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Abstract: The erythrocytes(E) rosette forming capacity of peripheral blood lymphocytes(PBL)
in Korean native cattle was determined with 2-aminoethylisothiouronium bromide hydrobromide
(AET) and dextran(Dex)-treated sheep erythrocytes(SRBC). To further standardize the assay,
optimum concentration of AET and/or Dex-treatment and incubation time for rosette forming cell
(RFC) counts were determined.

In untreated SRBC resuspended in the rosetting medium(RPMI 1640 containing 102 FCS),
PBL from 7 animals formed low percentage of rosettes(7.8+46.0%). Both AET and Dex treatment
not only enhanced the rosette formation but also made it easy to enumerate rosettes by increasing
numbers of SRBC attached on them, SRBC treated with 0.1M AET for 20 min or 8% Dex
formed the highest percentages of rosettes, (35.7:£6.0% and 48.3:44. 7%, respectively) and
were used in subsequent studies,

With SRBC treated with 0.1M AET for 20 min and suspended in 8% Dex, the maximum
RFC observed were 56.6+6.8% in female and 65.8:+6.3% in male and the rates of RFC did

not change significantly between 3 and 20 hr incubation time at 4°C.
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Table 1. Effect of Treatment of SRBC with Various
Concentrations of Dextran or AET on E
Rosette Formation by Normal Bovine Peri-

pheral Blood Lymphocytes

Treatment of SRBC with RFC(M+S.D)*

None 7.8+6.0%
0.01M AET@ 23.9+7.4
0.1 M AET 35.7%6.0
0.15M AET 33.6+8.8
0.2 M AET ND*

2% Dextran@@ 24.1+5.4
4% Dextran 28.0+£6.1
6% Dextran 38.3+7.0
8% Dextran 48.344.7
10% Dextran 41.7+8.8

AET=2-aminoethylisothiouronium bromide hydrobro-
mide, RFC=rosette-forming cells with three or
more adherent SRBC,

* Percentage expressed as the mean values from 14(@)
or 7(@@) animals after counting a minium of 200 cells
from each samples.

# ND=not done, uncountable of RFC because of severe
aggregation of SRBC.
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Fig. 1. Kinetics of Rosette Formation by Bovine
PBL with Eagr,pex. PBL were incubated with
Exgrspex at 37C for 20 min, centrifuged at 200g
for 5 min and further incubated at 4C for varying
periods of time, Results are expressed as mean

rosette-forming cells from 8 animals+s. d.

Table 2. Effect of Incubation Time of SRBC with AET on E Rosette Formation by Normal Bovine Peri-

pheral Blood Lymphocytes

SRBC status JTime of AET RIS D)
Female(n=7) Male(n=14) Female+Male

None 20 2.2+1.8% 10.6-+5.4% 7.8+6.0%
0.1M AETH8% Dex 10 42.8+7.3 49.1+9.6 47.6+9.3
0.1M AET+8% Dex 15 43.9+8.4 58.0+9.6 54.7+11.0
0.1M AET+8% Dex 20 56.6+6.8 65.846.3 60.4+8.2
0.1M AETH8% Dex 25 53.7+4.4 57.6+5.1 56.1%5.9
0.1M AET+8% Dex 30 37.7%9.8 52.4+7.3 48.9+9.3
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Table 3. Effect of Treatment of SRBC with AET and Various Concentrations of Dextran on E Rosette
Formation by Normal Bovine Peripheral Blood Lymphocytes

SRBC Status % of Dex RECQMAS.D.)

