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Key word Natural Killing, HV] hf4e, NK FEER A

EEE dn vitro DEBRITBVWT, o UvhEsh
TWIEW Y YoNERDS FikoRES s LicElds 2 0 it
EHOHBHEAOMEEMET 2EMREsh, Cof
FEHERE I Natural Killing (NK) & 0EghTH V-9,
HLA 0B854 % immune T #il81c X 2 KI5 188 41
faRBEICTE L oA OMEE ¢4 2 5 Antibody
dependent cell — mediated cytotoxicity (ADCC)
LRBEBIRERELEZ SN TV B, Uil
ADCC & NK o effector cell ® &< — 1 —  #: {k
KOS E Wicy, ADCC & NK o REc L T
B < DR H B0 Wk NK it in vivo
VT, BB Y 1 L 2 BRSO HER B o — %
FHIOTRBEOLELTERSATVL SO gy
T AV R REHAIE IR IS & 0 NK fER A S 5
WELIHESHRO TR S TR 2 NK 13
TA N RGN AEFEL, v 4 02 2 REATH
THREILLOTY A N 2AHRES 5T 30Tt
WhEEBEZONTWE, v 0 ARG & 0 EFEI
T 5 NK o#mi bk oTlES LTI, BED
LAt vy —7-20v (IF) OMENELEZ L
TWREMS s U IF OEEIC IS 2 BE DR
MEBBLBELELNTHED DGR N4 B
IF DBAS15 Lic o 1 4 2 B4 2 NK o
BERDIEVIHMELH 2™, s IFick - TH
BE N NK B0, MoRFAES LT
BEVIHIBROH 'Y, w1 L BB NK # o
RIFUAOBS RESNG. 70 TEARE I, &
RITMfa 2 SA9MIa & L, o 4 V2 BT NK AiHe
TEMEI DERN, SHIHBBRT L TIEZOR

Ficid ED &5 BHFHEH 50 45 IF OFBERESE
BIENEEN TV BEEMKIG & |, IF OF45 1oL b
HBLEON TV ERKMBEIG & T, 7 ORISR
EBROHEI hRERLI.

MR & i

I. # #®

BERMAE L LT, 5 v b I3k Coon BT k%
(Coon #if) & Hemagglutinating virus of Japan
HV]) oFHgERgEL 72 Coon #ila (Coon — HV]
fa) & YAC 1*" (Flow Lab., England) &2, &
Fik e LT3 Coon #H8 & Coon — HVJ I it
MEM (GIBCO, USA), YAC 1 iz RPMI — 1640 (H
REEE) 1T, 10 BARELAERIZEE (FCS; GIBCO)
& Pc 1000/ ml, SM 100ug/ ml #FFE L 7. —REER
Tld Coon ~ HV] fifdicstL, FCS &b b ic = 7
b ) 0% (Chs; KEARIE) % 10 %R0 L 72 MEM
(Chs. MEM) % f\ 7z, Effector cell i3 6 ~ 12 o
Wistar &5 » b (ESEZBREMEBEBREEL) oM &
DRI LTz, FNTDJ » b i, Hemagglutination
Inhibition (HI) T HV] icxt4 2 5EMERIE L, ¥
FoRbEshLVwboER V.,

II. 5 &

1. Coon fHiE~ D HV] Bt H%k

HV] ###e R4 Hela 818 (HeLa —~ HV]) 10" i %
MEM iz L, 30W © | DB EmBRL 1 Yy &7
Ti®iB L (Pore size 0.8¢, § Y ® 7)) HV] i
(2°HA/0.5ml) #{E~ 7. 10° f® Coon iz T @

A Study on the Augmentation Mechanism of Natural Killing (NK) Activity against
HV]-infected Rat Liver Cells. Joji Haratake, Department of Pathology (II) (Director:
Prof. G. Ohta), School of Medicine, Kanazawa University.
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HV] /@i % 1 olfRm L, Bl E LB BRIge
L7 .HV] R EEEL, BR=7 U FRIMBREEER &,
WA TR L /2.

