T M= E50 28t

Integrin®] eto]|

. M2

WA/ A AES} T A5k Abe]e] BEAEL
Sol4 Ao s AEuNA AeS 2 15 o]

A aZugo] T4 998 sz ) B
/ 5] 280l ofA] o5 AlEIt WA= 59
3 B419) tbel Holgtel. sHelol ofaje] el
$o] F¥riggering ¥ 5 WAS= Aele] Ex
Hk-3-(cascade reaction)2 cytokined} -2 4~8-4
A opiet AgRel ATHE O AT A
F QB ugko] fofu= F7EA] 7|7 ot o] F
oI},

Jenkins ¢} Johnson?, Janeway<} Golstein® 5]
Slap A 2 Ao TS B BE
B2 @A 79 F87]-igand G S 2 €]
shojar W EE o] ohet, e 27 AE
AR w3} A5 AG ] oJste] wj7) &= A9 cross-
talke] 9 Ao UeA P, & £ T A
X+ T cell antigen receptor(TcR)S E-3Fe] 314
AME 2] major histocompatibility complex(MHC)
peptide binding groove 9] A3 Y-S QAAFHA|
gk o] Agnto 2= T A2 9] &5 dojuiA] &
I Q388 T M F2Hanergy) e ol wEA]A]
ot FAAAAIZ = MHC-peptideste] 2t
o &J&F T A|3E2] TcR cross-linkinge A2 0 2
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coreceptors2] 213}ES A7 0 ZM corecep-
tor®} 1 ligand(counterreceptor) 2] A3-S F71A]7]
3L MHC-peptide$} TcRe] BEeg TS S 717
Hr}, o]uf coreceptorSE A|E S F+= A ¢
o M EAste 315 Fv ERYTE ok
B} accessory receptor = costimulatory recep-
torgkal E-]-9-H%, MHC-peptide/TcR Ao 3he]
}= costimulatory receptor®] £F-29} A3 =0 u}
2} 1o o T AR ¥R vl DA A
ok

W&t e] B2 2 (adhesion molecule)™= B, T A
o) Wt Aue e 2o ARt
e S 248, A3 Aok (primary
lymphoid tissue) 4] AAAH AA2HE Jul9]
ogg sk, Wnko 2RE YERe 2 ofF
2 9% FBAFEE HEo, AT AR
(homing)¥} &4 Jujekzz o 2o ZAels 243}
o, FANE AP A 9 AEHE )
A (target cel)9}e] A5 2-8-& 23,
g zaTo 2H doire £9E 243
o the M7 Ao mE A
ek T)5e] ATTE e ol ¥4
es] AlEZRY] Bl Agtent &
e olQgle] Alzy Asdg7]
(inward signaling)& 7FA|aL 1o], T-th 2] A E 2
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3289 4= CD2/Lymphocyte Function associated
Antigen-3(LFA-3), Intercellular Adhesion Molecule-
1(ICAM-1)/LFA-155-¢] F-2eh 7t Agto] A4
e+olo] 7154 HFE Y8 (costimulation)S 3t} L
21} o] 9ol MHC 1I/CD4, 4-1BB/4-1BBL, CD27/B7,
CD40/CD40L 53} 7+-& costimulator receptor-ligand
£ 1) A= T-U A 27 AEA Tl 233t 7]
o StEE, gk ofn| o] A A A s Y
4~2-7](signaling recepton) & &3 =

2 AT BAS BE AEEW A
SJolel A 33 5-871eka i o) s,

T AEE= &%57|(effector) NEES EA3IA )=
Ao 2 2 dA glon dd @A =B AE T4 L
FA) 84) f-= 50| 313, Clark, Ledbetter 5Y¢] K.
st=o] o] gt A= A 84 UAE 9
o AEZF A Eo] dogt) T A|E7} A2
o] 857 715§ fr=dhs vk cytokinet ofy
2} 27 HE| s Als o] AT, 2]
FAg 22 v H5 WA= AT (resident)
ZA AL} HAFAE L vl s 1A S frA]
SHA HE2 T AE, ST/ A M, ThE sl o
9 AT M Afo] o= 84 JUAHE o] 2py,
A AEZE] HE ostAME 43 A5
¢S el siAlE Zle R Bt o]g 714
2 T AZ7}F 584 AAE #8183 o} 214
A HE 9ot 52 F7HA] WY B &Jsted]
WG 2 sl 11-1B, TNF 2 metalloproteinase £
Mg fapl Brhe wngeld selugichn,
o] AVEL AHAQ ME HES B3 T A2
7} o] w2 A 5] tiske] WA A2l 7]
¥=A) 7|5 (intrinsic proinflammatory function)&
vepd o gtk A on|git JE /A2
Qo= TAHE T AE7} A EZF Ao oJste] Al
AEZE SN AT B g = gE A2 o2
T B A|Z02e} 33797} Gtk wiEbA] T AlE=
Gt ASAEEST HSo)H o2 Ay Agete]
o] & AES0 71578 243tE dorH, olefgt
719573 A2 T M7t @45 o Al H|
Wy 3 oA ) S w5t

