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1) GoHEE EAM,

EDTA &334 & o] &3t A¥d AP &
Sysmax-NE 8000(DOA, Japan) A58 9 4] 719}
Ag A FE o] &3l F WP FF, LT H
AYT BT 28L& FQA0

2) =T ot =4

S M EE FACScan(Becton Dickinson Co.,
USA)S o] &3l o] MEAH Concert 30 com-
puter programol| 2]3}e] B2l i, EDTA 3§
J_Z‘ﬂi A g A NY-L anti-CD3, anti-CD4, anti-
CD8 ¥ anti-CD192] Simultest kit(Becton Dickinson
Co.,USA)Z o] &3te] B2l 50 ple} 20 pie)
monoclonal A& ¥H-&-A|# FACScang] 488nme}
530nme} WEjolA EA et M LT e
bAE WS MY BUNA

Y= A= 5.

Heparine. 2 x| @3 3 9dL Ficoll-Hypaque
(F-H)R = A} £ (Ficoll type 400, 5.7g/dl, so-
dium diatrizoate 9.8g/dl, Pharmacia, USA)E- ©]-&
5]'04 G ER PE B &5 HdZF

£ 1x10%ells/mic] X2 RPMI 16400 F A
?4 0.4% Trypan blueE ©]-§3ta] M E FE&E
23359, X B892 Phytohemagglutinin

type P(PHA-P) 2ug/ml2] 552 A=A A flat bot-
tomed 96-well microculture plate(Corning Co.,
USA)9] 7} wellel] 180 pl¥ BEFA|7] ohg IL-2
(Cetus, EmeryRille, USA)2 20 W 7}3t 37T,
5% CO, ¥ F71ol A 72412k Ft W FAI A . Al
X2 3437 16-18X7F A  methyl[’H]
thymidine/uci/10ul)-2& A 7}A1#A cell harvester
(Flow Lab., USA)Z 3]43}a] Liquid scintillation

‘counter(TRI-CARB®4000, Packard Lab., USA)ei| A

count per minute(cpm) 2. 2 273 31 ¢}
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Staphylococcus aureus Cowan 1 @5 Brain
heart infusion(BHI, BBI, USA)ell #jaFsle] 1 x
10°CFUmIE. 24 3te] 27 wWg BBl
phagocytic plaque filmS THEUT”. 10unitse]
Heparineol] H¥& FA¥ 20mlE FHT
phagocytic plaque ﬁlmoﬂ 7HEE 2, 308 E9t
WA N F uukg PG AAAAD AXA
71 % phagocytic plaque film& methanolZ 317 A]
7 Giemsa G4 & 3o @v| R & o] &3t TH
FAG A S BIstel B WA, FA EHL
=534
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Ql ol o5t Agsht, AP TS NAF
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= gaog sgenz YE
g @ozv} gasgn ¢2g FEA
Aestd 23 o2 ¥, gamma glutamyl
transferase(y-GTP), alanine aminotransferase(ALT),
aspartate aminotransferase(AST), 22, YA+
WA A7GE, F ZU2HE, trglyceride(TG)
2 FY7 BT LAMCY) §L ol gk
VGTPE 2T 44.71245U/L, ABAZANA &
133.5+60.5U/L, TaAToAE 62.7+302U/L
olglod, e hrFdA 953+£86mg/dl, 4l
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BzFF 159.2+23.0mg/dl, FIATE 104.9+22.
4mg/dl o) YTHE1). 23T MCVE W= 86.
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AA 42 AATHP<0.05). 18} 73}
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A&AEH o] NEFHE= TAAA FoAol
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Table 1. Biochemical analysis of alcoholics and Healthy blood donors

Items (unit)

Groups
P Glucose(mg/dl)  AST(U/L) ALT(U/L) ¥-GTP(U/L) LDH(U/L)
Healthy blood donors 95.34+8.6 24.8-+13.0 26.8+17.0 44.7+24.5 287.0+42
Newly hosp.alcoholics 1592+23.0** 41.7+27.5* 27.1£21.0" 133.4+60.5"" 408.94+395"°
Old hosp. alcoholics 104.94+22.4 33.4+16.5° 29.9+20.1° 62.7+30.2 386.0+286

AST: Aspartate aminotransferase, ALP: Alanine aminotransferase. *P<0.05 " *P<0.01

¥-GTP: gamma-Glutamy] transferase, LDH: Lactate dehydrogenase.