2. Effector U 2/ EROD 5B

5., MEFEENCERBEYIL, ~v o AR
(HBSS) %M0% 80 # » ¥ (& 177um) THEB%E,
KAC2 (BAGIEMEDL) £ 10 Bi<@imL . 37T, 9%
% air,5 % CO, T | B5fERIG & & M R ke i Silica
AEGAZT HTH 5, 400G30 SO HEHELTY VoY
BRAEEL L 2. COD<LA F &5 — G
L9 %LL T TH -t —& Y vo¥ERi3, Weston 5170
Fiklc LTy £ 5 » + 1gG @ 1gG — F (ab).
(Cappel Lab., USA) CHILEEF 5 %>, Hallberg®® @
FHiElc L £ b EEE (oG THILE L TH V. Fe—
) v <BfiE Parish 5290 A& % U EA, non —
EA, EAC, non — EAC ic5y@ L 7c.

3. Cytotoxicity assay OFE

1) Takasugi — Klein®® @ Jjikic# U o assay

%

Coon #iifa,Coon — HV] fliflan &~ % 0.05% )
2+ v (DIFCO, USA), 0.02 % EDTA THIEL < 1
s a7 L— b (Falcon) @/hLic 100 3 > =
@k (T) & L, effector cell (E) % T:E = 1:200 T
WA, 95 % air,5 % C0,,34 CT 24 BEREZ L 7o, K
Big7L— FECEST A ENMRERL, ) vk
AMAN VWSO 2B E L TRE T % cytotoxicity
Zkwio. TXTOERE Triplicate TfT»7c.

9% cytotoxicity=
(1 Mean No of tested cells
Mean No of control cells

) %100

4 assay T OISR EEAI & L < FCS A /m MEM
(FCS.MEM) %R 748, —#T Coon — HV] #ia
¥4 % cytotoxicity assay iz Chs. MEM 2 Wic.
9) Bean 5*"®Fi%% modify L7z assay i
%20 A ® coon 413, Coon — HVJ #lig & % i
1004Ci (0.1 ml) ®*H — Proline (NEN; England)
AiNA ., 18 BsEE#® I b Y7~ v & EDTA TRE
Li-boiEHMEBE L1707 L - &L
1000 B0, 2hic ) v oRENA 4 BrfE
(T:E =1:100) B\ 1 24 BsRd (T:E = 1:25) 3%
L. BEpgAs®eL, v ) 7Y v EDTATAE
#Hia 4+ I8 L < microharvester (Bellco; USA)
TIHE L. ZO%MIEE RS S e REERRL,
PPO — POPOP- + Az Vi Sl MA, RiEY Y F
L—v3vAwvs— (Beckmann #t) ©24f.°H

iy

DOEGAS % RSE L 7. 3 ~T Triplicate TITL, Back
Ground (BG) & LT PPO —POPOP — M VT YD
AARIE L, kKA T% cytotoxicity ZR¥ /.

9 cytotoxicity =

_ Mean of tested cpm—BG cpm
Mean of controlcpm—BG cpm

(1 ) X100
3) YAC licxtd % cytotoxicity assay
EANIC Bean 52"m*H — proline 3 XY v 7'k

ZHEW, PIFo LS modify U, # 200 Ao

YAC 142,50uCi( 0.5ml)®@*H — Proline #/l0Z 18

W%, <4 707 L — &L 1000 ¥ >0

YAC 1 %%, T:E=1:26 0thic J »/¥ER&EMA 4

EERAER W i 24 Bk # L, microharvester TUNHE%

) IFEEMRIC LT HORbDAHEZREL, 2) e

BH % cytotoxicity 2R 1.

4) Competitive assay
YAC 1 %#Z#9418a (T) & L, Coon #if&, Coon -

HV] #ilan & % % Competitor cell(C) & LT, T:C

O 120 4 okkTina, FEic T:E= 1:25

DT ok bIIA, BIIE3) DF IR > TRID

MR 4 BERD & 4 BRI YAC 1 o %t 4 % %

cytotoxicity &R /.

