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はじめに

高齢化社会の進行に伴い、老化による慢性炎症性疾患を始めとして、アトピー性皮膚炎

などの増加も著 しい。これ らの疾患に共通と思われるのは、免疫機能の異常であり、かつ

誘因として食生活、住生活環境の変化や環境汚染の増大等が関与していることも明らかに

なっている。

アトピー性皮膚疾患は現在の処、原因物質を取り除く予防活動および発生した場合の対

症療法とが行われているが、その成立のメカニズムが明確でない為、疾患 と如何に上手に

付き合うかという事が対策の焦点であり、予防活動には決め手を欠く現状である。

本研究代表者は 1994年度にフィンラン ド、ヘルシンキ大学に留学 して、ア トピー患者

の血清、単核球中の脂肪酸測定の技法を学び、それを基にして 1995,1996年 度科学研究

費によって実際の患者に Efamolを投与して見られる症状の改善とそれに伴う血液値の変

化について検討を行い、アトピー患者においてはガンマーリノレン酸の経口投与が症状改

善をもたらす事、また血清中の脂肪酸の割合を測定することにより、患者、非患者のスク

リーニングが可能との感触を得た。

本論では脂肪酸の健康にとっての意義と生体における役割を概説し、アトピー性皮膚炎

の小児患者における血清および単核球中脂肪酸組成と疾病発生・治癒との関連について検
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必須脂H方酸り定義と働きについて

ガンマーリノレン酸 (garruna_hole=ェ c acld i GLA)は必須脂肪酸 (es開面江fatty add i

EFA)のひとつである。必須脂肪酸はビタミン類や必須アミノ酸と同様、生体内で産生さ

れない必須栄養素であり、食物の形で補給されねばならない。

必須Ⅱ旨肪酸には 2つのタイプがある。ひとつはリノール酸 (lholdc add:IA)から派

生する116タ イプであり、もうひとつはアルファーリノレン酸 (alPha― hioleュ1lc acld i

ALA)から派生するュー3タ イプである。この両者は互換性がない。またこの名前は分子の

メチル基近くの二重結合の位置に由来している。■-3系列は、 3番目と4番目の炭素原子

の間に二重結合があり、■-6系列では 6番目と7番目の間にある。

必須脂肪酸は不飽和脂肪酸であり、これらは 2～ 3個の二重結合を持つ。必須脂肪酸に

おいては二重結合の並び方はぬ でなくてはならない。ひとつでも― の位置に二重結

合が存在すると、それはもう必須脂肪酸 としての力を失 う。すべての必須脂肪酸は多価不

飽和脂肪酸 (Polァullsammed faり 洒dI PUFAs)で あるが、 1個以上の tttns位置の二重結

合を含む多くの不飽和脂肪酸は必須脂肪酸とは言えない。栄養に関するア ドバイスを与え

たり受けた りする際に、この事は多 くの温乱を招いた。栄養上の不飽和脂肪酸の働きとい

うのは、それが必須脂肪酸であるような不飽和脂肪酸に限られる。必須脂肪酸でない不飽

和脂肪酸は、心筋系に対し望ましい働きをせず、寧ろ逆の効果をもたらすことが多い。
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体内で、LAと ALAは交互に生 じる一連の不負色和化 (21回の水素原子を取 り去 り 1個

の余分な二重結合を造る)と 鎖の延長 (2個の炭素原子を加える)により代謝される。こ

の際、LAと ALAを代謝する一連の酵素系は同一であると広 く考えられている。これ ら

は疑いなく非常によく似ているが、完全に同一であるとは言い切れない。

必須脂肪酸 として働 く為には、LAおよび ALAは代謝されなければならない。ALA自

身についての特有の働きは知られていない。LA自身の作用としては、皮膚の水透過性の

保持や血管内度の抗血栓作用がある。双方共、LAの 15-1lPoXygenaseに よるC13の水酸化

を通じての 13-hydroxydienoic acid(13 HODE)への変換に依存している。

必須脂防酸の定義

n6系列の必須脂肪酸は、これが食事に入つていないために生じるあらゆる症状を改善

することの出来る脂肪酸である

これらのことをどのように証明するかということが最も大切な基本条件といえよう。

この定義に乗つ取り、実験を行うと、LAと GLAと アラキ ドン酸は必須脂肪酸欠乏症の生

化学的、生理学的値を回復させることが出来る。デイホモ・ガンマリノレン酸

(dihomOga:nmtthole五 caddi DGLA)は 、GLAと AAの 間の 中間産物であ るが、 これ が

そのような活性を持たないのは驚くべきことである。必須脂肪酸の生化学的・生物学的活

性は、 LAからAAへと、鎖の下へ4〒 くに従つて大きくなる。

リノール酸こそが、食物中に最も多く含まれる故に、■-6シ リーズにおける唯―の必須
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承

脂肪酸であると主張する栄養学者もいる。しかし如何に食物中に多く含まれるか否かで判

断出来る根拠は無い。GLAと アラキ ドン酸は確かに必須脂肪酸欠乏を回復させ、そして

少量ではあるが広 く食物中に含まれる。アラキ ドン酸は肉、卵、卵黄、魚油やその他の海

産物、そして人の母乳に含まれる。CLAは人の母乳、オーツ、オオムギに含まれ、そし

て少量であるが広 く普通の食物中に存在する。これを大量に含むのは、ある種類の植物の

種子である。ことに月見草、菜種、黒すぐり、そしてある種の藻類や菌類の貯蔵油であ

必須脂肪酸の生理学的意義

必須脂肪酸の二つの主要な機能は、細胞膜構造における役割と細胞活性の様々な側面の

調節を行う短時間で消滅する中間生成物の合成とに関係している。

必須脂肪酸は膜に対して流動性や柔軟性を付与し、レセプターやArPaseやイオンチャ

ンネルといった膜結合蛋自の行動を調節している。膜活性についての正確な化学について

は未だ解っていない。それは必ず しも脂肪酸の二重結合の数や鎖の長さに関与 している訳

ではない。必須脂肪酸は膜において部分的にエステル化されて燐脂質やコレステロールの

形で見いだされるが、また遊離酸や トリグリセリドの形でも存在している。燐脂質それ自

身は、フォスファチジル・コリン、イノントール、エクノールアミン、セリン、カーディ

オリピン、スピンゴーミエリンといったカテゴリーに分けられる。必須脂肪酸がこれらの
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要素の中でどのような役割を演 じているのかは、その初期についてのみ知 られている。