oo

I

i
}:_5 oQ ok

=

P
u
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o] QolLhe 2hgolehar Li 59, Vey 57, 2 Isler
S nusgo, ofug $ATho] o gt
& wreaf] AT 1 ligands] 2ol ol
o] FAs}sIE AT ABALAAL S 7ol
AAJol) Bato] oF2] 2pA| 8] L uf gISAT

& AelM= 3, R3he THP-1 HZ7F T Al
o} HHSE IS v Walele AES] WA s
W17] 915}l Abe] ]R3 WA AT T THP-
LAZE S 3842 44 e
1,25(0H):Ds = A 2laf| A, AFe] helper T AJEF21
HUT78% A et lS mf THP-10] EH] 8k IL-
1B9] & ELISAR AREA8tint. gk &4, o=
AEZFE P AFA7F HuT78¢l thek THP-19] Al
Eu3e ISR W] Sistel, THPL AT
£ 125(0H:Ds 2 A gk $ Al2xY e d o]
HEHSLE flow cytometry HO 2 S43kaL, 1
312 HuT78] thgk THP-19] ¥Hg-A] H3}e} v

o

[¢]
AZHSA )8 B/ Az 754 &
818 vifsHe Aow Az AEET
2] Bafo] P2 QA HIPlon], Fo= T A2
g w2 @ Wz A B S FHelL A
Q3] oyt Aol S-5Hw & AR E
$3 F YeA02 AR o]] Hashs vhol

o}

| ox

o X F

I, &A= 2
1, THP-1 N ZH|

AF2] promyelocyte A|ZES9] THP-1-2 fetal calf
serum 10%2} penicillin ¥ streptomycin(Sigma)©| Zt
Z} 100U/ml, 100ug/ml, 33 RPMI1640(Gibco) HY
FHol| A 5% COz, 37T 9] 210 2 i Fstlrt. 4
2] 1,25 dihydroxycholecalciferol (1,25(0H)z2Ds,
Sigma), &2 human interferon-gamma(hIFN-y,
Genzyme)E I8 AI7F F<F THP-1 Aazo)] A-8-A]
A, HuT78%}e] SAM G 32 A3 gehi o

o UL



g} flow cytometry®]] ©]-8-3}F3ATY.
2 HuT78 A= =H|

Abgke] THIZF9] HuT78& THP-17} 5 3 vl o
Aol A v 8P phytohemagglutinin(PHA, 1ug/
ml)¥} 12-o-tetradecanoylphorbol 13-acetate(TPA, 5
ng/ml) 2 48 A7+ Ae|gtdek. 1 F A|EE phos-
phate buffered saline(PBS)2.2 33] A|&3}e] 1%
paraformaldehyde(PFA)/PBSE 4T 9|4 2 AJ7F 123
SFal, ThA] PBSE 33] AH3F Thy THP-137h9] FA
ujj ol o] w7hA] 4C ol Hskgie). ofw
ET 02N oFg AT 2 HuT78: T4
o2 y7gste] Hakstitt

3. THP-1 A|Z2} 10T HUT78 NIZ2| SA|
H{S
1,25(0OH)2D3, IFN- 2 A3l & A g]s}A] &
THP-1 A| ¥+ PBSE 23] M| 2I5}e] vl kHo] 5% 105
cells/ml o] FEE AF-F3ITE PHA/TPAR A=
ato], & A53HA ¥ A= PFAR uA G
HuT78 MEE 4% 10%ells/ml &] FE2 vl okolof =)
H-5-3Fe 24 well culture plated]] 20042 3} ¢}
<, $lollA] ) E THP-1S 2004 3718FSith. o2
7 ske] P23 THP-13} HUT789] X% A E v &L
1:8 o] T}, o] & A AIRE Ft vl ko] A3

o] IL-1B2] 7g #of] o] 8-3}3iTt.