5) &iEREFEE YAC 1 e d % cytotoxi-
city assay RIiCHNT % EER
% 107 @ Coon — HV] #la% 24 ReifEEE &I X

L biss, #0485 v 7 (HEGL - 15) T 24K

REBE ST L HV] % R7E4k#%,50000G < 1 R0 (A

)L 1/2 bisEiEame L TEBIcgt L /2. Coon

o s &E UERIETEL. €74 10" o Coon

2, Coon — HV] ffaic 108 @@ ) v ¥EREMA T4

BER9EE % (Coon — HV] flllam &) & 24 BeREE &%

DLEENEL, LA CBREEKELL. $ubS

FiEoRE & LT, Coon 4ila, Coon — HV] fifd,

Coon #ifa & v v <HKiE&H 24 B, Coon — HV]

M ) v ERIESR AWM E 4 o EESEE

Aut.chd biFsdy v 8kick 2 YAC LK

%44 % cytotoxicity assay RicInA , % Dk 24 B

£ | T cytotoxicity &K i i 5 O _LiF % Bk

Bz /2 AR E h a I EERicing 1.

6) oy EHi HV] Hilko IgG — Fab’ 757 4~
+ % Coon — HV] #ilic¥t¢ 3 cytotoxicity

assay RSN 5 KR
o+ FH HV] 5 1gG @ Fab” 2/ L%, 20
Fab’ o4 HV] $iikili i@ 128HI T & » . H -
proline # iz & % Coon — HV] fiflgd =t ¢ 4
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Cytotoxicity assay icf*L T, effector ) v /¥ %
mAi 3 30 238Tic assay O Hc Fab’ iR L, &
Y oNERENAT AR V03 24 BEREIE B L TS
cytotoxicity %R 7c.

15 1#

1 Cooniia~m HV] RO

Coon #ifdic HV] 25MML TH 1 7 B (4 £L8k4%)
#lT 5L, Fig.l Eon< Coon #lAD 50 %Ll it
=7 b U RMFREERE L, & 720 < SOLHUKRIRE
HETREDZIIS 505100 %oMiaic, Bk VL
RO HV] B REEE2 20, HV] O BREHSHER =
hiz L% Coon — HV] 4l & L TRER IS L
.37 Bk, | £ OMARE © b 3EHEET 100
%O B AR 7.

I UZNREEMZE D Coon #i 8 & Coon —

HV] {0 s D=

HV] BEE&Ic & Coon #IMAMIER L B ¢ 72 3

HLHBEINBDT, Y v HRESCMAB VTS

L 7B Coon #if2 & Coon — HV] 40fa @ #1 fa 3 %
L. Fig2 iRt Ldie, <1207 L— g
100 oMl EiE s A o BEMETHEL
B, EEE bEREOMEKERL (Lbitn=26),
HVJ BREDHIc & » T Coon MM E EIFEHE L B
KIBBHEF M-z,

I Coon #if & Coon — HVI MBRICXT B35 w +

UvRBOMiaEEE0E

7w b Y ¥R Coon ffild & Coon — HVJ #i 1
ioxtd A fMlakEEd: % Fig.3 Rd. A id Takasugi
=~ Klein D5k U 24 B assay Lic b DT,
Coon fifa & Coon — HV] #ifaicxt4 % % cytotoxi-
city (%% 8.5 £8.3%. 32.1 = 9.4 % & Coon —
HVI oA cEds» » 42 (p < 0.0L). Bi*H -
Proline 7 ~) v 7'k Tassay L1z b DT, £ 250
4 F5fd] assay 1= &4+ % Coon ##2 & Coon — HVJ #
faic 3t 4 % % cytotoxicity & % 0.5 + 7.4 %,
11.4 £ 9.0% & Coon ~HVJHilBT&E < (p <
0.05), & 2% 24 8 assay T Coon — HV] 48

Fig. 1. HVJ-infected Coon cells showing agglutionation of chicken red blood cells around
them (left), and specific fluorescence of the same cells stained with anti-HVJ by indirect
immunofluorescent method (right).
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BoENE VIR EREAZ . THbb, RIGH
R4 BT b 24 BT & Coon — HV] $BlEO 5 25E
Wil EE A S, assay IEIC K B ER U T
IV Coon #E} & Coon — HVJ fERZIC XS LML EE
MOE Y v NBROSE
) v 2¥R% EA, non — EA, EAC, non — EAC @ 4
-z 5} L, Coon B2 & Coon — HV] Mg Icxid 5
A EEL & O S E I BV RET L. Figdlomw

2
2
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°
4 6 12 24 48hr

Fig. 2. The number of cultured Coon (e) and
Coon-HVJ cells (o) without lymphocytes up to 48
hr. The starting number of each cells in culture
are 100.