リガンドのレセプターヘの結合についての研究を通じて、必須脂肪酸の膜での働きが徐々

に解明されている。一般にエストログンやプログスチンの女阿きステロイ ドホルモンや、ア

ンギオテンシンのようなベプタイドやオピオイドなどは、レセプターの周囲に必須脂防酸

が十分ある場合にはレセプターに対する親和性が低くなる。別の面から見ると、必須脂防

酸が膜に十分ゆきわたらないと、通常濃度のリガンドの効果が増幅される。

必須脂肪酸は赤血球の流動性にも関与している。赤血球の直径は毛細管の直径よりも大

きい為、赤血球が容易に毛細管を通つて組織に酸素を送る為には柔軟でなくてはならな

い。赤血球膜に必須脂肪酸が欠乏すると、普通より固くなり、毛細管を容易に通過出来ず

組織に十分な酸素を送れなくなる。

必須脂肪酸の役割 としてより大きく注目されているのは、プロスタグランデイン、リュ

ウコトリエン、ヒドロキン酸といつた生命の短い調節分子の多くの前駆物質であるという

ことである。これらのことをエイコサノイドと呼ぶこともあり、それはこれらが20の炭

素を含む必須脂肪酸、特に n_6シ リーズの AAや DGLA、 ■-3シ リーズのエイコサベンタ

エイン酸 (eicOsapentaenoic acid i EPA)か ら派生 してくるからである。これ らには、 5-

リポオクンゲナース酵素系で産生されるリユウコトリエンや、ンクロオクシゲナース系で

産生されるプロスタグランデインも含まれる。しかしながら、 18個 または 22個の炭素

原子から成る脂肪酸から12ま たは 15-リ ポオクシゲナースやその他の酵素によつて作

られる化合物が近年重要視されるようになり、エイコサノイドという言葉はこれらの物質
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すべてを表すには意味が狭すぎると思われる。

一般的にこれらの物質は、それが必要とされる時に局所的に産生され、そしてしかる後

にやはり局所的に速やかに破壊される。これらは非常に数多くの機能調節に使われてい

る。これら必須脂肪酸の派生物のもたらす多くの効果を単純に概説することは容易でない

が、いずれにしろ細胞が可能な範囲の反応を十分に普通に発揮する為には必須脂肪酸のレ

ベルが適当であることが必要条件であることは間違いない。

n-6系列の必須脂肪酸は他に最低 2つの機能を持っている。皮膚の水分不透過性を保つ

のに使われるが、これはLAと GLAだけが行い他の必須脂肪酸は関与していない。これは

13-ハイ ドロキンの派生物 (リ ノール酸の場合は 13 HODE)へ転換される結果 と思わ

れる。13 HODEも また、血管系の裏壁を丈夫に保つのに重要な役割を果たしている。

従って、LAや GLAの 13-ヒ ドロキンの派生物が体中の壁膜に特有の透過性を調節してい

る可能性がある。

そして、必須脂肪酸のもうひとつの役割 として、体中にコレステロールを移動させる働

きが挙げられる。コレステロールは通常、脂肪酸を伴ったエステルの形で移遂される。飽

和脂肪酸を伴うエステルは、不飽和脂肪酸を伴うエステルと比較すると、溶けにくく、ま

た移動性も低い。例えば、様々なコレステロール・エステルを皮膚表面に付着させると、

不飽和脂肪酸によって作 られたエステルの方が容易に除去出来るのである。

体のあらゆる組織は、その正常な機能を発揮するために、必須脂防酸を必要とする。

従って、必須脂肪酸の欠乏が、皮膚、神経組織、免疫系や炎症系、心筋血管系、消化器
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系、内分泌系、腎臓、呼吸器系、生殖器系などの不調を引き起こすのは当然のことであ

る。体のどの組織も、必須脂肪酸不足によつて生じる不調から逃れることは出来ない。こ

の点において必須脂肪酸は他の必要な栄養素があらゆる細胞に存在する代謝経路において

重要な4隻割を果たしているのと同様である。

ュー6と ュー3の必須脂肪酸の重要性の比較

近年、魚、油に含まれるEPAや ドコサヘキサエン酸 (doCOsahexae■航caddi D■ A)とこ多

大な関心が寄せられ、GLAのような■-6系列の必須】旨肪酸を凌駕する勢いである。これ

は実験的には根拠の薄いものであり、必須脂肪酸の両系列の相対的な重要性の問題であ

る。考慮すべきは次のポイン トである。

1)■ 6系列の必須脂肪酸の欠乏状態に置かれた動物は、殆どすべての主要な組織におい

て生化学・生理学的な異常が見られる。これに対して、二13系列の必須脂肪酸のみの欠

乏においては、動物に何らかの生物学的な異常を見いだすことは困難である。極めて最

近になってから、ュー3必須脂肪酸のみの欠乏による網膜や脳の機能異常や生育の異常

を、非常に繊細なテクニックを用いて、動物で示せるようになった。

2)■ 3及びユー6双方の脂肪酸の欠乏によつて、あらゆる異常が容易に動物に引き起こさ

れるが、これらの異常はュー6脂肪酸のみを与えることによつても回復する。それに対し

てn-3だけを食事に与えると、障害は全く回復しないどころか、毛細管や皮膚の障害で
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は増悪さえ見られる。ュー3が効果的であるとしても、それは適当な量のュー6が存在する

場合のみである。

3)生体の多 くの組織において、 ■-6の ュー3に対する割合は 3:1～ 9:1の 範囲にあ

る。これは例えばキリンのような動物においてもそうであり、これは草からALAの形

で摂取する n_3必須脂肪酸 しか取っていないにも拘わ らず、である。従って、食事にお

ける必須脂肪酸の多くがュー3であっても、どん欲かつ選択的に■-6の必須脂肪酸を授取

しようと努める。

以上の事柄により、ほ乳類の器官にあっては、■-5が圧倒的に■3よ り重要であると言

うことが出来る。これはn_3の、特定の状況下における重要性を否定するものではない。

GLA投与の原理

アトピー性皮膚炎への投与

これは 6番 目の不飽和化の割合が遺伝的に低いことによ り生 じると説明されている。

普通かそれ以上の濃度の LAと ALAが存在する時、それらの代謝物は、贋帯血や、子供

及び大人の血漿や赤血球、母乳その他の脂肪組織において低い濃度となる。このような異

常がこの疾病の仕組みを解く鍵であるならば、失われた=16及びュー3必須脂肪酸投与が症

状の改善に繋がる筈である。
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今日に至るまで、EPogamの形で GLAを投与する試みが広範になされてきた。そ して

