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ABSTRACT: The population of different T cell markers viz. BoCD4
+
 , BoCDS

+
 and BoWCl

+
 

cells were analyzed using monoclonal antibodies (MAh) against T cell markers by 

Flowcytometric analysis There was significant increase in BoCD4
+
 and BoWCl

+
 T cells 

compared to healthy buffaloes (P<0.05). An increase was also recorded in BoCD8
+
 cells of 

mastitic buffaloes as compared to normal buffaloes but this elevation was not significant 

(P>0.05) After the start of homeopathic treatment there was a gradual decrease in BoCDfP*’ T 



cells on day 5 and 10. However, on day 20 there was an increase in this cell subpopulation which 

was significant. There was significant increase in ratio of BoCD4+- BoCD8
+
 Thymphocytes on 

day 5 and day 10 post treatments indicating an up regulation of BoCD4
+
 On day 20 there was an 

apparent reduction in mean ratio of B0CD4
+
 BoCD8+ Tlymphocytes hut it remained more than 

one which is indicative of active immune response. 

Keywords: Flow cytometry, BoCD4
+
 Lymphocyte, BoCD8 T Lymphocyte, Mastacure. 

INTRODUCTION - In the present study, flowcytometric analysis of BoC°D4
+
, B0CD8 

+
 and 

BoWCl
+
 T cells was conducted using monoclonal antibodies (MAb) against T cell markers to 

analyze the effect of mastacure, a homeopathic medicine in treatment of mastitis by studying 

phenotypic distribution of T cells subpopulation in the milk of mastitic buffaloes. 

MATERIAL AND METHODS - Five animals suffering from sub clinical mastitis (SCM) were 

treated with the medicine @ 30 drops orally thrice a day for 20 days. Five normal animals were 

kept as control and subjected to same treatment with mastacure Untreated group. For laboratory 

examination, milk samples were collected once before treatment and then on days 10, 20 and 30 

after start of therapy. Leucocytes were ……………… the population of different cell viz 

B0CD4
+
 B0CD8

+ 
and B0WC1

+ 
T cells were analyzed by PACS ^Fluorescent activated cell 

shorter) using monoclonal antibodies (MAb) against the T cell subpopulation by flowcytometry 

as per the method of Sharma ct al. (1990). A FACS calibur flow cytometer (Becton-Dickin- son) 

and Hewlett Packard Software wore used for data acquisition, arid analysis of MAb leukocyte 

staining patterns 

RESULTS AND CONCLUSION - The present study demonstrated that after the start of 

homeopathic treatment there was a gradual decrease in BoCD8
+
 T cells on day 5 and 10. 

However, on day 20 there was significant increase in this cell subpopulation. Earlier reports 

suggested that CB8
+
 lymphocytes activated during bacterial infection can suppress important 

host immune responses Holly et al., 1988; Hisatsune et al., 1990; Park et al. 1993) and 

subsequently, the large proportion of CD8
+
 lymphocytes relative to CD4

+
 lymphocytes may 

suppress the activity of these cells', thus contributing to delayed host immune responsiveness 

during the early stages of pathogenesis. It appeared that the up regulation of BoCD4'' T cells on 

different days following mastacure treatment reported in the present study might be responsible 



for enhanced bacterial clearance from mammary gland as revealed by absence of bacteria in milk 

following treatment with mastacure. There are evidences which showed that, bovine 

lymphocytes mediate direct antibacterial activity and this activity is dependent on IL-2 

activation, an important cytokine, secreted by CD4
+
 T cells (Shafer- Weaver et al. 1996 and 

Sordillo et al., 1991). 

Before treatment 

Table 1. 

 

Sequential changes in the proportions of bOCD8 positive T-

lymphocytes in the milk samples of normal and mastitic buffaloes 

before and after administration of mastacure. 

Status Before Treatment   Days post treatment  

  5th Day 10th Day 20th day 30th day 

 Mean 

±SE 

tcal Mean 

±SE 

tcal Mean 

±SE 

tcal Mean 

±SE 

tcal Mean 

±SE 

tcal 

Normal 13.6 1.56 10.97ab 0.36 9.13ab 1.16 6.71 3.52* 13.39 1.73 

+1.71  +2.85  +2.27  +0.10  +1.55  

SCM 19.91  12.4  13.89  21.19  18.22  

+3.66  +2.82  +3.41  +4.11  +2.32  

CD at 5% = 6.08  

1. * significant (P<0.05) 

2. ** highly significant (P < 0.01) 

3.  Mean with different superscripts differ significantly. 

The present study revealed that on day 5 post treatment only two quarters were having 

streptococcal infection and showed simultaneous increase in CD4+ cells. On day 10, 20 and post 

treatment only two, three and one quarter, respectively were found culturally positive for Str 

agalatiae whereas by one quarter on these days showed isolation of S. aureus. Our study 

revealed that there was significant up regulation of CD4+ cells from day 5 to day 10 as 

compared to CD8+. It seems that homeopathic medicine was exerting a synergistic effect in 

increasing CD4+ cells. Activated CD4+ lymphocytes can then secrete interleukin, such as 1L-.2, 



which can convert macrophages into potent effecter cells. (Kalish and Schlossman, 1985). 

Consequently, these macrophages trigger mitrobial defense mechanism during early phase of 

disease (Kaufmarin, 1993; Nickerson, 1985) leading to active phase of recovery. 

Table 1. 

 

Sequential changes in the proportions of bOCD4 positive T-

lymphocytes in the milk samples of normal and mastitic buffaloes 

before and after administration of mastacure. 

Status Before Treatment   Days post treatment  

  5th Day 10th Day 20th day 30th day 

 Mean 

±SE 

tcal Mean 

±SE 

tcal Mean 

±SE 

tcal Mean 

±SE 

tcal Mean 

±SE 

tcal 

Normal 8.85 3.2 11.45 8.79 12.81 4.0 10.92 3.70 11.24 0.3 

±0.58 7* ±0.62 * *. ±0.33 2* ±1.25 * ±2.59 7 

SCM 14.22bc  2 5.15a  26.86s  21.6s  12.67°  

±1.53  ±1.42  ±3.48  ±2.59  ±2.87  

CD at 5% = 7,37 significant (P<0.0S) 

2.  highly significant (P < 0.01) 

3,  Mean with different superscripts differ significantly. 

 

However, further studies are required to elucidate the functional significance of up regulation 

of BoCD4
+
T cells subpopulation following homeopathic treatment, particularly cytukine 

profiling following mastacure treatment which will reveal the immunological basis of 

homeopathic treatment in cure of mastitis  

 

 











 


