problems with immune response  

have polymorphic-segmented nucleus and numerous cytoplasmic granules that provide 
  This 

serine endopeptidase) which proceeded 
phagocytosis  It is  High elastase activity indicates 

 

 
 

YOYO1 on X-100, -methanol, 
sodium acetate, NaCl, HCl, porcine pancreatic 

elastase and N-succinyl-Ala-Ala-Ala-p- -Aldrich 
Germany  

Mil

EC  
  

 with YOYO Milk samples were kept 
at 4°C during the isolation procedure 0 

 min, 4°C  Then 
they were suspended in 5 mL  

 min, 4°C
in 1mL   and L cell suspension were 
added to 10 L -100) 

http://rsbweb.nih.gov/ij/docs/guide/146-2.html  
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Isolation  per method described by Mehrzad et 3  000 
mL mastitic  cell count 790 000 cells/mL) 
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The last supernatant was spin at 18 llets were discarded, 

  1) was collected and then 
concentrated   

a -
Dispers -20°C, 180 

– 

d at 18 

 
was added , containing: 0 05 M sodium acetate, 0 05 M NaCl, pH 5 0, thus was 

elastase 2) was concentrated with the 
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he reverse phase high-  - ) with 

  
The eluent was aqueous – organic – methanol) and pH was adjusted to 

 
 

diluted with 50 : 50 methanol : water [11 gradient were: 0 – 5 min 
methanol concentration increases 0 – – 50 min methanol concentration 

– 
E
Elastase activity wa ed by a colorimetric assay using N-succinyl-Ala-Ala-Ala-p-

, measured at microplate reader Rayto RT-2100C 
wavelength)  tion in 
Tris – , 5]  the substrate in 

 N-succinyl-Ala-Ala-Ala-p-nitroanilide  
-p-nitroanilide 

 

 
- N-succinyl-Ala-Ala-Ala-p-nitroanilide 
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1 is very bright cya  with DNA and RNA 
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The somatic cells were made permeable with Triton X- The used 
concentrations were YOYO1 dyed cells were counted on a 

 mastitic milk and non-mastitic 
d the 

They were 877 000 cells/mL in mastitic milk and 390 
 
 

 

790  
 

accredited laboratory 
Burgas by standard method – ISO 13366-1:2008 Milk - - 

 
– 360 000 Obviously the new 

method proposed the higher results than standard method, because the new method is 
 

 e cells are intact, 
but ma Mastitic milk 

neutrophil cells  
heavi  be in the 
supernatant  
cell in, so in this case elastase 
passed into  was used 

an elastase molecular weight 
 

E -
An - gradient  bovine 

elastase 1 and elastase 2 C
compa  show astase 2 

 
1 and 2 had the highest elastase activity determined 

 N-succinyl-Ala-Ala-Ala-p-nitroanilide, 3 and 4 the 
middle, 5 and 

was with eluent – 

ted  
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combined as and  
reacted with N-succinyl-Ala-Ala-Ala-p-nitroanilide 

color -2100C at 405 
It was evident, that porcine pancreatic elastase has a higher enzyme activity 
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Table 1 Absorption 

and N-succinyl-Ala-Ala-Ala-p-nitroanilide  

peaks + 2 peaks 3+ 4 peaks 5+ 6

13   

43   

PPE 0   
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 Bovine milk elastase activity was measured and compared with porcine pancreatic 
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