非常に高い有意性をもって、症状の改善、特に痒みの改善が見られたとの報告が多い。そ

して局所に使用するステロイ ド剤を 1/3以下に抑えた。またステロイ ド剤や抗ヒスタミン

剤や抗生物質の患者に経口投与する量を減 らした り中断 した り出来る効果があったと報告

されている。いずれにしろ、アトピー性皮膚炎患者の多くがGLA投与により症状が改善

しているという幸反告は多い。

しかしながら、多くのアトピー患者が、時には重篤な者でも、GLAを摂取している問

は快方に向かうことを経験する一方で、ある者については全 く効き目がないか、あっても

部分的でしかなかった りする。これにはいくつかの理由が考えられる。第一に、EPO

は、n6の必須脂防酸 しか供給 しないのに、■-3と ■6の両方の欠乏があるからだというこ

と。Efainol M麺腱  (80%の EPOと 20%の魚油の温合物)を使った予備実験において

は、EPO単独投与よりも良好な結果が得 られたと述べている。隻二L_他 の不飽和化の

ステップが異常であるからということ。そうすると、例えばアラキ ドン酸 とア ドレニン酸

の欠乏が生 じる。これは GLA投与のみでは改善 されないか らである。隻三L_必 須脂肪

酸の代謝の最初の部分に異常があり、これが 免疫系の非可逆的変化を引き起こすという

こと。この変化が一度生 じると、足 りない必須脂肪酸を投与 しても元に戻 らない。例えて

言 う声Fら ば、石油が無 くなってエンジンが停止 した時、石油を与えれば再度エンジンは動

くことが出来るが、オイル不足の為にエンジンが停止してしまった時には、オイルを供給

してもエンジンは再び機能しないということ。必須脂肪酸欠乏のある種類のものは必須脂
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肪酸を投与することにより元に戻るが、特に免疫系などにおける欠乏などは、非可逆的で

ある。もし上記の事実があるならば、予防こそが鍵となる。第四に、 アトピー性皮膚炎

は他の多くの疾病と同様、 1つ以上の原因によつて生じる臨床的症状群であり、その原因

のひとつが必須脂肪酸の異常であるに過ぎないということ。

では、予防を如何に行うか? 母乳哺育がア トピー疾患を予防するという報告がこれま

でに根強く存在し、その最も典型的な例はベルギーで行われた前向き研究である。贋帯血

の検査により高レベルの IgEが存在する乳児をア トピーに罹りやすい児と同定した。そう

すると、高いIgE値を持ち、母乳哺育された児のア トピーに罹る危険性は、人工栄養の児

に比較して劇的に低くなった。この母乳哺育による予防効果は、蛋白抗原と抗体とで説明

されているが、母乳中に含まれる必須脂肪酸の存在も同じように、或いはそれ以上に重要

であろう。母乳には普通、十分な量の6-不飽和化脂肪酸 (GLA,DGLA,AA〕 H)A〕

DHA)は含まれているわけではない。牛乳または植物油から作られた人工栄養ミルクに

は LAと ALAのみが含まれる。従って母乳で育てられる乳児には、必須脂肪酸の不飽和

化を行う必要がないのに、人工栄養の乳児は 不飽和化を自ら行わなければならない。こ

の事は通常は大した問題とはならないが、必須脂肪酸代謝がア トピー的である乳児におい

ては、6-不飽和化脂肪酸の欠如によってア トピー性皮膚炎やその他のア トピー症状が出

現することになる。何故なら、アトピー性皮膚炎を持つ母親の母乳には、そうでないもの

に比べてより少ないレベルの6-不飽和化脂肪酸しか含まれていないからである。だから

母親がア トピーである場合には、母乳哺育は必要な必須脂肪酸供給の為にさして役立たな
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いことになる。6-不飽和化脂肪酸の前駆物質を投与することにより乳児にア トピー疾患

発生を予防しようとする試みもある。これは人工栄養ミルクに GLAのような必須脂肪酸

を添加すればよい。日本では市販 ミルクの 30%に このような添加が既に行われている。

第二に、特にアトピーを持つ母親の母乳哺育では、母乳中の 6-不飽和化脂肪酸レベル

を、GLAを EPOの形で母親に消費させることにより、増加させることが出来る。これに

よってミルクに含まれるエネルギー量を上げ、またミルクの流れをも上げることが可能で

ある。

今日、EPOのア トピー疾患への効力は疑問視 されている。これは恐 らく、ュー6と n-3の

両方が必要だからか、投与量が適当でないか、または必須脂肪酸の欠乏によつて始まった

アトピーであつても病状が既に必須脂肪酸投与では回復不能となっているか、或いは、必

須脂肪酸が含まれて居ないか、によるものであろう。
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DETERMINRT10N FDR FRT~「 Y RCID PROPORT10NS
OF SERUM RND LYMPHOCVTE PHOSPHOLIPIDS

Yutaka Nasu (Nagano Co‖ ege of Nursing)

1.Separation of BIood Samples to Mononuctear CeWs and Serum

Equipment and Reagents needed

Equi ents

1)falCOn tubes(sample number X 3)

2)pipettes Of 1 0 or 20mI(sample number X 3)

3)pasteur pipettes

4)giasS tubes top covered with black cap(sample number)

Reagents Preparation

l)PhOSphate Buffer Saline

2)Limphoprep

Preparation and Actions

1)Put biOOd samples into the falcon tube.

2)To 12n∩ l of blood samples add the same amount of PBS(PhOSphate

Buffer Saline)and mix using the pipet.

(TO make the total amount of 25mlis preferable.)

3)Add carefully at the bottom of the sample 3mi of Limphoprep with

pasteur pipet.

4)Centrifuge at l,600r.p.m.for 40 minutes.

5)After separation suck up the lymphocytes at the middle phase very

carefuHy with pasteur pipet and put it to another falcon tube.

6)Suck up the serum phase(the upper phase)and stock in the freezer.

7)Add the lymphocytes so much of Buffer(PBS),m枚 using the same

pipet,and spin at 800 rBp.rn.for 1 0 rninutes.

8)FIow away the Buffer and and add newiy,and spin again.

9)Repeat 8)at ieaSt One more time.

10)LymphOcyte should be washed into the giass tube with water just

before the extraction.
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2.Lipid Extraction

Principle

By making contact with organic soivent, lipid fraction of the serunn moves

tO solvent phase.

Equipment and Reagents needed

Equip ment
1)giaSS tubes top covered with black cap[Sample No.X3]

2)l mi pipet[Sample NoE X 2],5 mi pipet[5]

3)thin pipet(Pasteur Pipettes)[sample NoB X 2}

4)beaker 50mi[5]

5)mess Cytinder 50mi[1],100mI[1]

6)mess fiask 1 00mi[1],25mi[1]

7)centrifuger

Reage nts Prep aration

1)ChiOrOfOrm

2)distilled water

3)MethanOl

4)The m枚ture of chioroform:methanol=1:1

5)nitrOgen gas

Preparation and Actions

1)Put l mi Of serum sample into the giass tube and add at first 2.5mi of

methanol and then l.25n∩ I chioroforrn.This should be a clear one phase

system.

2)Add 1 0 μ1 0f antioxygen with Hamitton syringe,・ and after washing the

syringe, add 55 μl of standard phospholipid.

