<RNE,

;f Kobe University Repository : Kernel

R
S
4oge

PDF issue: 2025-08-02

BEREE L TCOREBICNT 5EEEES X D30
ER (MF5RERET)

/\, E%

(Citation)
HEKZEZE RSP MES, 5:116-119

(Issue Date)
1989-06

(Resource Type)
departmental bulletin paper

(Version)
Version of Record

(JaLCDOI)
https://doi.org/10.24546/81007118

(URL)
https://hdl. handle. net/20.500. 14094,/81007118

KOBE

\j].\]\'l:lihl'[ Y
J

%)



MRBE—

RIEBREE L TORBIZHT S

BRI L & 3

B 8

R Y # 3 » Dy(1a, 25—dihydroxyvitamin Da,
LLF le, 25 (OH),D,) @BiEEALAEN T
27 AAREHCH T AR LSS . Mila O s bk R AR
TERREREIER b AT HEIREBAL M 5T
ETBY), FUREREHHELELTD 1, 25
(OH),D; DEEIVIFB SN TET WAL, —H, flizn
BHABREBECBOWTHEHBRET 7F /%4 M2 MHC
Class B #HB L, COMEDEHREII ¥ -7
Or—7Y (IFN-7) THESRAEIMOEN TV B,
4, #4132 (1] le, 25 (OH),D; A¥= 7 ATEMA
e (CHS) RLIE afferent phase 33 & UF efferent phase
ED LI LEEE5 250, (1) =7 R recom-
binant IFN— ¥ (rIFN— 7 ) 12X % Pam 212 cell (BALB/
¢ ¥ 77 A M3 spontancously transformed keratinocyte
cell line) @ la HLFEZEHAT 12, 25 (OH)D3 & 2 TE
D& REE YA, () Pam 212 cell & pros-
taglandin E»(PGE,) DA FEIZ 1@, 25 (OH),D, 22 & D
£ A S R ANV THER L,

Ak

I. 1«, 25 (OH),D,; DAL HT CHS [UE® afferent
phase IZ M IZTEHEE LRI T L2012, 1, 25
(OH):D3 (0.0545 £ TF0.005 wg/ml) % A/l =7 A%
F4Z 4 BMEFNH L, MAHERCEZS 5 % trinit-
rochlorobenzene(TNCB) & W THREEEER TV, &
fE6 BI&ICHIZ 1 % TNCB # &4+ 4532 b CHS
IEDEESE % 4T o 2o —F. efferent phase ~@F2
THRT A0, WHERICT 5% TNCB #1412
S BRERBIEEITV, 5% INCBEAHZ2AH LD
4 BELES 1, 25 (OH),D; (0.0535 & UF0.005 g/ nt)
FHCHA L, 5% TNCBEBHIZL BIEfE6 BiEIZ1
a, 25 (OH),Ds T4 H L72BE~® 1 % TNCB #4ilZ X
5 CHS RIBD#ER T o7 WTNLOBEL, 1%
TNCB B2 & 5524 M % 2 HF OB RO %

o7z

¥ Dy DIEH

mEKEEEREEE B g &

I. Pam 212 cell * ZHERED (IFN-Y B L ¥ 1a,
25 (OH),Dy DFFET & 5 WV IZ B T TT2HE M5 35
fe. i 1-A° Btk % BV CH b defa ik FACScan %
WT T-AY [Z % Pam 212 cell D %70 /20 X
cyclooxygenase @) inhibitor T # % indomethacin (1
pg/ml) OFETBIUPFFRETICENTS LFLEF
BRDEEREIT - 72,

M. Pam 212 cell # &AERLD rIFN-7Y B LU La,
25 (OH),Dy DFFEHET & B I3 IEFFAE T TT28: =
L. # @ conditioned medium f1 @ PGE, % radioim-
munoassay & ¥ HWTEE L7,

= #

1. 1a, 25 (OH);D; D% (Z CHS JXIL O afferent
phase {213, (LY 5 2 ko749 (Table 1),
EESBERA I TERIIC Le, 25 (OH).D; 24T 2824
Y. FOJIE (efferent phase) 733 > b O — L (24,
25 (OH),Dy #FFIHTE) IS L CHEICIER E 4172 (Table
). 1a, 25 (OH),Dy @ efferent phase DI AT
Bis la, 25 (OH),Dy A X DRIBAIER T o 72
TAEME . 1e, 25 (OH)LD, AT HROF OE & o
W2, MSENRENRRESE»LANBLVEEZS
7o X, la, 25 (OH),D; OHARLENZ >4
2N AAMEL % Thy—1 positive dendritic epidermal cell
DEHB LVEEIZS Z 28I >vTidar bu—ib
HEHELT, HFIEEROHLNLLE, o7,

