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ET=Immuncelectron microscopic analysis of SKALP,“elafin in psoriasis.
AU=Iizuka Hajime (Asahikawa Medical College. Department of Dermatology)

AB= [Purpose] In order to analyze the localization of anti-leukoproteinase,
SKALP “elafin, in psoriasis immunoelectron microscopic analysis was performed.
(Method) Samples of pustular psoriasis, and psoriasis vulgaris were analyzed
immunchistochemically and immunoelectron microscopically. Anti-human rabbit
polycional anti-elafin antibody was used as the primary antibody. Localization of
involucrin was also analyzed. Localization was detected by colloidal gold. [Results)
SKALP . “elafin was observed perinuclearly and in round-shaped microvesicles in viable
psoriatic keratinocytes. Secretion of SKALP “elafin from psoriatic keratinocytes was
also observed. Double staining of SKALP, elafin and involucrin disclosed that in the
lower epidermis, where cornified cell envelope formation was not completed, involucrin
was detected in the cornified cell envelope area, while SKALP,“elafin was detected
extracellularly. In the upper horny layer where cornified cell envelope was fully-

developed, both involucrin and SKALP. clafin were localized on the cornified cell



envelope. [Conclusion) It was suggested that SKALP “elafin is not secreted in the
upper horny layer of psoriatic epidermis, because of the presence of rigid cornified cell

envelope that hampers secretion of SKALP,“elafin.
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protein-2(AP-2) ZF¥rE L~V THEEL 72, NHKs TR OFEA [L-6 DRBEIKFHN TS » 12
D%t L. PLKs &RE FEEMER (HSC-H) T, ERETS LD AP-2 RINPHETE
oo Llibdk oo 1) EHORERCIIILE KL AEEN. L0 LI AP-2 20 L /2REm &
EGFR %IR#EE A NHKs OBl A T E# 5 2 & 2) PLKs ® HSC-5 Tk & 415 O RN
NHKs &3R4 56 C Ao micis» 7o,
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WM—E{nT % target & LAEEF MicBOW T, RGBT EEMEEZZ2ICEHRTE
TLWRWI EMS EMIONB, BERET activator protein (AP) 242 AP family {Z/& L.
keratin5. 14, transglutaminase. involucrin, epidermal growth factor (EGI) ligand
family. EGF receptor (EGFR) &, BMBEARKLICBVWTREREL TV LHEDH
BMEFHOESAFGE LTV Y, AP2OEFICE T aREIC>v T, BRI R
B, GBETIHEMCBESEShTE D, BBV T AP-2 OBHFERSEH N LT &
2% AP-2 knock out ® 7 RORRHTC I LD, BUCHR « LD A5 HEORE I
BRCEOCVTLERLNSFTHH I EMERHINTL S,

4 13BFiC. EGFR ORBEFRENEMOBEILEITKE (Wb > TV 2 afEHEIC >0 THE
Li?y COREOATIZAFOREOETEEHRMET 2 & ERTETIS 24, LMORED X
WEEMITE S 2 7 Ay BEURBEREOES A5 b, b HE0 5 TR0 RERHER
EBERICERETHL I EMHEREINE, SEIL, AP2H EGFR 2L TN o OBIETEOE
BREA—FELTHML COAAEEEC oW TR U AKRY £ 6 &, SBRIED # 7= X 4
EHEET D,
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ERICHOVATREEREANMERE,. 2704 FARPREMEHOBSLBITHRh TH N
VREBEEOREH, BLURTEAQERMGL, SHE TV KESOTHB L, ThEIEER
F (+) BMFEK Ca 3l (Keratinocyte-SFM; Gibco BRL) T2~ 4 [#ECREL., &4
psoriatic lesional keratinocytes (PLKs) & normal human keratinocytes (NHKs) & L
2o £/ human sguamous cell carcinoma HSC-5 #ifa (LUHEARE. TREEFREIFE) .
5%y YRRMME (+) Y~y 2ZEA — VR (DMEM ; = 24) THE U,

FHik (BB - mRNA O, & UREERFIORT)

