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Abstract

BACGROUND: To examine effect of omahwan(SRiL)-#{T#& & (Polygonum multiflorum
THUNB.), BfM#%(Cynanchum wilfordii H.), 2Z#i(Sesamum indicum L.)-on the aged
human immune system, a series of humoral immunological parameters was compared
in aged female (age 60-70 years) before and after administration of omahwan (SRiL).
METHODS: Peripheral blood was obtained from fifteen healthy young (age 20-29,
mean=66.3) female volunteers. B cell, T cell(T cells, T helper, and T suppressor/
cytotoxic) subsets was examined with specific monoclonal antibodies and isotype
controls, using dural color flow cytometer. IL-2 was examined with ELISA kit
RESULT: By comparing the immune characteristics of the younger and elder groups
the total ratio of T-cell. CD8 T-cell and quantity of IL-2 was significantly lower while
CD4/CD8 ratio was considerably greater in the elder group. ( p<0.05, student t-test)
After giving Omahwan for 30 days to the elder group, by comparing the ratio before
and after prescription the total T cell and CD8 T cell ratio was considerably greater
after prescription. (p{0.05, paired t-test) The quantity of IL-2 tended to increase
after prescription but has no statistical meaning.

CONCLUSION: The results indicate that administration of Omahwan(&&itL)
differentially affects various aspects of the immune system in aged human.
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Add 100t of well mixed anticoagulated
whole blood to the bottom of a labeled 12
X 75 tube.

Add the appropniate antibody to each tube.
20uf per sample

Mix well, then incubate in the dark at
room temperature(RT) for 20-30 minutes.

Remove tubes from dark chamber and mix
each tube well. Add 2ml of Iysing solution
to each tube. Individually vortex each tube.

Incubate at room temperature (RT) in the
dark for 10-I5

Centrifuge for 5 minutes at 1000rpm
(200xg).

Remove supernatant by aspiration, vortex
and add 2 mIns washing solution to each
tube.

Centrifuge for 5 minutes at 1000 mpm
(200xg).

Remove supernatant by aspiration.

If you will analyze the same day, add 500
#f wash buffer to earth tube, vortex, and
analyze within 8 hows. If not, add 2%
formaldehyde buffer to each tube, vortex,
and store at 2-8°C for up to 36 hours.

Figl. Flow chart for Immunofluorescence

Staining by Lysed Whole Blood
Method
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Add 10048 of standard, control or sample to
the appropriate number of wells for the
assay, except for the first well. This well
will be used for a substrate blank

Add 100ut of conjugate to each well
except that of the substrats blank.

Cover plate with lid and incubate for 12-16
hrs at 2-8°C without shaking.

Reconstitute substrate with the volume of
distilled water, stated on the vial label, 10
minutes prior to the end of the incubation

Add 200ut of substrate to all wells,
including the substrate blank well.

Cover plate with lid and incubate in the
dark for 1 hour at 18-25C with constant
shaking at 350 rpm on a microtiter plate
shaker.

After incubation on the shaker, stop the
reaction by adding 50u¢ of stop solution to
all wells, including the substrate blank.

Read at 406 to 414 nm, setting the zero
with the substrate blank.

Reading may be delayed for up to a
maximum of 2 hours, if the plate is kept at
18-25C in the dark.

Fig2. Flow chart for IL-2 assay procedure
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1. B lymphocytes} T lymphocytesl
v]x = 4§

B lymphocyte&& AHE 243} 3 -2°]F(young
group)2 13.20%0.55%, =97 (aged group) <
16.50+1.14% 2, 5 < 2 B lymphocyte &2
FARCZ FEI Aokl en | Tlymphocyte
&2 #-2olF(young group)©] 69.63+3.07%,
%17 (aged group)©l 59.38+2.19% 2, & A
2T lymphocyte &2 SAZ 0 2 A& xjol7t
Aot (p=0.042,
t-test) (Table. 1)

Q1 (aged group) & W3 o2 Qvighg 170
97t 54% 23 B lymphocyteS e T
0.91%7} 2= gl en, o]2{d B lymphocyte
9 fae BAHCEE FYsAl ¥t T
lymphocyte&2 Hd 2.59%7F S/l
°]2}¢ T lymphocyte €] Z7le EAHCE &
oJgt FFolAUT. (p=0.047, paired t-test)
(Table. 2)

independent 2-sample
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Table 1. Comparison of the percentage of CD19 B cell and CD3 T cell between
Young and Aged group

61

percentage of cell (%)
P-value*

young aged

B cell 13.20%0.55 16.50+1.14 0.304

T cell 69.63+3.07 50.38£2.19 ¢ 0.042

Value are expressed as mean®SE.
* Calculated by student t-test
T Statistically significant difference compared to young group by student_ t-test