Femzle(n=7) Male(n=17) Female+Male
0.1M AET+Dex 2 38.6+4.5% 39.28.7% 39.0£7.4%
0.1M AET+Dex 4 41.7.£7.2 44.51-8.8 43.6+8.2
0.1M AET+Dex 6 49.9+7.7 55.5:£7.9 53.6+£8.1
0.1M AET-+Dex 8 52.8+£7.7 63.6£8.0 60.4-46.2
0.1M AET-+Dex 10 44.6.1:6.2 56.1%7.7 52.349.0

5 Hmslge. = R Table 30 A9} 7ho]
2,4,6,8% @k = W=V 10% FHinEre] = o3
] WA s et webA Exprel 8% Dex® HEmdt 7
$7b EEEER] Heste] BiH3] Min(Y ; 52.8+7.7%,
T 63.6+8.0%)H¢ & F A

RAWASEERR o2 RFRe| MR E: - RosettelSEK
FE BRS AR F AET & JE RESESE &
Mg gorBr] $13te 8HAS E¥#H4 PBLS EkiEdh
Earrspex2t BE, BOEBA Y 3 SEHESA B
Kye.2 RFCE Ftggsle] Hmstglcl. = #3 RFR2
Bl ¥ FA(0 hr)oll &= 25.346.0%°) g o1t #Hik &
L5ote] SEpRElol i (63.2-54.6%)0 FiESE 3 Wi
K R BE 3~208HAdE FEA 93 &
ER7E WESA gol ARG + BRI &
& & sl (Fig. 1).
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< g Yz, BRI rosetted BEWFEIUA R
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(Ea)3ke] 52%, 6% Dex% @msle] 72%7F RFCY-$-
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(19810 WM 2 Fab’),9 #umiE-S FAst sk
MR THWERZ: # 62%%] %, Nagahata 5-(1984)-
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B3l Aub el kel Btk (Ishikawas}  Shimizu,
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NS was vA HE & g e e HU
g iAE ] WeErE EHRE IS
o BA WEIRS WS MMelEY & =%l =g
Bt
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AA Fo=24 HHES repulsive changes} BT |
Foletz B = ¢lo] (Higgins, 1981; Paul %, 1979;
Brown %, 1975) o2 #upLe] Mikol ¥ Bz
7 EkEc)

LES #RE &4 B4 RFRECE polymerpy
BfE RFRo] #m=glz, #4dAx £& RFRE
R 5 AT 2t ERE ek Azl A @),
SN, #H Sl BE £RE 293 R4V $hided
A 2ok RFCoF E3 REH] o] Fhtel o8 £8
F ER% Outteridged} Dufty(1981)9] #i%, Ficoll-
Hypaqueik ©  mononuclear cells& Z#dt F ®est
o Sl BEEAMBR7l Dexo] 23 SRBCS} rosette
BBE steAd RERBAA 10887 aks 7
RoHA T rosetted o] Fx] gksr, ©$r] RFCoj A=
BRER] & WRT T Dex’l HEpA#ie
rosetteso] = BREASIA] ¢d=rlz & Brown 5(1975)9

4, null cell®] FEFE B (Lee Belden &, 1981) =
= BEY o @4 T-cell subsetsE Ev] BRI
LR} e o2 BEaE miEs FIHS R
e THER EHEEC h3t MK kBRY B iR De
Waele 5, 1983), B¢RILBH #H (Edwine Poore %,
1981), anti-thymocyterfifffe]l <13+ THERY MR
(Usinger$} Splitter, 1981) 59 Hy:S WA Hme
Witk LEsittxn 2.
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BHRRFCO)E #AlMstaor] =3 2 Lug
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+6.0% (n=7)<1¥] I3t AET ¥ DexJE Bl A=
25 @in=slglen] #3) 0.1M AET(35.7+6.0%) 2
8% Dex(48.3+4.7%) JEERo] A B3t
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A 178 BBR#ER, SRBCE 0.1M AETZ BEE3 &
el whel 8% Dex#¥-S Himdt Bol Al RFRE 20
7 AETE WEH3 FolA 56.66.8% (female) @
65.86.3% (male)E =z2x SRBCE 0.1M AET®
20% 7 WIRES 3 o] ®ES DexZ Hmd A
S-olli= 8% DexBEHFA 52.847.7% (female) 2
63.6:-8.0% (male) 2 ol &3t}

FIMHHIL] BRTFE T HAEHHETE 3~208:R)
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FeHIf S 3~205RS) HEI S & 4 sl
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