Table 2. Hematological analysis of alcoholics and healthy blood donors

Items (unit)

Group .
WBC (x10°/L) MCV(fl)
Healthy blood donors 77+12 86.3+3.2
Newly hospitalized alcoholics 79454 98.6+8.6°
OId hospitalized alcoholics 82+2.4 98.6+7.0°
WBC: White Blood Cell, MCV: Mean Corpuscular Volume of Red blood cells. *P<0.05
Table 3. Comparison of T,B,Th/Ts cells in healthy blood donors and alcoholics
Lymphocyte subtypes (unit :%)
Group
CD3+ CD19+ CD4+ CD8+ CD4+/CD8+
Healthy blood donors 69.9+92 16.2+4.1 41.9+9.9 357478 1.3+0.5
Newly hosp.alcoholics 63.9+13.0° 10.4+6.0" 423+9.9 30.9+£9.3" 1.64+0.8"
Old hosp. alcoholics 64.81+8.2" 15.6+6.1" 38.2+6.7 30.4+6.67 1.4+05°
CD: Clusters of Differentiation. *P<0.05
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Table 4. In vitro proliferative response to mitogen PHA of T-lymphocytes

Groups

[H’] Thymidine uptake

Phytohemagglutinine (unit: cpm)

Healthy blood donor
Newly hospitalized alcoholics
Old hospitalized alcoholics

29.9 £ 145
194 + 85 °
203 + 15.9°

PHA: Phytohemagglutinine, cpm: count per minute.

*P<0.05

Table 5. A mean phagocytic area and distance of migration of the leukocytes on the bacterial film

Leukocytes function (unit)

- Groups
Phagocytic area(%) Distance of migration(mm)
Healthy blood donors 251 12.9 46 £ 1.1
Newly hospitalized alcoholics 17.0 7.9° 23 + 08°
Old hospitalized alcoholics 20.2 9.5 32 = 09

togen¥} W&t} FA 30, FF/Ho webA T, B
EE T, BAE FFo Az oz st &
A& 5 Aot

2 AN 279 AYFH R vg 34
& o 3= PHAE D3 AA THET 84 2 A
T4 A9 L NPHer T AH, dxL
29.9+14.5cpm, NS} 19.4+8.5cpm B FA}
T 203+159cpm e B A, FE8AT Alole] A
A FodL flod, R AP T Alole B
AF o2 FostA 7FAa st THP<0.05) (F4).
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of et &3S 5A A 44, =Ty
B A "WEAE AR AA A Bd &
100%2 o) 251+12.9%, NI} 17.0+7.
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*P<0.05

EAA s e glov (X S5), dzEg A48T
AtelE BAIFQL frejde]l AT (P<0.05). =3
phagocytic plaque?] F e}l x thZ 7o BAAELE
25 59dog Feso] AP AR phagocytic
plaque$ B3t edl vat] dAE FE5T
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AN AT F 1%} FEAH gz v}
o galgo] XA AHUL ¥ZE F=
o W& So|3 Fe e phagocytic plaque T2
@& & Q=2 1).
LA 4
o AAA=Z ¢8A s,
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d3E FEA vlete] R E dg ol
3 Zr4Agd o] bt @, njFo A R E FA
A7l o3tH AA A7 7 - 8%7 L F
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2t ey ARAFo 2 o= AT AF
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2o $4Ho2 weHoloF & e Wl
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Z e me e % ﬁ'é
Fig.1. Phagocytic plaques on staphylococcus au-
reus layer formed by leukocytes of the alcoholics
and Healthy blood donors. % 100, ASA200.
Figs. 1-[A)Representative picture of Phagocytic
plaques by leukocytes from a healthy blood donors.
Figs. 1-(B]Representative picture of Phagocytic
plaques by leukocytes from a newly hospitalized al-
coholics.
Figs. 1-(CJRepresentative picture of Phagocytic
plaques byleukocytes from a old hospitalized al-
coholics.
Cluster or single dark dot-like bodies (A=p) were
reprensented a Phagocytic plaqures on the heat killed
parental staphylococcus aureus Cowan I strain layer
(B=9), also showed non phagocytic leukocytes(C—)
and distance of migration by leukocytes(D=). =>
Reprensented a unusal Phagocytic plaqure bodies
(Cluster, Chain and Pair = Reprensented a single
Phagocytic plaqure.(A}showed a large number of
elongated and large single Phagocytic plaques com-
pared to(BJand(C)in which showed unusal, small
single Phagocytic plaque, means decreased mi-
gration and Phagocytosis by leukocytes.
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EAEZEE FYAo] 2 AL ol &3tYTh o
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FA8E FA =487 sl Hgwe g A
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T old &3 A & YT oY ET
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CD4+7} & Z71HQ 1, CD4+e B AX &
F%g AAAZ 4 YT mitogen inhibition
factorMIF)9] 7]%5 & vERl = AME S sk
SANE F55 249 CD4+ Z7teke A5
dAol glkm B 4 ok

