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3.今後の研究計画

1 )本抗体 (antipso p27)が乾癖患者中のレトロウイルス様粒子に反応す

ることを確認する。そのために、乾癖患者尿を採取し、密度勾配遠心分離法と

ウエスタンプロット法により、レトロウイルス様粒子を分離精製する。その後

免疫電顕にて確認を行う。

2 )本抗体が squwamouscell carcinoma 'antigen (SCCA)と交差反応性を

有するか検討する。 psop27の部分アミノ酸配列が SCCAと相向性を有する

ためである。方法は、 SCCAの mRNAをRT-PCRにて増幅、 pCMVexpression 

vectorに挿入する。それを COSl細胞に遺伝し導入し、 Flagっきリコンピナ

ント蛋白を回収し、 antipso p27抗体で染色する。

3 )最終的に、 psop27をコードする遺伝子を同定する。本レトロウイルス

様粒子は表皮肥満細胞に発現しているため、肥満細胞セルライン(本大学アト

ピー疾患研究センタ-)に本レトロウイルス様粒子を感染さ、それより cDNA

ライブラリーを作製する。本抗体を用いて、 expressionスクリーニングを行

つ。

4.指導責任者の意見

乾癖は、擢患率が国民の約 0.2-0.3 %と推定されており、数百万人の患

者が存在すると考えられている。また原因不明で、根本的治療がないため、患

者の QOLのみならず、医療経済的にも社会的問題となっている。本症の一因
としてレトロウイルスの関与とその対策方法が明らかになれば、新治療法開発

につながるだけでなく、社会的にも大変有意義と考えられる。食医師は、勤勉

かつ積極的に研究を行っており、今後上記に予定されている課題を早急にまと

めることが可能と恩われる。

指導責任者氏名

5.研究報告書

別紙報告書作成要領により、添付の用紙で研究報告書を作成して下さい。

研究発表中または研究中の本人のスナップ写真を添付して下さい。

※研究成果を発表する場合は、発表原稿・抄録集等も添付して下さい。

※発表に当つては、 B中E学fs会助成金jごよQ旨を明記して下さい。
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日本人乾癖患者におけるレトロウイルス様粒子の発見とその局在について
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Retrovirus-like particles Pso p27 in psoriatic skin lesion were initially discovered in 1983. A 

monoclonal antibody (moAb) against internal protein， pso p27， of the particles was 

established in 1988. And the antibody has been reported to react to the stratum comeum 

cells， some spinous cells and some tryptase-positive dermal infiltrating cells of the psoriatic 

skins. In this study， we examined the reactivity of the moAb to the skins from Japanese 

patients with psoriasis by immun-f1uorescent (IF) and immuno-electron microscopy (IEM). 

Frozen sections and paraffin sectiona were prepared from the lesion skins of 24 unrelated 

Japanese psoriatic patients， then proceeded by standard IF procedure. The skin reacted to 

the moAb by IF was immersed into parafomaldehyde and serially diluted sucrose solutions， 

then proceeded for IEM by standard procedure using gold conjugated goat anti mouse IgG. 

The results showed that positive reactivity was detected on the stratum comeum cells in 12 

out of 24 patients lesion skins. By IEM， vesicles-like .structure and surface of stratum 

comeum cells， as moAb， however， further confirmation by using immuno-gold labeled 

antibody should be required to exclude the effect of endogenous peroxidase from the cells 

such as neutrophils and mast cells. Conclusion: retrovirus-like particles present in the 

skin of some Japanese patients with psoriasis. And the retrovirus-like particles may 

participate in the pathophysiology of the disease. 

Key words: psoriasis; pso p27 antigen; immunof1uorescence; IEM. 
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Introduction 

The pso1'iasis-associated antigen， pso p27， can be isolated f1'om pso1'iasis scale and is 

p1'esent in complement-activating immune complexes in pso1'iatic scale， and in se1'um f1'om 

patients with pso1'iasis. pso p27 antigen was localized to a sub-f1'action of de1'mal cells 

and in the endothelial lining of some of de1'mal vessels. The antigen is p1'oduced by 

t1'yptase-positive cells in the skin lesions and is shown to be a majo1' antigen in the 

immune 1'eactions in pso1'iasis. 

The infilt1'ation of inflammato1'Y cells， which is an initial event in the development of skin 

lesions in pso1'iasis， st1'ongly suggests that immune 1'eaction play a majo1' 1'ole in the 

pathogenesis of this condition. 

1mmunological analyses have shown that a p1'otein p1'esent in pso1'iatic scale， pso p27， 

pa1'ticipates in the gene1'ation of complement-activating immune complexes， both in the 

pso1'iatic plaques (1 ^ 3) and in synovial liquid of patients with pso1'iasis a1'th1'itis (1). 