®

< Coon §ila, Coon — HV] #ifa & & i EA &
i, non — EAC S EicEWillaEE s R o0l
tiH 5 Coon fifa & Coon — HV] M8 X 3 5 il
EHIZE b, g6 D FeHipicRd2Le7 4 —
(IgG - FCR)AZHLCIL &7 9 —DHE LY VRS
BicEWEEL SR,

V Coon - HVIHIBICXT 5 U v HOMBES
([ REBOHAED U 3D FcR 5T 3
MEM

1. E#E#E %A Chse MEM i L 128 Coon -
HV] a3 3 3 dlap s~ o L e

Coon §laic o LT Coon — HVJ] # k8 A3 & W e

[EE %% 20, FCS o BARKE (L HV]) 2AL
T ADCC HiE» TLW AHEMHEENhB. £ TFCS
oEbhIc, WALEOY v BIC & 5 ADCC %
mediate LEWEE bR TWE =7 + ) [MIEY%
MEM ic#i7E L, FCS« MEM %2{fi » 7235& & i L
7o . Fighiemd&Hic, &b SOMEBEEHE-TH,
Coon — HV] g x4 2 #HaEEdZED o ¢ FCS
tho BRAEOBEBRTWEEZ DT,

9. YusEREYYFHS v b 1gG HED 1gG -
F(ab), 73 7 # » b THIMLE L D Coon
— HV] $miac x4 3 fuiafE st

i HI i LB wigobBo HV] filkss, Y

A 24 hr assay B 24 hr assay
50 o 50 ‘ o
4 hr —_—
40 - O 40 assay _9_.
> ©] >,
= O 5]
S 30 To- Bl f
o (o) o 3) (@] ®
: . ol &
g © i
2 w2 g .
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Fig. 3:  %cytotoxicity agamst Coon (8) and Coon-HVT cells (0) by non-im-
mune rat spleen lymphocytes, assessed by the modified method of Takasugi-

Klein (A; T (target) : E(effector) =

1:200, 24 hr assay) and 3 H-Proline label-

ing method (B). In B, the left two columns represent 4 hr assay (T:E=
1:100) and the right two columns 24 hr assay (T:E=1:25).




HV] 5 v b ERICHT 5 NK s 73

Y
507
(0]
40
7 o® o
= 304 ) coonmee
g 0 o°
: o :
; ® o) o) ®
8] 20- "". ecsssse (o]
L @ --O-Oc- ® 0O o [e)
.. cenees veosaes @ e
—3 ® ® 0
10~ ® ceeeees O ®e
[ ] ® o) sssesss O ——
. O o —02 0,©® OO :. o
—.!.— o ""‘.“ le) ..
@ o} (o]
® @y®- e
o 36
EA non-EA EAC non-EAC
Fig. 4. Effector cell subpopulation in cytotoxicity against Coon (®) and Coon-
HVT cells (o), assessed by the modified method of Takasugi-Klein (T:E=
1: 200, 24 hr assay).
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h ® KN ™ 20 ¢
20 o °
i d 10
10 ,
non- 10 100
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Fig. 6. %cytotoxicity against Coon-HVJ cells by
ChS.MEM FCS.MEM

Fig. 5. %cytotoxicity of lymphocytes against Coon-
HVT cells using ChS (left) and FCS (right)-MEM,
assessed by the modified method of Takasugi-Klein
(T:E=1:200, 24 hr assay).