3)Wait and mix gently for 1 0 t0 1 5 minutes.

4)Add 3.75mi of chioroform and O.9mi of Water(if Sample volume is O.5mi,

then add l.4ml water),and Spin the tube at 3,000 rap.m.,for 1 0 rYlinutes.

AMPS shOuld not go over 9.

5)After the spin if the mixture separates clearty to two phases holding

protein between phases,suck up the chiOrophor『Ⅵ phase (the 10Wer

phase)with thin pipet and put it to another tube.

6)if the Separation is not ctear,for example the protein setties on the

bottonl,suck up the chioroforrn phase with thin pipet, put it to another
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tube and add l mi of chioroforrn and l ml of water, and again make the

spln.

7)After the separation and chioroforrn phase sucked up,rnake the

irjection with nitrogen gas for the evaporation of chioroforrn and

continue tili chiorofor『 Ⅵ completely goes away.

(ThiS iS tO be made within almost 1 5 minutes.But be carefui not to touch

the tip for gas to the liquidB)

8)As soon as the ittectiOn is over,add O.05mI(50μ りOf Chioroform and

methanol(1:1)m嵌ture and bttng the test tube to the freezer.

3.Fractionization of Lipid with Thin Layer Chromatography

Equipment and Reagents needed

Equipment

l)HamiltOn syringe

2)thin tayer

3)chromatOgraphy chamber

4)thin pipet

5)thin Spatula

6)l ml of pipet

7)giasS tube[sample No.X2]

8)centrifuger

Reagents Preparation

l)the SOIVent for thin iayer chromatography

hexane:diethyt ether:acetic acid=50:50:1

2)chiorOfOrm

3)iodine

4)the m改 ture of chioroform― methanol―water― acetic acid

chioroforrm   100

methano1     100

disti‖ ed water 20
acetic acid       O.25

5)nitrOgen gas

6)PE standard
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Preparation and Actions

1)Activate the thin tayer at l1 0 qC for 2 hrs.

2)Prepare the soivent rnixture in the chamber and make a few

rninutes evaporation.

3)Prepare chioroform for washing Hamilton syringe.

4)Bring the standard and the sample frorvl the freezer.

5)Draw the lines for spotting with a pencil on the thin tayer.

6)Spotting

(1)WaSh Hamilton syringe with chiOroform several times.

(2)Make Spots along the left lane with 5 μl of standard.

(3)Wash Syttnge with chioroform several times.

(4)Make Spots along the centre lane with 5 μI(for example)of Sample.

(5)Make Spots along the right iane with 50 μI(fOr example)Of Sample.

Do not touch the syringe to ssilica and make spot siowiy as the

solvent never spread too widety.

7)Put the thin tayer into the chamber and keep it straight up,and do not

make only one side touch solvent earlier than another side.And be

carefui the lanes should be a littie higher than soiVent level.

(llVith this fractionization,(1)neutral lipids,(2)free fatty acids,(3)free

cholesterol, and(4)phosphOlipids separate.

We want to get the 4th one.It would be co10red with yeliow.)

8)After the solvent are absorbed into thin layer to its tOp,put it out and

dry.

9)After drying, stain only standard iane with iodine.

Staining would damage phospholipid. So to Stain with iodine onty

standard lane keep other ianes covered with something.

The staining should be rnade by bloWing nitrogen gas through giass tube

holding iodine inside among cotton phases.

10)Draw the square surrounding each sample tane with a pencil and cut the

sillica along the pencil line with needle to isolate each band.

11)BIOW Water to each Square using thin pipet.

12)Cut the wet part of cillica with thin spatula and put the cutted cillica

into the glass tube.

13)Add l mi of Chioroform― methanol― water― acetic acid mixture and shake

a couple of rninutes.

14)Spin and down the sillica with 3,000r.p.m.for 5 minutes.

15)Extract silica one more time with same solvent.

16)Take up the solvent and make evaporation with nitrogen gas.

17)Stock in-20ヨC after adding 50μ l of ChiOrofornn― methanol
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complex.

4.Transmethylation of Phospholipids

Equipment and Reagents needed
Equipments

l)inCubatOr

2)giasS tube

3)Centrifuger

4)pasteur pipettes

Reagents

l)MethanOl containing l%sulfuric acid

2)Hexane

3)Distilled water

4)Absolute EtOH

Preparations and Actions

1)Evaporate the sample into dryness.

2)Add l mi of Methanol containing l%suifu面 c acid.

3)Keep the sample in black capped tubes overnight at 50℃ .

4)Let the tubes cool,and add lrni H20+2mI Hexane,

vortex,or turn around about 50 times.

5)Centrifuge at 2,000 rpm for 5 minutes.

6)Suck the 10wer phase with pasteur and discard it.

(lf the silica pieces are fioating,then suck the upper phase and put it to

another tube.AIways better to take this way.)

7)Evaporate the upper phase(whiCh iS teft)and add l mi of absolute

ethanol.

8)Evaporate this and add 20-30 μl of Hexane.

5.The MethyI Esters of Fatty Acids Analysis in a HP 5890 Gas

Chromatograph Using OV 351 Sillica Capillary Column

Equipment and Reagents needed
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Equipments

l)miCrOsyringe

2)gas chrOmatograph(Oven,Electrometer,Programmer,Ittector)

3)integrator(3390A INTEGRATOR HEWLETT★ PACKARD)

4)gas cyrinders of nitrogen,hydrogen and air

Reagents

l)ChiOrOfOrm

2)hexane 3)ethanOl

Preparations and Actions

1.Setting of Machine

l)CiOSe the oven door.

2)(Dpen the gas cock Of Hydrogen gas and Air gas cytinder,but never touch

Nitrogen Gas cytinder.

[1]main cock

[2]sub cOCk:Attust HydrOgen to 2.9,and Air to 2,as indicated on the

meter with magic ink.

3)Open the gas tube over lhe Oven.(Take off the cock.)

4)Put the WcooIW SWitch Of MODE off.

5)Put the main sWitches of MODE,PROGRAMMER and ELECTROMETER on,

and also recorder on.Then recorder indicates I'readyI'.

6)Put injector lever to the arrowed place(=275),and When the itteCtOr

iamp begins I'on and offW successively,everything is ready for beginning

gas chromatograph.

7)Attust the Hydrogen gas pressure of FRACTOVAP to l and Air to O.8.

8)Put the ignissiOn sWitch Of ELECTROMETER down,keeping it down TILL

THE TOP HAT OF CENSOR JUMPS UP,and then automatically it wili be

recovered.(SOmetimes it bombs).

9)InCrease Air pressure to l.

Decrease Hydrogen pressure sioWly to O.5.

10)PrOgrarnrYle iS already set and never touch them日

Wait for a tirne setting the integrator tili the injector iamp begins on

and off.