NHKs & PLKs i&385EHET (+) Keratinocyte-SFM T5 X 10ENCHEI L. 6em FE > + —
LiZ subconfluent {2725 & T37°C. 5 WCOMREE FTI#E Lo, MERTF () T 24 HRS
B L /2. recombinant human interleukin (rhIL) -6 (Genzyme) 2 B&IEF 0. 0.1, 1.
10ng /mlZ/A B L HCHEMUI, ¥ 73 2B L TERE . 1 21U Gilbertson &
DOHEY L > TEEEZEB JUHIRE B & a8, A dfieEsEE LTRIRL T, ik
F EGFR fiff (Transduction Laboratory) & protein G sepharose beads (Zymed) T %%
R L2tk &4 v TRy v 7oy MECHW R, KD ORI mRNA OMIER L, k
BOTELHHLABSEBASER . 75~12%7 7 ) V7 3 FX LOERENL SDS-PAGE T4
L, CNEPVDFBICEEL, Ik b AP-2§i{% (Santa Cruz Biotechnclogy). HLE F
EGFR fitk% 1 (REifk, 8L HRP2 Ik$ifk (DAKO) 2BWTA &7 7oy F&{T- 1,

mRNA % ISOGEN® (H& Y — ) THH L%, CHEHRE LT M-MLV reverse tran-
scriptase (Superscript I® ; Gibco BRL) T ¢DNA %2 &8k L. Daftarian 5DHE™ 2HL
THERMIC PCR RIEETT - foo I U7 primer & AP-2a., B-actin KBRNTHO. Th
50BNV ZEHBEOBR Y 7 F (NIH image) 2HWTHKRET L 12,

R A, R, BLUTOMOMBREOHAR SR L 2ERARER VT, 10%+1=
JARTREE LI Y77 4 YU (&6 ) 2FE LI, WRER Y FIETHRRRNESGE 7
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EEFERT I HERIEZ 7, FEIL DAB HOEE., BREBEAFLITY) — L ITTiT- 1,
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BLEDEOND, TDEIIT ligand LEST HHMESHA ST, FIR LAy 7% VE
FICROH L L) NI ROBE AR L TWSE, —H., 7 b E—HEERORSEIcBIT 3



EGFR RBESREE, SELEBE THAOKRM L, FRER CREER,» SERELEE TR
HohBIEhs (M), BIEERMEHZRERELRETS - TH, LRERNT EGFR 1A
FETHIEGERTRENATE S,

% & TRIEMBUCE S EGFR OFRBEABRH L& T A, rhil-6 (10ng/ml) OEFMZLD |
NHKs OB S B COBHRRSTTE Lfc, TORE FHIEE 2 RELA, SEH o0, 6
BT —EIE L (K2 A). BEAKD kinetics 70 5 bHIHIICE I 5 CORBEIIE, 1L-6 D
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inducible cytokines 73, EGFR OEFHNREEZFEL T .0 LBhbn A, IL-6, IL-18.
IL-8, TNF-a. IFN- y i3 2 btk ML Th, € ORBCE(LEBD ohiid -1
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ERICEETSH S EWREEN TS, £ITRIC, MERBUCH I EERT AP-2 OFHIC
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(N Y Fo—w) THRELKLDDE 75 7L L1

AP-2 protein

IL-6 doses (ng/ml)
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AbvA NIy ey vBEaFA YENRELAE S, BEBRIKICSSORBICEI., /I8
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LED 2 PloBEEB L CNBOSEEEREE D O KEME~ ) YEIIL, 7742 -
ok AEEARSLECL D, BEERSEAER L o, lRRm~—F -oRFicE, JOBK
R4 % BT CD14. T CD16 Hifk (Becton Dickinson) ERILZH. k&, FACScan ic &9
W AT - 70 B0 OMBLE 10%FCS BN RPMI BBK ICHEE L, 10°m]l DRET 24-well 55
ETL— FTREBEET- 7o 2V Fo—aLAOF TR, 2EBICHERLIERY L Fo
IFAL vBLU) VBRI FA EMA T, MA ZERNE, 100mg 2HBTT D DEL, Sec D
RPMI Bk Tiafig L. X 512 1 48 sonication 2T - fcf%, &l L FEEEF|ORE#E E Ui,
T OB AR, 5015 GRRE). 1250 % (KBE) s k5 /R, SFEEacm
A1z, HFI. 5 %CO. 3TCOLRMTT HREEE L/, THRI, BELBELHRREZZRTA
BN LERICHW 72, K& gt IL-8, TNF-a Dl R&DHDH A b4 VRIEF v
PEBWTIT -7, —H. BEMEEE, e b ICAM-15i&, & 512 FITC-conjugated fu = &
2 Ig-G itk EEICKIE X ¥, FACScan i & 0 #Bth 1T 20
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1. ICAM-1 ORHR

7 BRSOk EE .. BRIRERFERO ICAM-1 OFE % FACScan it L 0 REF Lt B 11Tk
FES, ER 1. 2 EBICERARMUAY I ATR, BHEEDLTWE WY fo—
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ICAM-1 Expression
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Psoriasis Vulgaris
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