non-treated lymphocytes and those preteated with
IgG-F (ab’), fragment of rabbit antisera against rat
IgG, diluted in 10 and 100 pg/ml (by modified
method of Takasugi-Klein, T:E = 1:200, 24 hr
assay).
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v RREBEICHNE L arming OF2 0 ADCC 2 L
TWAAREERE X, Y v RRE Y+ KRS v ¢ 1g6G
D 1gG — F(ab"), THIMLIE L 7B & RO DR &
EHELE. Figb iRt &O 2B8HOREDOF
(ab'), THIE L T &, Coon — HV] #iigic x4 24
fapEEd i RnE) v EREED S b2,

3. Uy IREEE 1gG TRILE L kB o Coon
- HV] gl i+ 5 afapEs:
Z
50
. 40
5 C ) ®
:5 _‘ R
T
9]
g 30 ___Q.__ .
ES L ®
"\2 ®
0] 0000 ---- _.._
®
10
non- treated
treated

Fig. 7. %cytotoxicity against Coon-HVJ cells by
non-treated lymphocytes and those pretreated with
human aggregated IgG (500 ug/ml), assessed by the
modified method of Takasugi-Klein (T:E = 1:200,
24 hr assay).

®

Fig.7id, Y v BR% & &% 1gG (500ug/ nl) T
BIMLEEL, 20O FcR %270y 7 Ll é ROE O
», Coon—HV]J #ifac x4 2 fmlamEEM £ LK Uy
DTH, BREIGGUIBIC X » THHEEEHIEIEDL S
$, - TADCC OB LS5 v ¥EREHE O FcR
o5 REWwWEEL oK. L&D, Coon - HV]
T B EM I 3 AP FCR o5 17
<, CORINE ADCC TR NK EEA NS,

VI Coon — HVJ #8123 9 %5 NK BHEEBEFED

4 B5M & 24 B5R assay BT BHBREICONT

BiTE % ¢, Coon — HV] #fald Coon Mildic it L
T ABERAT b 24 BeRf) assay To L 0V NK E#: %
S AEIRENS. FITRIC, 41BEE 24 BT L
TZDEHEBFICENTVLBRELL.

1. Competitive assay

Fig.8 13 YAC | Z4Z#y#mfa, Coon #ifa L Coon -
HV] #}8% competitor cell & L, competitor @ &
Hohk D YAC L icxtd 3 NKGEHEZ I 4 2 2 H
PR AR . A (D & RG] 4 R T assay
LtzbDTHY, Coon #ll% competitor & L TN
ATs YAC 1 ik ¢ 2imlaEEHomHld Ro i
= to. —7 Coon — HV] #ifi% competitor & L1
Bricid, JEARAN10.9 £ 1.8 %H»5.6.1 £1.3%.4.2
+1.3%(p <0.01)& Coon — HV] fifaD A7
oM TEIAB R S vz, IRIC B id 24 IR T assay
L$ER %R L, Coon #il@% competitor & L B
® YAC 1 icxd4 3 % cytotoxicity i3, 3ERMN 29.1 £
3.1%h 5 T:C=1:4 TMA KK 14.2 £ 3.5%&H
glx it (p <0.01). —4 Coon — HV] il %
competitor & U 7Bk, FEHRMNB30.7£2.7%» 5, 1:4

g A y B

=>‘50 5. 50
+ rs)
i 3
go! 40 o 40
2 S
S 30 S 30
>N >

20 20

®
10 \. 10
1:0 1:2 1:4 1:0 1:2 1:4

Fig. 8. Competitive inhibition of %cytotoxicity against target YACL by
Coon (e-s) and Coon-HVJ cells (o) as competitor cells. A; 4 hr assay,
T:E=1:25. B; 24 hrassay, T:E=1:25, :
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THRMUIRE0. 4+ 6.8 %W icEMOIER (p <
0.1) 2R L. $7b b 24 B assay DS E ¢,
& NKBZWHLEZ2 5h 3 Coon—HV] #illan A A
YAC Licxtd 3 NK iE&ish4 2 & W S5 FHIcK
THEREBN. TD &SI Coon #k & Coon —
HV] #ifa% competitor £ LTHWS &, K4 D 4B
i assay O RHE & 24 8500 assay ORI & HRU B HE
Bhh -z,

2. bFEFOREE LiE%® YAC | icxtd 3 NK assay

FiTiRmL - KBk

b5 L Coon — HV] #IlI& Y ¥ ~ERERA L,
BG4 BRI & 24 BRREIR CUREE L 7o 38 2% LS 17 -
B v BRIc kB YAC Licsdd 2 NK it i & A7
BEERETHREITL,Fig.dicegh iR BEL

Zeytotoxicity

w £~ w n

S ) =) S
@

[
o
A)O

10

Fig. 9. Influence of the supernates obtained from
cultures of Coon-HVJ and lymphocytes for 4 hr
(o) and 24 hr (®) upon %cytotoxicity against YAC
1. a: no supernates.