‖.Setting of integrator

l)LIST,LIST

2)ATTENUATER2,0,ENTER
3)CHART SPEED,1,ENTER
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4)PEAK WIDTH,0.1,ENTER
5)THRESHOLD,0,ENTER
6)AREA REJECT10N,0,ENTER
7)LIST,LIST

8)LIST,TIME,ENTER
9)INTG,9,TIME,0,ENTER
10)INTG,-9,TIME,2,ENTER
ll)PK WD,0.1,TIME,5,ENTER
12)PK WD,0,3,TIME,15,ENTER
13)STOP,TIME 25,ENTER
14)LIST TIME

I‖ B Operating the Machine

l)BefOre injection wash syringe with chroloform or absolute EtOH 1 0

tirnes.

2)Make ittectiOn Of the sample.(5uljust enougha)

injection must be made carefully and rapidly.A‖ sample liquid in the

syttnge must be injected at a time.

3)Make Start of the[1]PROGRAMMER,[2]INTEGRATOR just after the

injection日

4)Wttte away on the margin of the chart a‖ your knowiedges about

working sample.

IV.Ending of Gas Chromatograph Work

l)ELECTROMETER main switch off.

2)PROGRAMMER main switch off.

3)WcooIW SWitch of MODE ON.

4)Open the even door.

5)INJECTOR off.

6)HydrOgen pressure to O.

Air pressure to O.

7)Ciose the main coCks and sub cocks of each gas cylinder,but never touch

the nitrogen gas cylinder.

8)integratOr off.

9)Wait at least 1 5 minutes.

10)CIOSe the gas tube.

11)Main switch of MODE off.
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POluunsaturated fattu aCidS in

plasma and mananuclear ce‖

phasphalipids of patients

L'ith atapic eczema

Yutaka Nasu(Nagano College of Nursing,Japan)

Kari K.Ektund(University of Heisinki,Finiand)

Ytto T.Konttinen(UniVersity of Heisinki,Fintand)

INWaDUCT10N

It has been known frorn 1 930s that dietary supplementation with essential

fatty acids should be of therapeutic value in atopic eczema. And in these

days it has been found that oral adr▼linistration of evening primrose oil(EPO)

makes atopic eczema improve.

Recent studies of polyunsaturated fatty acids(PUFA)in plaSma and blood

ceH components of patients with atopic diseases have indicated disordered

fat rnetabolisrvl as tinoleic acid(18:2n-6)tendS tO be increased while the

more unsaturated fatty acids, such as garnrna― linolenic acid(18:3n-6)and
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arachidonic acid(20:4n-6)are present in decreased amounts(Fig l ).In

atopic eczema patients, the delta-6-desaturase function should be irnpaired,

then the amount of linoleic acid should be increased,on the other hand those

of the linoleic acid metabolites should be decreased. And so when the direct

metabolite of linoleic acid, garnrYla―linolenic acid, is adrninistered for the

patients,then the symptoms of this disease should be disappeared.

It has also found that such an abnorrnality may not be restricted to

patients with atopic derrnatitis but can also be found in cases of

respiratory aHergy and other diseases.

On the other hand, Berth― 」ones et al. indicates that essential fatty acid

supplrnentation has no effect for the improvement of atopic derrnatitis

according to their placebo― controled trialH

We had a chance to have severalinfant patients with atopic eczema and to

make them the treatment with Efamol.At the same time of this treatment,

we tried to measure the fatty acid Components in the serurn and the

mononuctear ceWs phospholipid, and also tried to get some blood data

concerning about the inflarYl『 Ⅵation, and tried to make ctear the effect of

evening primrose oil and the change of metabolism of essential fatty acids.
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MnTERInLS nND METH00S

Patients and samples

1 0 patients with atopic eczema aged from 4,7 to 13,7(mean age 8,03)

were entered into a trial of evening prirnrose oil in the treatment of atopic

eczema

The evening primrose oil used was Efamol,the seed oil from speciaHy bred

strain of Oenothera biennis which yields oil of a constant consumption.

BIood samples were drawn into EDTA―treated tubesフ separated within

hours of coHection and stored at-20℃ until analysis.

To investigate phospholipid fatty acids in mononuctear celis(MNC),20mi

blood was drawn into an equal amount of Hank▼ s balanced salt solution.MNC

were isolated by gradient centrifugion in FicoH― Hypaque(Pharrnacia).

8 children were norvlinated as control group(aged frOm 6,5 to 12,4),and

they were a‖  free of acute or chronic i‖ ness, denied taking either rnedicinal

or drugs and had no personal or farnily history of atopy.

nSSauS

AII blood samples were taken after an overnight fast.The specirnens for
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trace elements and vitarnin analyses were coHected sirィ luitaneousty with

the laboratory tests needed for control of drug therapy and to monitor the

disease activity.

The blood samples for trace elem9nt deterrYlination were drawn using

staintess steei needles(Venttect,Terumo,Beigium).Serum samples were

stored in polyethene tubes and kept at-20℃ until analyzedtt Zinc and copper

concentrations were deterrⅥ ined by flame atorvlic absorption

spectrophotometry(AAS)(Perkin EImer 300 AAS)using a method deveioped

by Salrnela et al(1984). Selenium concentrations were deterrnined with a

fiameless AAS(Perkin EImer 5000,HGA 400)emp10ying the method

described by AIfthan and Kumpulainen(1985).A‖ the trace element

measurements were made in the same laboratory.

Fatty acid COmpositions of MNC and serum phospholipids were deterrnined

using a method developed by Willian∩ W.Christie:

One ml of pure serum was extracted with 3,75n∩ l of chioroforrγ 1/methanol

(1/2),washed with 3,75 mi of chioroform and O,9mi Of Water,centrifuged

for 1 0 minutes and the lower phase(the chioroforrn phase)waS Separated

and evaporated by nitrogen gas.

After the evaporation O,05mi of methano1/chiorofornn(1/1)WaS added,and

fractioned with thin tayer chromatography(Kieseige1 60,Merck,Germany)
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into neutral lipids, free fatty acids, free cholesterol and phospholipids by

using hexane/diethyt ether/acetic acid(50/50/1)aS a sOivent. Phospholipid

fraction was scraped into black capped tubes and transmethytated in 10/o

H2S04 in dry methanol at 50℃  overnight.The resuiting methyl esters of

fatty acids were separated and measured using a Hewiett Packard 5880 gas

chromatography with a 6-foot column packed with 1 00/o silar on chromosorb

WAW 106/230.

The carrier gas was hydrogen(0,5kg/c請 ). Initial temperature of the oven

being 1 70て ,,final temperature 240℃ . Retention tirnes and peak areas were

automatica‖ y computed by a HP 3390A integrator. Peaks were identified by

comparison with standard fatty acid methyt esters from Nuchek Prep. Inc.