1= IR=
OE]T'ET

=EANS
o=

4. IL-1p 2HIZ 5HE 93t ELISA 244

Ao 2 EH)H IL-1B+= Sandwitch ELISAFH S
2 A=kl T} = 0.2 M carbonate buffer(pH 9.6)<]
20ug/ml FE=Z2 324938k mouse anti-human(h)IL-18
HAFEA (Genzyme)E ELISA plated]] 4T =2 24
AR} coating BFaL, 0,05% Tween 20/PBSE. 53] A%
3} 1% bovine serum albumin(BSA)/PBSE 37 9|
A 277} block 3} T}, Standard 241 0 - Sng/ml ]
recombinant hIL-1B(Genzyme)& Z-8-A|7]A, Al
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FEA dolxl v S wellel] 2-8A1A 37C
A 3027t BEEAIZ] TR Al H o 2 53] A st
%t} Rabbit ant-hIL-1p8H)(Genzyme) S 10ug/ml
o] T2 FEAA 37ColA 3083 WHSA7]AL 5
3] A3k 3, horseradish peroxidase conjugated
anti-rabbit IgG &A|(Calbiochem) 1:1000 &-8-A]7
37°C A 1583 WESAIZ] TR 53] A& 8EaL, sub-
strate2A] 0.02% H2027} E8H S5A3} tetram-
ethylbenzidine/DMFE 1:12 E3s}e] 7} wellol] 3
7heh 1027 A2oA REEAIZ Y 2% 1 M
H280s A T5-89& FH7kske] 450 nm 3H7ol| A
S35 E ELISA reader(BioRad) 2 ZA] 43}

£ duplicate 2 A|38F o A= &
lank®] FFEE A|g ks o83t IL-

IBEE IO 2 L1PFES SIS,

5. NIZED ZHA gl 578 9ISt flow
cytometry 24

1,25(0H)2D3 2 A28k, 22 A g|a}A] 22 THP-1
A E PBSE 23] A2|31aL 1% BSA/PBS(BSA/PBS)
o 2x109/ml FEZ AF-F3FATE Microtubed]] Al
E AR 1 mig BRad 9947 F 430
A AL, AEZ (cell pellet)o] mouse anti-HLA-
DR,DQDP QU F =
anti-Mac-1 §4EE A4(Pharmingen),
anti-ICAM-1 ©dZE &4 (Pharmingen)ZE 1:1009]
TR BSA/PBS 20049 3]A3te] A7 A
24 tubeE IAI7IHA 3023 HEAIZ] S
BSA/PBSE 13] A|&3}aL, fluorescein isothio-
cyanate(FITC)-conjugated goat anti-mouse IgG &
(Pierce) & 1:2009] T2 ALA|A 2027 3)AA]
71X Aol x] RRSAIZT BSA/PBSE 23] A|H
3+ 5 A EZS 1% PFA/1% BSA/PBSE 108-7F 314 3}
11, 13] M| As}e] 2504 2] BSA/PBSO|| A ¥-5-3F The-
fluorescence activated cell sorter(FACStar, Beckton

ataict.

8} (Pharmingen), mouse

== mouse

Dickinson) & &4

6. SH A=



Aze

SigmaPlot® program-<-

I, 2

1. THP-1/HUT78 SAHI0fl 2J8t THP-1 A
=y IL-1paypt

HuT78%} THP-1 M| EE 1A vf 43193 uf THP-
1 AE7H IL-1BE 28|sheA] ddsh] §iste] A=
34 ¢5& HuT78¥ PHA/TPAR A3+ HuT78<
PFAZ 11438 3 THP-17}9] FAJu| S A8 2
3, THP-19] IL-1B 4] B& 2H2} 8333 4336 ng/ml
© 2, A= ke HuT78¢] THP-13} 2854935 vf
A= JEA] ke ARt sej e I-1B #H] 1S o
ERJIRATE THP-10] §le JH 2 TUe S Al
3F9& 790l HuT780] Ap= whgka, k2] ekokad
A IL-1BE8]7F A ] GofupA] @hoba], g
HUT78 A= T-1BE 2|3k Sae o] 31
ok HuT78 Al thal, A= whe HuT789] v 3
N, S Al o FAE THP-19l] H7Fshds 25
o= IL-1BH) 7 A 9] ojubA] ko2 THP-1

O] IL-1BEH] S717F HuT782] v Fello] Ql&A| = =
£ 784 dAuEe] ofyet THP-13} HuT78 A&
AR ete] A FIAEUS & 5 UATHTable
1.