3
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@
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Y40 - k.3
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no Coon Coon+Ly Coon-HVJ
sup. sup. sup. sup.

Fig. 10. Influence of the supernates obtained from
cultures of Coon (n) alone, Coon + lymphocytes
(=) and Coon-HVJ (e) alone upon % cytotoxicity
against YAC 1. 4: no supernates. T:E=1: 25,24
hr assay.

40 (@) o LiFEEHEMT 2L, YAC L ot 2%
cytotoxicity & JEH M 33.5 £ 9.0 % & 52.6 +
T3%ctERUI (p<0.01). LOLBEAK AR
(O) o LEATML TS, % cytotoxicity ® L& it
Rohfah -1, iz Fig.10 @ & iz Coon H a3 ®
Coon — HV] a0 &0 F# K o, Coon mias v v

7

> 50 ]
W)
9 o 2.
o
2 30
20 ® B
@
10 @
Fab'(-) Fab'(+)

Fig. 11. Effect of IgG-Fab’ of rabbit antisera
against HVJ on %cytotoxicity against Coon-HV]J,
assessed by the proline labeling method (T:E =
1:25, 24 hr assay). The final concentration of
Fab’ was 10 X 128 HI
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% 40]
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-3 -2 -1 -
F‘il})' 10 10 10 2x10
Fig. 12. Effect of the step-wise concentration of
IgG-Fab’ of anti-HVJ upon %cytotoxicity against
Coon-HVJ, assessed by the proline labeling method
(T:E = 1:25, 24 hr assay). Original concentra-
tion of Fab’: 128 HI.
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SRERSE UBROEELEE, ThERYAC]
¥t d 3 NK assay Bl & s, NKEED
PRIt THRDE YAC LIcXd 5 NK EHE
ERxe3{ERA I, Coon — HV] #fas v v EREE

%

> ]
$J
-
< 20 9
: o
2 ® e®
g we  Po-
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Fab(-) Fab(+)

Fig. 13. Effect of IgG-Fab' of rabbit antisera
against HVJ on % cytotoxicity against Coon-HVIJ,
asséssed by the proline labeling method (T :E =
1:100, 4 hr assay). The final concentration of
Fab’ was 10 X 128 HI.

2

24 BRBO FEOAICE SN, [E 4 BE%Ro EiFcl
¢, %+ Coon — HV] fHlaD & o 24 BsRHEE big i
bl oo,

3. HV] Hilk (v %) ©1gG ~ Fab' it & 3

Coon — HV] @l xf¢ % NK iEHEDO L

iz o 4 £ HV] © 1gG — Fab’ i & 5
Coon — HVJ #iaic 34 5 NK &0 1L

Wi+ FHHV] 0 1gG - Fab' 75 7 4 v b %
RN L 78, Coon — HVJ I3 ¥ 5 NK FE#EM 4
B assay & 24 B5ff assay L TR LD E I L RET
L#. =¥ Fig. 1l KR & Hic, 24 ¥ assay T0D
Coon — HV] #ifaic x4 5 % cytotoxicity i, Fab’
ANA T WEES2.8+ 9.0 %» 5, Fab’ 2N A b
(Fab’ OMBEI 107" x 128HD21.4 = 7.2 B LD
Lz (p<0.05). #£CT, Bz N A % Fab’ ORE
ABMEIcELC, ML 24 assay LER%E
Fig 12 cF?T. W0 TCOHVEBETCRIEEDS
cytotoxicity @ B & B % 4%, 107° O K D %
cytotoxicity i@ Fab’ R M © B i ., %
cytotoxicity Db i3 Fab’ BE KR TS - 1.
Fig.13 i, Fig.1l & B UEB% 4 B assay TH &
EBTH S . ABMOEEICIE Fab’ OFREZTM
LT#%, Coon — HVJ iz x4 5 NK & 2 EEHM
DB ETD S M- to. THb B, 24 Bl assay Kk
i+ 3 Coon — HV] f@kaicxtd 5 NK {E#EE, HV] in