Recently， we p1'esented evidence that the pso p27 antigen is exp1'essed by mast cells in the 

skin lesion (4). The exp1'ession ofthe antigen was 1'educed 01' omitted when the lesions we1'e 

in 1'emission， even if the mast cells we1'e still p1'e-sent. 1ndicating a di1'ect co1'1'elation 

between the inflammato1'Y and the exp1'ession of pso p27 antigen. 

1n this study we followed 24 patients with extensive pso1'iasis in o1'de1' to investigate the 

pe1'cent of the exp1'ession of pso p27 antigen at the pso1'iasis patients and to obse1've the 

exp1'ession by immuno-elect1'on mic1'oscopy (1EM). 

一一-Themain pathological changes in pso1'iasis a1'e a hype1'p1'olife1'ation of epide1'mal 

kel'atinocytes and an inflammato1'Y 1'eaction in the de1'mis with infilt1'ation of lymphocytes 

and mac1'ophages. 1n established lesions polymo1'phonucle1' leukocytes a1'e 1'egularly noted 

in the epide1'mis， often p1'esent in the cha1'acte1'istic Mun1'o mic1'o abscesses. 

Material and method 

Specimens 

Punch biopsies (3・4mm)we1'e obtained f1'om skin lesions of 24 patients suffe1'ing f1'om static 

chl'onic plaque pso1'iasis and 4 no1'mal pe1'sons. The specimens we1'e f1'ozen with 引ssue-Tek

O.C.T. Compound in liquid nit1'ogen and sto1'ed at -80C 01' embedded in pa1'affin afte1' 

fixation in ethanol. [1] [2]. Thin sections (4・5mm) of the skin biopsies we1'e analyzed with 

1'espect to pso p27 antigen using monoclonal anti-pso p27 antibodies. 

Imm unof1uorescence analysis 

F1'ozen sections (4・5um thick) and depa1'affined sections (5・6um)we1'e p1'epa1'ed fo1' 

immunofluo1'escence staining. Sections we1'e fixed in 70% methyl alcohol plus 0.3% 
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hydrogen peroxide for ten minutes and blocked with 1% BSA， 5% skim milk and 0.1% 

Tween 20 of PBS for 30 minutes. Then， sections were incubated with mouse monoclonal 

anti-pso p27 antibodies (10ug/ml) 50ul each section overnight at 40C. (monoclonal anti-pso 

p27 antibodies was provided by Pro. Ole-Jan Iversen. Departments of Microbiology， 

University Hospital， Norway.). After 5 times washes in 0.1% Tween 20 of PBS， sections 

were incubated with antI-mouse immunoglobulins FICT kaninchen F (ab') 2 IgG (DAKO. 

Denmark) for 1 hour at 37C. Normal skin sections following another 5 washes in PBS， 

sections were overlapped using antifade solution -FluoroGuard ant fade reagent (Bio-Red 

Laboratories. CA.USA.). Finally， sections were examined using a Leitz f1uorescence 

microscope. Normal sink sections were as negative control and same psoriatic sections 

were omitted anti pso p27 antibody as positive control. 

Detection pso p27 antigen by Immunological electric microscopy 

Immouno・glodmethod: 

1. Prepare sections for EM 

Dissect the skin specimens to the smallest possible size for handling and good penetration. 

Lightly flx tissue in 2% paraformaldehyde 0.1% glutaraldehyde for 30 minutes. Wash tissue 

in PBS 30 minutes. Then tissues were cut to thin sections. [3] 

2. Immunological staining 

Then pre-embedding sections of skin tissue were blocked by 2% BSA-PBS for 1 hour. After 

washing in PBS， sections were incubated with the primary antibody--mouse monoclonal 

anti-pso p27 antibodies (10ug/ml) 50ul each section overnight at 40C. Following 5 washes in 

PBS， sections were incubated with--anti mouse IgG: Gold conjugated (dilution to 1:50 and 

1:25) for 3 hours at room temperature. Sections were washed in PBS with 1%ーserum，1% 

BSA， 0.1% 'l¥veen 20 and 0.1% sodium azide thoroughly and then washed in PBS for 5 

times. Fixing sections in 1% glutaraldehyde for 10 mInutes and washing in water 30 

minutes. [4] [12]. 

RESULTS 

Fluorescence was extension in the stratum corneum and in the scale. Fig.l. And bright 

f1uorescence localized to a subfraction of dermal cells and at the endotheliallining of some 

of the dermal vessels. Fig.2. There were not meaningful f1uorescence was detected both at 

normal skin sections and the control psoriatic sections. Fig. 3，4. The positive expression 

ratio of the pso p27 antigen at skin lesions of psoriasis was 50%. 
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Conclusion 
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注:本研究は、 2001年9月8日“日本研究皮膚科学会第26回学術大会総会"にて発表。
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