Table 2. Comparison of the percentage of CD19 B cell and CD3 T cell between
Aged group and 1 month Omahwan(R#iil) administration group '

percentage of cell (%)
P-value*

aged aged-OMW difference

B cell 16.50%1.14 15.58+0.83 091£0.73 0.224

T cell 59.38+2.19 61.9711.66 2.59+1.12 0.047

Value are expressed as mean*SE.
Calculated by paired t-test

2. CD4 T cells} CDS T celldl] vz P (aged group)S idez onigS 1
I AU S A7 CD4 T AEse HF
I F7tE9len, olad CD4 T A|X

ol¥

S . 0.48%7
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2 38.53+1.69%%, F 3T 2 CD4 T AE
ge EAdoz A¥Y A7t goed, cps O
T AE &S 329)F(young group)e] 31.98% 2 AR el (p=0.040,
3.05%, xSl (aged group)e] 20.26%1.53% t-test) (Table. 4) (Figure. 3)
2 5 3G T CD8 T HAEELE SAdez &
B3 #ol7t 3. (p=0.004, independent
2-sample t-test) (Table. 3)
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Fig 3. The effect of Omahwa(B#iiL) on the expression of CD4 T cell and CD8 T cell
in peripheral blood of aged female

The peripheral blood cell were analyzed by flow cytometer.
Events in panel(A) were back scattered onto a dot-plot of CD4-PE versus
CDS8-FITC. B, young: C, Aged: D, aged-OMW

g e 24
8] Young| s Old | = Old-OMW
24 9 <
§8- §8 g3
L5
2] & g
e3 A 23 e \
) r Ty A o wAM&A————.“ ] \n A 2 A’A\A
109 10! 102 108 10t 10? 10! 10? 10° w0t g0 ! 10 10° 10*

FL2-H

Fig 4. Comparison of the percentage of CD8 T-cell between young, aged and 1 month
Omahwan(BHiH) administration group
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Table 3. Comparison of the percentage of CD4 T cell and CD8 T cell between
Young and Aged group
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percentage of cell (%)

P-value*
young aged
CD4 T cell 35.15£2.49 3853+1.69 0.538
CD8 T cell 31.98+3.05 20261531 0.004

Value are expressed as mean*SE.
* Calculated by student t-test
T Statistically significant difference compared to young group by student t-test

Table 4. Comparison of the percentage of CD4 T cell and CD8 T cell between
Aged group and 1 month Omahwan(&RA) administration group

percentage of cell (%)

P-value*
aged aged-OMW difference
CD4 T cell 3853+1.69 39.01x1.46 0.48%£1.03 0.651
CD8 T cell 20.26*1.53 2207x138 1.57x0.71 0.040

Value are expressed as meantSE.

*

Calculated by paired t-test

8. CD4 /CD8 ulg vix< 9%

CD4/CD8 Hvl&& AME ZFY 3FH2o|F
(young group)< 1.56%0.17, k¢ (aged
group)< 2.20£0.25, erEs 1704 ¥
g F(aged-OMW group)< 1.99£0.18
2, 3¢ 3 CD4/CD8 v &2 EAHo=Z
FES a7t 12em(p=0.013, ANOVA

test), ©% ¥ 2 (Duncan’s method) & 5}
7t Azt Aole] FEMS AAT 2 AT
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(young group)dl Hlsted BAIH o2 FHI
Eton,  ouiEs 1YL FH3} @
(aged-OMW group)olA e ZHAashe 482 9l
Rev BAA o z= FESIA <kt (Figure.
5)

Kor. J. Oriental Preventive Medical Society Vol. 4(2)



CD4/CD8 ratio

youngd

Sang Jae Lee - Song Shil Lee - Kwang Ho Kim

AB

aged-OMW

Fig 5. Comparison of the CD4/CD8 ratio betwee_n young, aged and 1
month Omahwan (BFi#) administration group

Mesans and standard error are shown
Calculated by ANOVA test Different
superscripts are significantly different at
P{0.05 by Duncan’s multiple range test

4. IL-24¢]] u]zl= 43k
IL-28 AHE Ay F2oF(young group)<

150.38+4.07(pg/ml), h:?li‘(aged group)-&
113.65%2.92(pg/ml), L8RS 17143 Figh

T(aged-OMW group)< 121.48+3.73(pg/ml)
o2 Fd b IL-29 <k BAECE FEI A
o7} 31228 (p=0.001, ANOVA test), TH5 Hl
#(Duncan’s method)& %3l zt dzt Aol
9 AEMS A4 A7 =UF(aged group)elir
9] 1L-2 ol &-&elF(young group)el ®l3kd
AR FEsH wten, omiEs 1Yzt
T3l F(aged-OMW group)olde E7lshke 7
ke glovt EARcgE AESHR sith
(Table. 5)

Table 5. The effect of Omawhan(B&M#) on IL-2 in aged female

young aged

aged-OMW P-value*

IL-2(pg/m) 150.38+4.07 A

113.65+292 B

12148373 B 0.001

Value are expressed as mean *SE.
* Calculated by ANOVA test

A, B : Means with different Letter(A, B) are statistically different by multiple

comparisons(Duncan’s method) test
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