(Elysian,Minnesota,U.S.A.),Figure 2 shows an example of gas

chromatographic chart from certain patient's serum identified each fatty

acid.

Evaluation of the resuits

The hardware used in this study was a....cOmputer at University of

Helsinki. Data were listed into DATABASE   version.AH statistical analysis

were performed using Biomedical dataprocessing program tibrary(BMDP,

version 1 994).
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in before/after comparisons, the statistical significance was tested using

paired t― test. Standard deviation(SD)was uSed to indicate dispersion of

resuits.

RESULTS

Fattu aCid COncentration

Table l shows the mean values of each fatty acid proportion per total fatty

acids in MNC, including samples frorn control groups, from patients before

treatment and from patients after treatmenta We could be available 4

control samples, 8 patients before treatment and 5 patients after

treatment.

No significant differences were seen between control and patients before

treatment.By the treatment of EFA,dihomogammaぃ linolenic acid(20:4n-6)

was significantly decreased and behenic acid(22:ln-9?)signifiCantly

increased.

Linoleic acid(18:2n-6)of patients looked like to be increased compared

with control group and decreased after treatment,though not significantly.

And more unsaturated fatty acids, such as homogarnrna― linolenic acid and
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arachidonic acid iooked decreased after treatment. Lindskov and Hoetrner

has reported that in eczema patient MNC,the ratio of 20:4n-6/20:3n-6 in

total lipids(b)had been reduced.In this study,however,there could not

find any significant differences of this ratio between control group and

patient group before treatrnent.(Table l)

Table l also shows the mean values of each fatty acid proportion per total

fatty acids in serum on the same groups as above.The significant

differences were observed on 20:3n-6 between control and patients before,

and also between patients before and patients after. Another significant

difference was found on 20:4n-6 between patients before and patients after

The ratio of(18:3n-6+20:3n-6)/18:2n-6(a)in patient before was

significantly reduced compared with control, and iooked reduced again after

the treatment.

With matched t― test about serum value between patients before treatment

and those after treatment,significant differences were found on 1 8:1,

20:3n-6,20:4n-6,(18:3n-6+20:3n-6)/18:2n-6 and 20:4n-6/18:2n-6.  Fig4

shows the change of 20:3n-6 percentage to total fatty acids on each patient,

Fig5 about 20:4n-6,Fig6 about(18:3n-6+20:3n-6)/18:2n-6,Fig7 about

20:4n-6/18:2n-6.AIso in Fig8 about 1 8:2n-6. In many cases it has been said

that linoleic acid(18:2n-6)concentration increases in the serum of atopic
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eczema patients,but in our study no significant tendency was ObServed on

18:2n-6.

DISCuSsloN

Atopic eczema is said tO be the condition in which an inherited sioW rate

of 6-desaturation has been best documented.Norrnal or elevated

concentrations of LA and ALA are associated with reduced concentrations of

their metabolites in umbilical cOrd bloOd, in the plasma and red ceHs of

children and aduits, in rnilk and in adipose tissue.

From our results we could not find any difference abOut linoleic acid in the

serum between control and patients with atopic eczema.

Schalin― Karrila et al. reported in 1 987 that the baseline fatty acid

composition of plasma phoSpholipids frorn the patients with atopic eczema

(yOung aduits)did nOt differ significantly frorYl that in the heaithy suゅ
jects,

except for a stightly iower ievel of oleic acid (18:ln-9).

on the other hand,Manku ct al.(1984)had reported that the mttor dietary

n-6 EFA, linoleic acid, Was Significantly elevated but aH its metabolites

were significantly reduced in the aduit patientslplasma. Beforehand Manku
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et al. had made ciear about the fatty acid composition in plasma in norrnal

humans.

Strannegard et al.(1987):The fatty acid composition of serum lecithin

from children with atopic derrnatitis was found to be abnorrnal,

characterized by significantly increased proportion of linoleic acid and

reduced levels of metabolites of this fatty acid.

Lindskov et al.(1992):Exarnined the PUFA content in phospholipids derived

from plasma,red blood celis and mononuclear celis(MNC)in patients with

atopic dermatitis.(adultS).in plasma no significant differences were found

between patients and controls. The most significant findings in eczema

patient MNC were reduced ratios of 20:4n-6/20:3n-6 in total lipids and in

phosphatidyl ethanolarnine(PE)and of 20:4n-6/18:2n-6 in both total

phosphatidyl choline(PC)and PE.
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taenolC
(EPA〕

Gamma― linolenic  18:3n-6

(GLA〕
              ↓

DihomogaHlma―
linolenic(DGLA〕

18:4n-3

↓
20:4n… 3

20:Sn-3 Eicosapon

↓
22:5nn3

20:3n‐ 6

20:4n-6

↓
22:4n-6

Ⅲ

eita‐ 5"desaturast

22:iすlila_4-desatu 

Ⅲ
義ま_3 DocosahexaenOiC

(DHA)

1.(Figure l)

Outline of the metabolism of essential fatty acids of n-6 series.

The enzymes which metabolise this series are believed to be also

metabolising n-3 series.
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An example of gas chromatography chart of rnethyl esters separated   from

a certain patientls serum.

According to the retention tirne peaks were identified by comparison with

standard fatty acid methyl esters.
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Table l

Fatty acid composition in MNC and in serur▼l of each group日

Values are expressed as the mean+SD日

<、 イフ

く、θす

て、′ol

く フヽイ

*f
ふX ど

氷 F来  と

**氷 米 主

一一一一一一）一　　　　　　　　　　　　　　　　・一一一一一一一一・　　　　　　　　　　　　　　　一一一一一一一一一一一一　　　　　　　　　　　　　　　　　　・一一一一一一一一一

SERUM MNC

CONTROL PATIENTS BEFORE PATIENTS AFTER CONTROL PATIENTS BEFORE PATIENTS AFTER
(n=3) (n=10) (n=9) (n=4) (n=8) (n=5)
MEAN STDEV MEAN STDEV MEAN STDEV MEAN STDEV MEAN STDEV MEAN STDEV

14:0 0,003 0,0007 0,0035 0,0009 0,0031 0,0003 0,0033 010016 0,0025 0,0007 0,0025 0,0003
16:0 0,2543 0,0127 0,2543 0,0096 0,2532 0,0155 0,1781 010317 0,1731 0,0403 0,2027 0,0337
16:1 010055 0,0017 0,0063 0,001 0,0062 0,0009 0,0055 0:0017 010041 0,0018 010047 0,0012
18:0 011554 0,0122 011536 010098 0,1526 0,0123 0,2319 0,034 0,2344 0:0617 012716 0,0375
18:1 0,1054 0,0135 011136 010206 0,1023 0,0178 011019 0,0461 0,1063 0,0364 0,1387 0,0346
18:2 011914 0,1872 0,0177 0:1853 0,0268 010387 010131 0,0447 0,0187 0,0287 0,0117