. =RREE THP-11 HUT782] SAHIRA|
THP-19] IL-1B

AR
el 2sh/2-93t B421 1,25(0H)2D39} IFN-y

£ THP-19)] A X3k 3 THP-13} HUT78< 1 B
Gt v THP-19] IL-1B8H] -2 dEksto] &
A} (Figure 1), 10°M 1,.25(0H)D:E 4U7F %28t
THP-19] 7% HuT78%} HkS- 3199& o 713 2
IL-1BEH & vk & A= k) ok HuT78%}
THP-1Z 2, 24, 48A|3F SA sl olbs 785tz
THP-19]] B3}t 1.25(0H):D3& A*]2]8F THP-11-
A 247l = ' &fo] 7} gl o 24A417H3,35ng/
ml), 48A17H4.21ng/ml) & Bl FBHH ET(244]
7F, 0.82ng/ml; 48A17F, 0.87ng/ml)o H]&ke] 2+t 4
~5SHll 7heFe] IL-1BEH] & S7He eIt 1
500 U/ml 9] IFN-YE 393F A A]$F THP-1-0]]

Table 1, IL-1B production by THP-1 cells exposed to fixed HUT78 cells

HuT78 cells

+ -

THP-1 cells

(pg/ml)

- Medium

Supernatant of

- stimulated
HuT78
Supernatant of
- stimulated
HuT78
Unstimulated -
Unstimulated -
Stimulated -
Stimulated -

(100
(100IL-1B production by

- THP-1

100

- (100
833

- (100
4336

HuT78 cells were stimulated for 48h with PHA(1ug/ml)/TPA(5ng/ml), tixed, and cultured at 37°C for 48h with or without THP-1

cells,
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12

m 2h Coculture
0O 24h Coculture
48h Coculture

(=}

IL-1B(ng/ml)
N

1.25(0OH):D3  IFN-y

THP-1

1.25(0H)2D3
+IFN-y

[ E

1.25(0H)2D3  IFN-y

1.25(0OH)2D3
+IFN-Y

<l
-

HuT-78 Unstimulated

-
-

<l
-

-
Ll

Stimulated

Figure 1, Effect of preincubation condition of THP-1 contact duration between THP-1 and HuT78, and stimulation con-
diton of HuT78 on IL-1B production by THP-1 cells, THP-1 cells were untreated or pretreated with 10-8M
1.25(0H)2Ds for 4 days, 500U/ml IFN-y for 3 days, or both(IFN-y was added at second day of 1,25(0OH)2Ds
treatment), HUT78 cells were unstimulated or stimulated with PHA/TPA for 48h and fixed with 1% PFA.
Supernatant was collected for IL-18 measurement after 2, 24 and 48h of THP-1/HuT78 coculture,

A izt A 9] frAFsEAY 2 I-1BRH] & B
$131(0.38, 0.93 ng/ml), 1,25(0H)2D33} IFN-y=- 37
A A 2] g THP-1 (0.72, 2.70ng/ml ) A &
1,25(0H)2Ds W A2 A] B} Q@ 8]e] A2 115
H)E JeRSIth PHA/TPAR A=8RS HUT78S
THP-13} 3| B Fet S Aol = b= 4] g
HuT78¢] 78-9-¢F 1221 Bk 2 vzt e
v 2HE IL-1B9] 42 EA Bodth S vxT
THP-19] 7-$-ol|A Z2A% 2= ¥k HuT78% vhg-
A7 24, 48117F0] A3t w 4,33, 4.92ng/ml
9] =2 L-1BEH|E B, 1,25(0H):Ds 2 WA
g THP-129] 79+ A= A &2 HuT78(3.35,
4.21ng/ml) BT} 2}= ¥R HUT78(8.86, 10.95ng/ml)
] WEEA] oF 2,68 H o] IL-1BEH| 7 Hof A
Aoz 71 FAE e AT} wEpA]
1,25(0H)2D;E £3}% THP-19] ¢ &X3te
HuT78 A2 ol et =& A2 WA 44, 5 1L
1BEH 571 BEE 5 AT

