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Abstract: In order to enumerate the T-lymphocytes in bovine peripheral blood lymphocytes
(PBL) by E rosette assay, KGRBC were treated with various concentrations of 2-aminoethyli-
sothiouronium bromide(AET) and dextran(Dex), singly or in combination. To further stand-
ardize the assay, optimum concentration of AET- and/or Dex-treatment and incubation time
for rosette forming cell(RFC) counts were determined. The levels of B-lymphocytes in the
PBL were evaluated by erythrocyte-antibody(EAr.)- and erythrocyte-antibody-complement
{EAC)-rosetting techniques.

The results obtained were as follows;

The PBL from 20 clinically normal Korean cattle were formed as low percentage of spont-
aneous E-rosette (6.7+2.4%) in control group, whereas in KGRBC treated with 0.1M AET
for 20 minutes and 8% Dex were formed as 37.3+2.7% and 45.1+2.1%, respectively. And
the synergistic effects were noted no less than 66.5+5.6% when the KGRBC treated with 0. 1M
AET and 8% Dex subsequently and rate of RFR did not change significantly between 3~24
hours incubation time at 4°C, EA-and EAC-RFR were 23.349.1% and 23.1:7.9%, respec-
tively.

These results suggest that the KGRBC would be a useful agent for the enumeration of
T-lymphocytes by E rosette assay and B-lymphocytes by EA- or EAC-rosette assay in cattle-PBL.
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Table 1. Effect of various concentrations of AET
on E-rosette formation

% PBLE Eaprepes® £3%, 94 AN F 33 AET* % of RFC (M=+SD)**
AXNsAAM JAA o2 RFCE A4 v zddd. =
Ash Fig 19049 %o RFRE 44 ¥ &A(h)s) ~ Untreated 6.7x2.4
£ 40.153.5%0 92 A4 550 5476l Hz 0.05M 28.9£4.7
0.1 M 34.9+5.0
4 I 0.15M 37.342.7
H- ———3 1 0.2 M 26.0%5.2
o 0 T I ¥ —
& * AET: 2-aminoethylisothiouronium bromide.
- **¥ RFC: rosette forming cells, percentage expressed
o as the mean values from 20 animals after
40 . .
oo ‘ counting a minimum of 200 lymphocytes from
each samples.
Table 2. Effect of various concentrations of dextran
on E-rosette formation
0 3 6 10 20 24 Dex # % of RFC (M+SD)
I ti '] ,
ncupation Tln'l@ thr) . 29 10.6--0. 1
Fig 1. Kinetics of rosette formation by bovine . 8 o
PBL with Eagrspes PBL were incubated 4% 18.9+3.2
with Eagripex at 37°C for 20 min, centr- 6% - 29.6+8.5
ifuged at 200g for 5 min and further incu- 8% 45.1+2.1
bated at 4°C for varying periods of time. 10% 29 14-4.3

Results are expressed as mean rosette-for-
ming cells from 10 animals+S.D.

# Dex: dextran.
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Table 3. Synergistic effect of AET and Dex on
E-rosette formation

Erythrocytes treated with

% of RFC(M+SD)

AET Dex
0.1M 2% 27.7+7.3
0.1M 4% 40.9%3.8
0.1M 6% 56.714.0
0.1M 8% 66.5+5.6
0.1M 10% 36.31+1.8
0.05M 8% 32.443.3
0.15M 8% 39.2+41.2
0

0.2M 8%

30.5%3.

Table 4. EA- and EAC-rosette formation rates of
PBL with KGRBC

Rosette % of RFC (M+SD)
EA 23.3%9.1
EAC 23.1+7.9
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