18:3n-6 0〕 0015 0,0015 0,0015 0,0004 0,0023 0,0005 0,0023 01001 0,002 0,0009
18:3n-3 0,0025 0,0032 0,0029 0,0017 0,0016 印E)0,0003 010045 年汗1)0,0073 0,0005 01司 0,0001

20:0 0,0055

0 0391

0,0006

0,0008

0006 0,0056

0,0004
10,001

0 0008 0,0056 0:0011 0,0158 0,0043 010136 0,0052 0,0176 0,0031

20:1 0,0035 0,0012 0,0030〕 0033 0,0007 _o,0007 0,0068 010026 010076 010033 0,0099 040048
20:3 Oi01 99 0,0027 0,0246 洛不

`0:0029 0,0305 4ハAO,0041
0,0103 Of0049 0,0139 0,004 0,0072 下不 0,0049

20:4 0,0664 010126 0,0665 0,0101 010749 ＼  0,011 011169 0,0643 0,1197 0,0646 010836 0,0698
22:0 010116 0,0015 0,0109 0,0019 0:0111 0,0018 010178 0,0038 010176 0,0075 0,0213 0,0036
22:1 0,002 010006 0,0019 0,0007 0,0018 0,0007 0,0087 0,0034 0,0052 010022 0,0094 r卜   0,004
24:0 0,0148 0,0044 010161 010037 0,0173 010044 0,0204 0,0076 01018 0,0042 0,0218 010105

24:1+22:6 01045 0,0094 0,0413 0,0078 010431 0!0085 0,0207 0,0111 0,0234 0,0096 0,0245 0,0101

a 0,117 0,0234 011406 0,0194 0,1763 0,0371 0,3199 010222 0,3418 010877 0,3162 010602

b 3,35 0,5421 2,7291 手ント  0,4991 2,4865 0,4686 10,9084 1,5504 9,7236 218109 9〕 8868 3,9587

C 0,3641 0,1036 0,3586 0,0688 0,414 0,0983 21807 0,8031 2,5955 019176 215207 115031
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Abstract ln fheumatoid arthritis various pro― inttamrna‐

tory mctabolites or arachidOnic acid(AA), such as
ieukotriene B4(ETB4)and prOStaglandin E2(PGE2),
contributc to tissuc destruction and pain.In contrast to

AA,、vhich is an omcga-6 ratty acid, the omcga-3 ratty

acids,anef having been liberated rrom the ceH Incmbrane

phosphoLpids、  are rurthcr converted into the non‐  or

anti― inaammatory eicosanoids LTB5 and PG13・  AA
conccntration is an ilnportant regulatory step in the

synthesis or both prostanoids and teukotriens. E》 ietary

supplementation with eicosapentaenoic acid (EPA)
and docosahexaenoic acid(DHA)has thCrefore been
used to dccrcase the ratio of AA to EPA o「 DHA to
obtain bcnchcial dinical effcctso EPA and DHA are
round in anilmal rat and are quite expensive compared

紀u肌 檻 恩 ご:i.龍l誌」£躍 常 群 溜 鶏 土濫 !

contro‖ cd triat with alpha‐ LNA in 22 paticnts with
fheumatoid arthfitis, using a hnoleic acid preparation

as a placebo. ARer a 3‐ 1■ onth fonOw_up, thc treat‐

mcnt gfoup showed an increased bleeding til■ e, but

thc dinical,sutteCttVc(BIobal assessment,classiaca苗 on
of runctional status,joint score index, visual analoguc

scale,pain tcndereness score)and labOratory parameters

(haCl■ Ogiobin,erythrocyte sedinientation rate,C‐ reac‐

tive protein)did nOt Show any statistical alterations

AA,EPA and DHA did not change eitherin spite of a
significantincrcase in alpha‐ LNA in the treatmcnt group.

D C E Nordstr6m C Fhman Y I Konttincn
Fourth Depariment or lヽedicine, Division or Rheumatology,

Hcisinki Univcrsity Central Hospital,Finiand

DCE.Nordstr5m V E A Honkanen Y Nasu,E.Antila
Y■ Konttinen
Musc」 ioskeletal Diseases and lnna■ lmation Research Croup,In‐

stitute or Biomedicine,Department or Anatomy,University or
Hclsinki,Finiand

DCE.Nordstrё m(西0  .
Hclsinki University Central Hospital,Di宙 sion or RheumatoloBy,

Unioninkatu 38.FIN‐ 00170,Hclsinki,Finiand

Thus,3‐ month's supplementation with alpha‐ LNA did
not prove to be bcncricial in fheumatoid arthritis.

Key words Dietary intervention

Rheumatoid arthfitis

Alpha‐ linolenic acid

int『oduction

Rheumatoid arthfitis(RA)is an innammatory discase
involving multiple syno宙 al joints.RA is associated with

the ciassical signs orinaammation,including vasodilata―

tion,oedema,pain in movemcnt and joint tendemess.
These symptoms are probably to some cxtcnt duc to the

iocal production of pro‐ inaa.llnatory cicosanoids, in

particular prostaglandins(PG)such aS PGE2〔 1l and

leukotienes(LT)such as LTB4〔2}Accordingty,non‐
steroidal anti‐ inaammatory drugs(NSAIDs)are Widely
uscd in the treatlnent of RA.Onc important rnechanism
of action ofthese NSAID― type drugs is believcd to be a

direct enzymatic inhibition or thc Pc,I■ 2 Synthetasc en‐
zyme, which catalyses two subsequent reactions:「 lrst,

5‐cyclo‐ oxygcnazation or arachidOnic acid(AA)into a
labilc interinediate P(〕 E2immediatety foHowed by con―

vcrdon into PGH2;PGH2 iS further mctabolized into
pro‐ inaanll.atory prostanoids such as PGE2・ Steroids,

administercd intra‐ articularly or systenlicaHy, arc even

morc c「lcicnt anti‐ innanll.atory d「 ugs.This scems to be

duc to induction or lipomoduhn, which binds to ccH
membrane phospholipids and prevents the action of thc

enzymc phosphohpase A2, WhiCh otherwise would bc
ablc to cleave AA rrom cen mcmbrane phospholipids.
E)i∬inished production of AA dccrcases not only the
production of the above‐ mentioncd prostanoids, but
also the production or atternative AA products,namcty
various icukotricnes such as LTB4・  TheSc are usually

folHled from AA by the enzyme 5-lipoxygenase,which
converts AA into 8R, 15S―di―hydrOxyeicosatetraenoic

acid,which is rurthef rnetaboHzed into pro‐ inaanll.atory

leukotricnes such as LTB4〔 11・
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Becausc AA conccntration is an impOrtant rcgulatory

stcp in the synthesis ofboth prostanoids and lcukotricnes

t3〕 ,dictary supplementation with eicOsapentaenOic acid

(EPA)and dOCOSahexacnoic acid(DHA)has bCen used
to decrcase thc ratio O「 AAto EPA and DHA.In contrast
to AA,EPA and DHA,arter ha宙 ng bcen liberated from
the ce‖ membrane phospholipids,are rurther converted