xo

3T

3. HUT781}2] EAHIRA| 1,25(0HRDs= A
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AMAIE THP-19] IL-1 3 Qb st

1,25(OH):D: 2 ¥3H+-=H THP-1S HuT78%} 3
7 vl et o IL-1BEH] o] 7HE =7 S7FekS
ouZ 125(0H):D:Y] A=A 7|31} Fxo) mh
THP-19] AZ ¥-gAS #23 A7) 105M
125(0H):D3S 0, 1, 2, 3, 49%F A 2)3F THP-1& A}
= W2 92 HuT78% SA| ks W THP-12
Z}7} 0,14, 0,34, 0.48, 0.48, 0,58 ng/mi 2] IL-1BS &
B] &L, A= Bk HuT78% BAE) < 319S v
0.52, 0,96, 1,24, 1.45, & 1.68 ng/ml 2] IL-1BEH]| &
tERd o] 1,25(0H)2D3 A A 7]ko] v &k
THP-19] IL-1B3H] #Fo] F7}akth(Figure 2), B=3F
THP-1S A A8} 1,25(0H):D3¢] FEE 0, 1019,
109, 108, 10"M=Z A 2 EE|ste] z}= vkA] @&
HuT78% 37| vl 3t o THP-19] IL-1B 4] =
£ 0.12,0.15,0.16, 0,53, & 0,72 ng/ml 0] 2™, =}
= B2 HuT78% SAIE| & 3Fhs 74-9-¢ll= THP-1
o] IL-1BE-H] o] 0,20, 0,38, 0.38, 1,24, & 1,84 ng/
ml ©]©)A] THP-1& A=A X3} 1,25(0H):D34] FE



1.8
Unstimulated HuT78

—O— Stimulated HuT78

1.6
1.4
1.2
1.0
0.8+

I-1B(ng/ml)

0.6
0.4
0.2

0. 0 1 1 1 1 J
2 3 4 (days)

Duration of 1,25(OH)2D;3 Pretreatment

Figure 2. Time-dependent effect of 1.25(0H)2Ds pre-
treatment on IL-1B production by THP-1 cells
in THP1/HuUT78 coculture condition, THP-1
cells were pretreated with 108M 1 25(0OH)2Ds
for 0, 1, 2, 3, 4days, and cocultured with PFA-
fixed stimulated or unstimulated HuT78 cells
for 48h

H|#|5}e] IL-1B%EH] #Fo] Z7}8FIchFigure 3), whe}
A THP-1& 1,.25(0H):Ds & H 28 7]k} 550 ]
#lste] HuT7sel tha A ko] S7hahs
< wick

4, THP-12] NEZES SERIE wsio] DiAjs
1,25(0H)D32] Y2k

/A A7 TAIEES s AXE o 7
HLA-D
£ o
g
£ 1 i
2
3z
o
oo 101 162 it T ¢

2.0
1.8
1.6
141
1.2

o Unstimulated HuT78
O— Stimulated HUT78

1.0
0.8r
0.6
0.4r1
0.2r
0.0

IL-1B(ng/ml)

1010 107 10®
Concentration of 1,25(OH)2D3

107 (M)

Figure 3, Dose-dependent effect of 1,25(0OH)2Ds pre-
treatment on IL-1B production by THP-1 cells
in THP-1/HuUT78 cocultrure condition, THP-1
cells were pretreated with various concentra-
tion of 1,25(OH)2Ds for 4days, and cocultured
with PFA fixed stimulated or unstimulated
HuUT78 cells for 48h

7 523 FA1Q1 HLA-D(MHC)$} costimulator 3+
& 3h= A7) ICAM-1, B T A7 A%
o w9 F83F 93-S sk P2 integrin familys
Mac-1& A 9sto] o] 59 Tdd v A=
1,25(0H)2D3 2] 98-S flow cytometry HO. 2 ¥zt
8 A3} THP-12 10°M 1,25(0OH):D3 2 0~4U7t A
2]3PH THP-1 A3 A HLA-D(0 day, mean fluo-
rescence intensity(MFI) 9.45; 1 day, -; 2 days, 9.34; 3

ofy

=i
=

oft

=i

days, 9.27; 4 days, 9.23), ICAM-1(7.03; 7.16; 7.34;
MAC-1 ICAM-1
o 101 162 16° 164

