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ABSTRACT

The effect of Holotrichia on Natural killer Cell Activity in Mice

Kim Gi-Yeol” - Kim Jong-Dae” + Jeong Ji-Cheon’ - Nam Kyung-Soo™
*Dept. of Internal Medicine, College of Oriental Medicine, Dongguk University
*+*Dept. of Pharmacology, College of Medicine, Dongguk University

The effect of Holotrichia on natural killer cell activity in normal mouse were studied.

1. The oral administration of Holotrichia increased spleen weight about 21.196 and also cell
numbers of spleen compared to control mice group.

2. The cytotoxicity of effector cell was most effectively induced in a ratio of 5 1
(effector/target cell). '

3. Cytotoxicity of effector cells was increased about 2496 as compared with control group in in
vivo test.

4. On the other hand, the administration of Holotrichia original solution showed significant
increase the cytotoxicity. The cytotoxicity was increased concentration dependently.

5. The cytotoxicity by 3H—thymidine incorporation assay showed similar effect with LDH
enzyme method.

* MBAENE: WEFFIARE PR
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6. In the purified NK cells, the cytotoxicity was increased about 3196 as compared with
control group in in vivo system and the ratio of cytotoxicity was generally more increased

than that of partially purified NK cell.

7. In vitro experimet of the purified NK cells, the cytotoxicity was increased 11.8% as
compared with control group and the ratio of cytotoxicity was also more increased than

that of partially purified NK cell.

These results suggest that Holotrichia is administrated to mice with malignant tumors,
the increase of NK cell activity may occur and affect tumor cells.

Key Word : Holotrichia, NK cell, LDH enzyme method, 3H—thymidine incorporation assay,

tumor cell, cytotoxicity
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Fig. 1. Effects of Holotrichia on the mouse
spleen weight.

ICR mouse was killed by suffocation. The
abdominal skin is liberally wetted with 70%
ethanol, resected well out the way and the
abdominal wall cut sterile scissors to expose
the spleen.
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Fig. 2. Effects of effector cell/target cell(E/T)
ratio on NK cell activity of nylon
wool column-passed spleen cells.

Natural killer(NK) cells (1x10° cells/well)
and each ratio of K562 cells(1x 10°cells/well,
2x10%ells/well and 1x10°cells/well)) were
incubated at 37°C for 4 hrs. The ratio of E/T
was 100:1, 50:1 and 101 respectively. And
the microtiter plate was centrifuged at 1,500
rpm for 10min, the supernatant was carefully
transfered into corresponding wells of an
optically clear 96 well flat bottom microtiter
plate. Cytolytic activity in the culture
supernatant was measured by LDH assay.
The detailed experimental procedures were
described in the Materials and methods.

wxx P<0.01.

% Cytotoxicity
2
3

Control Hototrichia

Fig. 3. In vivo effects of Holotrichia on NK
cell activity.
NK cells (1x10° cells/wel) and K562

cells(2x 10%cells/well) were incubated at 37°C
for 4 hrs. Cytolytic activity in the culture
supernatant was measured by LDH assay.
The ratio of E/T was 50:1.

wxx P<0.01

S
(=)

w
<

% Cytotoxicity

Fig. 4. In vitro effects of Holotrichia on NK
cell activity of nylon wool column-
passed spleen cells.
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NK cells(1 X 10°cells/well) and each dilution
solution of Holotrichia( X1, X05 and X0.1)
were incubated at 37°C. After 24hrs
incubation, K562 cells(2Xx 10cells/well) were
added in the well plate that were incubated
NK cells. .Cytolytic assay was measured as
described in Materials and methods. The ratio
of E/T was 50:1. ‘ '

*x+xx P<0.01

*H— thymidine incorporation(cpa)

Holotrichia

K562 Control

Fig. 5. In vitro effects of Holotrichia on NK
cell activity by *H-thymidine incorpora-
tion. .

Cytotoxicity was estimated by the decreased
uptake of 3H—thyrnidine in cells. Each values
represents the mean*SE. (n=6). The ratio of
E/T was 50:1. ‘
=% P<0.01
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$ Cytotoxicity
@
)

Control Holfotrichia

Fig. 6. Effects of Holotricia on the cytotoxic
activity of purified NK cells in in vivo
system.

NK cells were purified by percoll gradients.
NKcell (1x10" cells/well) and K562 cells were
incubated at 37°C for 4 hrs. Cytotolytic
activity in the culture supernatant was
measured by LDH assay. The detail
procedure was followed by Material and
methods. Each values represents the meanzt
SE. (n=6). The ratio of E/T was 50:1.

xxx P<0.01

% Cytotoxicity
1=
=1

Fig. 7. Effects of Holotricdia on the cytotoxic
activity of purified NK cells in in vitro
system.
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NK cells were purified by percoll gradients
using 38.6-56.6% percoll-RPMI solutions. The
detail experimetal procedure was indicated in
Materials and methods. The ratio of E/T was
50:1. '
* P<0.05,

V. E&

*xx P<0.01
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