II. Pam 212 cell ©20& % v 31000/ mé @ rIFN—
Y OFETCRZRMEELCLZA, wIThOE Y
£950% @ Pam 212 cell IZ1-A° I DORB 2 BD7.
—F. rIEN—7 LRS00 M S A5 i310 "M @ ]
a 25 (OH),Dy % FEFiE A I2E L 72355 Pam 212
cell O [-A® FUEOSRBIZI07M B & 06107 "M D
THOHAIZLH1/5 (#710% Pam 212 cell 771-A
TPUE B TE) DM & 4 (Table ), T~ b o—
& LT la, 25 (OHD; Odb D iZ107 %M D24, 25
(OH)Dy F 00 L 2285862 1k Pam 212 cell @ 1-A°
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Table [. Effect of 12,25(0H),D, on induction of CHS response to TNCB

Treatment Increase in Ear
Group® before Sensitization® Challenge* Thickness” p Value®
Sensitization"® {mm x 10°* } SD)
P 14,25(CH) ,D, . . 10.63 1 1.6 -
] 24 ,25(0H) ,D, + + 1114 1 1.42 NS
i ethanol + + 10,70 4 1.54 NS
i Ta,25(CH) Dy - i 2,55 + 0.50 € 0.01
Y 12,25(0H) D, + - 0.05 + 0.64 < 0.01

Five mice per group. Data from ar;;pregentative of three separate experiments at tﬁe
concentration of 0.05 pg le,25(0H),D, and 24,25(O0H),D./ml.

“20 pl of 1p,25(0H),D,, 24,25(CH),D, or ethanol alone was applied to the dorsal trunk of the
mice on days 0 to 3 prior to sensitization.

“Sensitization was done on day 4 by painting 50 pl of 5% TINCB in acetone on the 14,25(CH),D,,
24,25(0H) ,D, or ethanol alone treated site. -; acetone alone.

“Mice were challenged with 5 pl of 1% TNCB in acetome to both surfaces of each ear on day 10.
-, acetone alone.

“Ears were measured before and 24 hr after challenge. Increase in ear thickness = mean
thickness at 24 hr minus thickness before challenge.

‘Group | compared to groups [, [, [ and V; Student's t-test. NS; not significant.

Table ]. Effect of 1¢,25(0H),D, on elicitation of CHS response to TNCB

Treatment Increase in Ear

Group® Sensitization” before Challenge* Thickness* % locrement’ p Value*
Challenge® (mm ¥ 10 % + SD)

| . 14,25(0H) ,D, . 14,63 1 1,82 - =

1 + 24,25(0H) D, + 10.37 } 0.98 4] < 0.01
i + ethanol + 10.40 1 1,39 40 < 0.01
§ + 12,25 (0H) ,D, + 11.03 + 3.11 33 < 0.01
‘ (on abdemen) .

V - 12,25(0H) ,D, + 2.43 1 1.03 = < 0.01
H % 12,25(0K) ,D; - 0.96 ! 0.52 - < 0.01

;Fivérmice per group. Daia are from a representative of three separate experiments at 0.05 pg
14,25(CH) ,Ds and 24,25(CH) ,D,/ml.

"Dorsal trunk was treated with 50 pl of 5% TNCB in acetone on day 0. -; acetone alone.

“10 pl of 14,25(CH),D,, 2&,25(0H),b; or ethanol alone was painted on both surfaces of each ear
except group [ from days 2 to 5. In group [, 20 pl of ls,25{CH),D, were applied to abdomen
from days 2 to 5.

“Challenge was performed by painting 5 pl of 1% TNCB in acetone on both surfaces of each ear on
day 6. ~-; acetone alone.

“Ears were measured before and 24 hr after challenge. Increase in ear thickness = mean
thickness at 24 hr minus thickness before challenge.

‘% increment = 100 (net increase of 1p,25(CH),D, treated mice / net increase of control mice
-D.