o] 9] = PHAE o] &3 =7 F4 % &%
MM = thxFo vlete] 4P FZT F4
S0l @AsA F4E AHE BYoh = CD
44/CD8+ ] &-& o] &3 W] 50| Astd A+
£ Tisman 5, Johnson §° & &3 & S5 A
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=Abstract=

Lymphocyte Subpopulations and Proliferation of T cells,
Phagocytic Activity of Leukocytes on Alcoholics

Yong-Ho Kim"’, Byoung-Bae Soe”, Chung-Yee Lee”, Young-Hoon Kim”

" Department of Medical Laboratory Science, Inje University, Kimhae 621-749, Korea
2 Department of Clinical Pathology, Pusan Paik Hospital, Inje University, Pusan, 614-735, Korea
9 Institute of Neuro Science, Inje University, Pusan, 614-735, Korea

Alcoholics increased susceptibility to microbial infection that is associated with decreased
immunity. but there has been little experimental evidence to support alcoholics-induced increase
of microbial infection directly in non-specific immunity.

Therefore, we were used the method of phagocytic-plaque including all the stimulating factors
for the phagocytosis, subtypes of lymphocytes and T-lymphocyte proliferation.

The experimental groups were divided into 3 groups: (1) alcoholics who were hospitalized less
than 1 week (newly hospitalized alcoholics), (2) alcoholics who were hospitalized more than 2
weeks (old hospitalized alcoholics), (3) healthy blood donors.

We have studied 98 alcoholics and 35 healthy blood donors and control groups.

A physician has checked the biological markers and diagnosed the body-condition alcoholics.

The immunity and non-specific immunity on the alcoholics were analyzed by using the
simultest kit and flow cytometry.

Proliferation of the lymphocytes was analyzed by the phytohemmagglutinine mitogen.
Phagocytosis and migration properties of leukocytes were identified on the layer formed by
Staphylococcus aureus Cowan | strain.

Biological markers of alcoholics and control groups, by such as blood glucose, y-glutamyl
transpeptidase and mean corpuscular volumes of red blood cells, were determined by
biochemical and hematological methods.

Compared with control groups, cluster of differentiation (CD)3+, CD8+ and CD19+ in
alcoholic were more decreased except CD4+/CD8+ ratio.

Proliferation of the T-lymphocytes, phagocytosis and migration properties of the leukocytes in
alcoholics were decreased compared with those of control groups.

According to the results observed in our experiment, they can be summerized as follows:

1. Cellular, humoral and non-specific immunities, are markedly decreased in alcoholics than
those in control groups.

2. It is inferred that Phagocytic plaque formation is a very useful method to evaluate
phagocytosis and migration properties of the alcoholic leukocytes

3. It is thought that the subtypes of lymphocytes, especially CD4+/CD8+ ratio, are essential
methods to analyzed the alcoholic immunity.

4. Specific and non-specific immunity on the old hospitalized alcoholics was slightly increased,
which depends upon the alcoholic medication.

Key Words: Lymphocyte Subsets, CD4+T, CD8+T, Alcoholics, T cells, Leukocyte, phagocytosis
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