Mean fluorescence intensity

Figure 4, Histograms for HLA-D, Mac-1, and ICAM-1 expression on THP-1 after incubation with 108M of 1,25(OH)2Ds for

0 day(open profile) and 4 days(solid profile),
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18 —o— HLA-D
16 —o— MAC-1
—&— [CAM-1

14}

12

10

Mean fluorescence intensity (MFI)

0 I I I I |
0 1 2 3

Duration of 1,25(OH)2Ds3 treatemtnt

Figure 5, Time-dependent effect of 1,25(0H)2Ds on the
expression of surface glycoproteins of THP-1,
THP-1 cells were treated with 10-8M 1.25
(OH)Ds for O, 1, 2, 3, 4 days. Expression of
HLA-D, Mac-1, and ICAM-1 was analyzed by
flow cytometry .

0.97; 6.78)2] &2 Ao W3/} gle vHA, Mac-
1(7.59; 8.15; 9.70; 10.38; 16.76) 1,25(0H)2Ds #] 2]
Aol Aojd s HapH o g & S veR)
A h(Figure 4, 5). 1,25(0H):D3 &5 0~10"MZ
A2 gldle] 447 THP-12 A28t Al e
HLA-D(OM, MFI 9.45; 10°M, 9.11; 10°M, 9.21; 10

HIA-D

Cell number

4 (days)

MAC-1

8M, 8.83; 107M, 8.53)%} ICAM-1( 7.03; 6.96; 6.88;
7.37, 9.0 2 F5H Apo|7} A gigion owk L
FE(10"M) 9] 1,25(0H):2D39]] ¢Jsle] HLA-D= 28
o] Okt 7+2(10%) ¥ Q3L ICAM-1S k7 Z7H30%)
Ao} 1 afo]= - m] ok e WhH, Mac-1(8
)] W A2 vl TA S th(Figure 6, 7).
upebA] 1,25(0H):Dse A3 o] = THP-1
o] AEEH Fehild oA B2 integrin €] Mac-1
AR WHE A7 2 s HlHEke] A

71 285 eI

5. THP-1 MZS| HUT780] Tiigt M Bigy
(L-1BASOHT} MR S 2t Se
Atole] Ay

TS o= 1,25(0H)Ds2 A * X8 THP-13}
HUT78% g oFste] 2 THP-19] IL-1B3H] 2
(Figure 2,3)7}, SLF WY O 2 125(0H):DsE A2
sle] A& THP-19] HEZEW Fehilde] whe A w
(Figure 5, 7) AFooll A8t Ja-aA7} A& &
3 A3} PHA/TPAR A= ke 3o wkx]

HUT78%}¢] FA| ool o] 3k THP-1¢] 11138 %
(ng/m)3} AT ekl g o] W (MFI) Aol
APA = HLA-D(AFF 8E2] 91 HUT78 SAJH] %

BT
Al = 017, A 2R HuT78 A A =

oro.
o+

ICAM-1

Mean Fluorescence Intensity

Table 6, Histograms for HLA-D, Mac-1, and ICAM-1 expression on THP-1 after incubation with 0 M(open profile) and

10-"M(solid profile) of 1,25(0OH)2Ds for 4 days
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70

o HIAD 0.09), ICAM-1(r= 0,08, 2= 0,02)2] 79~ j-$- vke
Gl [ mac e YeRlle Mac-1(re = 0.65, 12=0,55)& &
S A 0.2 §-2]8KP: € 0,01, P2 0,05) E& AT
Er = Yeh)QtkFigure 8). Wb THP-19] Mac-1B2
‘g ol integrin &S THP-13} HuT782] FA[8] %kl &J3}
< of veRhe 71934 AT ALABE ) v
% o $- DA FAIA 7} Qgo] TR AT
g 6. S-NEEDH JHME] HAUS=E SA|Q AZ
or 4 IS AR 2
0 1 1 1 1 |
D mimdsone, o THPL RIS SARYSHGLE o THP1°)
, ] " (;H‘)zDS o e I-1BE Abshs whe-o] THP-1¢] Mac- 124+ v
o D S SO0 02y e 44 294 40 A0
THP-1 cells were treated with various concen- 1] 98] A Gk e gigh Sold vl

tration of 1,25(0OH)2Ds for 4 days. Expression 22 FASS THP-19] 1] ATA|A HuT787

f HLA-D, Mac-1 d ICAM-1 lyzed — - =
gy flow cﬁomaeiw‘ - e e THP-12] A7 B3-S xpetsto 24 3ol IL-1B%E