“Croup | compared to groups [, [, I, | and |{; Student's t-test.
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Table [|. Inhibitory effect of 1a,25(0OH),D, on rIFN-; induction of

I-A® antigen expression in Pam 212 cells

% Of Pam 212 cells positive for I-A® antigens

Vitamin D, Derivatives Medium 20 U/ml TIFN-¢ 100 U/ml rIFN-g
Medium 0.5 49.0 47.7
10-% M 12,25(0H) ,D, 1.1 il 11.3
10°'° M 1qa,25(0H) ,D4 0.9 11.1 10.3
10°% M 24,25(0H) ,D, 1.0 47.8 48.5

la,5(0H) ,D,, 24,25(0H) ,D;, or combinations of rIFN-y with
derivatives at the various concentrations shown.

antibody and FITC- conjugated goat F(ab’}, anti-mouse IgG

Note. Pam 212 cells (1 x 10%) were culturedrfor 72 hr in

the presence of either rIFN-j,
either of the vitamin D,
Pam 212 cells were stained with anti-I-A®°

antibody by indirect immuno-

fluorescence, and then analyzed by FACScan analyzer.

MEORBADIEI GRS O N Ao Te 10 PMELT
@ 1a, 25 (OH),Dy Tk Loz R GED L%
Pofze M. 103 B UWIES50U/ml @ rIFN— Y DIFFET
T4, la, 25 (OH),D, i, FHRIZ 1A LS DEIRD
mlE R Lz, — ., w9 R =207 7y —FIlBw
T % PGE, % prostaglandin "€ la HURE O S B A =
NAFEDH LN TWEDT, cyclooxygenase 9 inhibi-
tor Tdh A indomethacin (1 gg/mé) % HEAHPITE
MLEAEDESREITo72, 1@, 256 (OH)D; I X 5
Pam 212 cell @ 1—A° $LFLZE R DN indomethacin

ORI & > CTEE* ST 2 h o7 (Table V),

M. Pam 212 cell B A IC 1, 25 (OH),D; % i
I AFEICX N, Pam 212 cell D PGE, EEAEN IR
fPfEic s S/ (Table V), 10d 5V0i250U/ mé
rIFN— 7 OB ch ~ D E N, Pam 212 cell @
PGE, BEAIIEE X5 2 hole X, 1a, 25
(OH);Dy (107°, 107 %% B 2 id107"°M) & rIFN—7

(103 A\ IE50U/ me) & = FERICRF R IZEML
Th, 1@, 25 (OH),D; 12 & % Pam 212 cell @ PGE;
EAOHINICEHEERS A eh 51,

Table |f. Effect of indomethacin on inhibition of rIFN-7-induced Pam 212 cell

1-A® antigen expression by 112,25(0H),D;

% Of Pam 212 cells positive for I-A® antigens

- Indomethacin

+ Indomethacin
10,25(0H) D, Medium 50 U/ml rIFN-y Medium 50 U/ml rIFN-q
Medium 1.4 21. 0.5 18.2
10-1° M 0.9 4.6 0.8 6.2

Note. Pam 212 cells (1 x 10°) were cultured for 72 hr in the media containing

50 U/ml rIFN-y and/or 10°'° M 1¢,25(0H),D; in the pfesence or absence of | pg/ml

indomethacin, and then analyzed by FACScan analyzer as described for Table |.
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Table Y. Effect of 14,25(0OH),D, on PGE, production by Pam 212 cells

Culture Treatment

PGE, Levels (ng + SD/ml)

10-¢
10" 8

10~
10
10°

o

12

14

10 ®

10

10

M 1¢,25(0H) ,D,
M 11,25(0H) ,D,
M 1u,25(0H) ,D,
M 1a,25(0H) ,D,
M 1a,25(0H) ,D,
M 24,25(0H) ,D,
M 24,24 (OH) ,D,

Medium alone

2.165"

1.893
1.313
0.949
0.901
0.876
0.701
0.708

1

_|.

<113
.482
. 300
159
. 180
.098
14
.098

Note. Pam 212 cells (1 x 10%) Qere cultured for 72

hr in MEM with 2%

HI-FCS containing varying concentrations of either 1q,25(0H),D, or

24,25(0H) ,D,.
measured by a RIA.

experiments, each done in triplicate.

Conditioned media were aspirated and PGE, levels were
Data are from a representative of two separate

Basal PGE, level of MEM

containing 2% HI-FCS was 0.468 * 0.039 ng/ml when Pam 212 cells were

absent.

¥ &8

1@, 25 (OH),D3 A% in vitro i¥4> ) T7% < in vivo I
BT LHRIEHFNEWE & LTERT HaHEELR 6 82
RIEHYMRL LTOREY S5 791 I LT

>

b, la, 25 (OH).D; #°R2W % B (T4 Wl jetd &R0k L
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