Table 1. Summary of experiments on the NK activity against Coon and Coon-HV]J cells of 4 hr and
24 hr assay. a: unchanged, b: decreased, c: enchanced, N.D.: not done.

Coon Coon-HVJ
4 hr assay 24 hr assay 4 hr assay 24 hr assay
. . . higher than higher than higher than
NK activity against each cells low 4 hr Coon (p<0.05) Coon (p<0.01)
Effect of each cells as competitor
on NK activity against YAC 1 — 4 v b ¥ re
Effect of 1gG-Fab’ of Anti-HVJ
upon NK activity against Coon- N.D. N.D. sy v
HVTJ cells
Coon-HVJ + L Coon-HVJ + L;
Coon  Coon+Ly CoonHVI gorer ¥ e y
Effect of the supernates from each
cells culture upon NK activity —_ — — ?

against YAC 1 (24 hr assay)
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ko 1gG— Fab’ BiIlic & - TiMEl & N hs, 4 B8
assay i1 5 NKEHRE L i -2, Ll ko
Coon #la% U Coon — HV] #ldic xt4 2 NK 7 #
O 4B & 24 RIS O Xtk 2 B4 3 & Table |
DML ITTE B,

1 =

NK E#E%E 7 2 b4 301, B0 NK &S#H o
Bumiatk (YAC 17" K562%'® MOLT 49 %) %4&
il s T2 KBFEA LAV OGN, T OENEI
& effector cell RRMETH2HERE V. L LKA
TOEEHIAY Y 4 v 2 REmlas, BE (Auto) @
NK #fif@ (NK o effector cel )D/ER%*R L T2 5
bOHEIDILODVTR, RERTOERTIRFER
ZLWEBZOND AERTEIBICIOEEEL T,
FEOFZRTNKREEZFA ML, LrdSETNKOD
EMias LTHVYONABOR WS » b Ik
(Coon #Hified) %M L, HV] O Byskk & JERYkk &
AU, Thicid, 94 v 2 WIFRD in vitro £
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A Study of the Augmentation Mechanism of Natural Killing (NK) Activity against HVJ-
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Abstract

Direct cytotoxicity of non-immune rat spleen lymphocytes against rat liver cells (Coon cells)
and HVJ-infected Coon cells (Coon-HVJ cells) was examined, using 4 hr assay and 24 hr assay.

1. Significantly higher cytotoxicity was demonstrated against Coon-HVJ than Coon cells both in
4 hr assay and 24hr assay.

2. There was some evidence that cytotoxicit'y might represent NK but not ADCC.

3. In competitive inhibition assay using Coon-HV]J cells as competitor cell, NK activity against
target YAC 1 in 4 hr assay was inhibited, whereas that in 24 hr assay was augmented consider-
ably. On the other hand, using Coon cells as competitor, NK activity against YAC 1 was un-
changed in 4 hr assay and inhibited in 24 hr assay.

4. The supernate of the coculture for 24 hrs of Coon-HV7J cells and lymphocytes enhanced the
NK activity against YAC 1 by fresh lymphocytes, but that of 4 hr coculture did not,.

5. The NK activity against Coon-HVJ cells in 24 hr assay was decreased by the addition of
IgG-Fab’ of rabbit anti-HVJ in dose-dependent manner, but not in 4 hr assay.

It seems, therefor, that the mechanism of augmentation of NK activity against Coon-HVJ cells
in 4 hr assay differs from that in 24 hr assay, in which a interferon-like factor, released into the
culture medium, may act to produce augmentation of the NK activity. In 4 hr assay, however,
such a factor was not demonstrated in the supernates. Other mechanisms e.g. that of a cellular
factor may operate.