HLA-D MAC-1 ICAM-1

@ [} ([ ]

11=0.08

Mean fluorescence intensity

2%=0.02

0.0 5 1.0 1.5 0.0 5 1.0 1.5 0.0
IL-1beta(ng/ml)

n

1.0 1.5

Figure 8, Correlation of IL-1B production by THP-1 cells upon coculture with fixed stimulated(closed circle) or unstimulat-
ed(open circle) HUT78 and surface glycoprotein expression of THP-1(N=8), Before flow cytometric analysis for
surface glycoprotein determination or coculture with HuT78 for detection of IL-13 production, THP-1 cells of
each samples were pretreated with various concentration of 1,25(0OH)2Ds for various durations

r2: correlation coefficient between glycoprotein expression and IL-1B production of THP-1 exposed to unstim-
ulated HUT78

r22: correlation coefficient between glycoprotein expression and IL-1B production of THP-1 exposed to stimulat-
ed HuT78
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Table 2, Effects of monoclonal antibodies on the production of IL-1f by THP-1 cells exposed to stimulated and fixed

HuT78 cells

THP-12 MAbs to cell surface” % Inhibition of®
preteatment glycoproteins added IL-1B production

- mouse 1gG 5

HLA-D 5

Mac-1 56

ICAM-1 5

mouse IgG 5

1,25(0OH)2D3 HLA-D 5

Mac-1 35

ICAM-1 5

2 THP-1 cells were pretreated or not with 10°M 1,25(OH)2Ds for 3 days before experiments,
b THP-1 cells were preincubated with monoclonal antibodies(1.5ug/ml) for 2h at 37°C and cocultured with PHA/TPA-stimulated

and fixed HuUT78 cells for 48h,

¢ Results were expressed in percent inhibition compared with control values,
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-Abstract-

Immunochemical study on the Role of 3
Integrin in the Activation of Monocytes Upon Direct
Contact with T Lymphocytes

Suck-Cho Lee, Ho Lee, Kwi-Ok Oh*, Hyung-Seop Kim
Department of Periodontology and Research Institute of Oral Bio-Science,
College of Dentistry, Chonbuk National University
*Institute of Dentistry, College of Dentistry, Seoul National University

The modulation of leukocyte cell surface adhesion molecules may influence the development of cellular
events that determine the course of the inflammatory process. Direct interaction between activated T cells and
monocytes resulted in a large production of TL-1f by monocytes, In this reactions, adhesion molecules play an
important part, yet the role of them in T-monocytes interaction remain unclear, This study was undertaken in
an effort to elucidate, 1) the influence of 1.25(OH)2Ds-induced differentiation on the monocyte responsiveness
to direct contact with T lymphocytes, and 2) the role of adhesion molecules on the T-monocyte direct interac-
tion, Initially, I observed that direct contact of monocyte cell line THP-1 with stimulated fixed T cell line HuT78
markedly induces IL-1B production by THP-1,

IL-1B production was higher when THP-1 had been previously exposed to 1,25(OH)2D3 as compared to
control, with @-1.25(0OH)2D3 dose-dependent and exposure time-dependent manner. It was shown that
1,25(0OH)2D3 also increased the expression of B2 integrin adhesion receptor Mac-1(CD11b/CD18) dose- and
time- dependently, but did not increase the expression of human leukocyte antigen-D(HLA-D) and intercellular
adhesion molecule-1(ICAM-1), The IL-1B producing activity of THP-1 cells correlated well with the ability to
induce the Mac-1 expression on THP-1 surface. Monoclonal antibody raised against relevant cell surface glyco-
proteins on THP-1 were tested for their ability to block the response of THP-1 to T cells. Antibody to Mac-1
only partially blocked IL-1B production by THP-1, whereas antibodies to ICAM-1 and HLA-D did not,

These data indicate that regulation of Mac-1 expression on THP-1 cells can alter the responsiveness of these
cells to contact by activated T cells, however other unknown structures on the THP-1 cells may be involved in

this process also,
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