辮 誌 ェメ 監 :li:溜F粗駅

a解
配審 沼 塩 と,|!;:

weII documented i4-91.BCCausc EPA and DHA are
found in anil■ al fat,they are quite expensivc cOmpared

盈 irkttSr献 :箆!n既;幣h記亀

=lttil把

鍬
supplemcntatiOn by naxseed oil cOuld be a rational
alternativc.It has been speculated that alpha‐ LNA could
bc benerlcial by twO ditFerent rneans:「 lrst,by being e10n‐

gated into 10ng{hain EPA‐ and DHA‐ type ratty acids

(and thus decreasing the AA “load")and SecOnd, by
compcting with hnoleic acid(LA)fof the Δ6… deSaturase
enzynle,which would lcad to fo二 二llation ofAA from LA,
and thus, dil■ inェ sh AA and inaamlnation caused by
metabolites thcfoi FurtheJHlore,alpha‐ LNA could have
a steroid― like crect by decreasing production of bOth

早留第路 研甲 程 i“:Sttnュ平孟甲 at鰍 善F元評:

donlized study comparing alpha― LNA to “placebo"

(1laXSeed to samower sced).

Padentt and methods

芳器繋∵卸糧」継∵殺
C脇

紹撃絆 !争与漱
脇席i譜語1却;黙良沼部:謝総兇胤駕テ:;上記♂論含
a group that had previOusly participated in another nut封 tional
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:慧ざ11,!ξtl照u留ぞ:出雷tttldi監♂ti獄話す格乱

e紹

(32± 0.8)monthS.

Pafi獣〒 ≒辞 電 出

W&鍬
I!irk絡茸 《 塁I程r岨 吊 鳥 :

Manitow∝ ,WiscOnsin,USA〉 Patients werc randomized into two
groups. The treatinent Broup ingestcd 30 g or naxsced oil(320/。

alpha‐ LNA)per day rOr 3 months,while the control group reccived

30 g or samowcr。 ‖(33%linoleic acid).The samOwcr oil and

靴笛乱撃選H総綜潔竃1:調¶起路研詔協檻
turer A larger dOsage has been shOwn io produ∝ diarfhoea,and
some patients expc● enced ioose stools in thc present study.

Chnical assessment(pahent's and invesSgator's nvc_scale giob‐

al assessment,classinca6。 no「 runctional class[121,Kaarela's joint

score index(measuヽag joint iavolvement by swelむ ng or hmむ taSon
or motion in proximalinterphalangeal,metacarpophalangeali、 v● st,

elbow, shOulderi t∝ , metatarsophalangeal, subtaloidi talocrural,
kncc and hip joints on each ddc and∝ Ⅳical spinci cach joint
scottng one and the ma対 mum joint score being 23)〔 131,subiecttVe

ぞ灘鴛撃鴻e潔;呂ぜ‖賞路∵演i雷驚程器記∬t結
rate,C‐ reaci市 e prOtcin(CRP),haCmOglobin〕 Were pcfrorrned by

the chier investigator(DN)at the beginning and end Or the treat‐

ment pe苗od ttble l)。 SOrt tissue tendemess was also measured

弼liF肥,粘

“

:詠
t辟

配駕:越議ヽrH洋 ;訛r七路
認悪!記li兇4剛七s章獄洸:瀧判部粘悪!!電塩盟t無
verba‖y The pain threshOld leveis at dirrerent sites were nOrmahzed

訛謎l龍北品ぎ報t解電:琺沼
r乱

!獄と!乱習Yl遠
patient cOmphan∝

The ratty acid Prome(percentaBc

alPha‐ LNA and LA;TaЫ c 2)orscrurn
uSin3 the rncthOd deve10ped by Metsa…

extracted with chiorOromn/methanol

iI算離静輝器静尊換導島綿辞は詐
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acids were analysed in a HP 5890

kard COmpany,Avondale,UsA)
colШmn(Nordion Oゝ HelSinki,

ed with a name ionization det∝ ‐
tor and HP3393A integrator

Table l Chnical data and outcome rcsults in aIPha‐ linolcnic acid
treatment and linoleic acid pla∝ bO groups

Clinical data

Age(years)

Discase duration

(yCarS)

Global assessment

(padent)
CIobal assessment

(dOCtOr)
Functiona!class

Joint scorc index

Visual ana10guc scale

(pain)

Trcatlnent Broup

(1l patients)

(berorerahcr
treatment values)

51(range 34-62)
96(range 4-20)

21± 07/1.9± 07
93± 79/91± 75
4.0± 2.7′4_0± 3.3

Pla∝ bo group

(1 l patierits)

(berore/atter

treatment values)

53(range 40-72)
138(4-36)

19± 0.3/19± 0,3

115± 42/95± 43
44± 18,46± 22

342± 204/
325+205
217± 119/
21.8± 168
1298±  95/
1322+108

31±  11/22± 15

3.0± 0,8/29± 09  27± 05/2.7± 05

2.8± 09/2.8± 09  23± 05/24± 0.5

Laboratory parametcrs

Sedirnentation rate

(mm′ h)

C― rcactive protein

(mBβ )

Hacmogiobin(g/1)

Bleeding ume(min)

Medication

NSAID
Corticosteroids ora‖ y

Sulphasalattne

Cold

(intramuscular/Oral)
Azathiopttnc

Pcnicillaminc

lヽethotrexate

Hydroxychioroquinc

309± 241/
35.7± 271
17.2± 9.6/

20,3± 124
128.6± 12/

1272+111
31士 12/42± 13

打

11

3

2

5,1

0

1

1

1

,

11

4

4

3/2
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Fatty acid

Table 2 Change in fatiy acid pronle in aIPha‐ hnolenic acid trcat‐

ment and linoleic acid Piacebo groups

233

hpid ratty acid prorilci artcr the codcs were opened,il was

shown that patients on alpha‐ LNA spcci「lcaHy had sig‐

nittcantly increased alpha― LNA serutt Vatucs(with nO
changcsin LA lcvcis)and,ViCC vcrsai patients on LA had

signi「lcantly increased LA vatues only.

Not only did the dietary intervendon have an OtteC‐

tive er∝ t on the serum phosphohpid aatty acid prorlle

(TaЫe 2),but alSO thc bに eding imc was arectedi bcing
icngthened in patients on alpha‐ LNA.This has also been

feported by others t17,18〕 and haS been considcrcd to be

duc to the rapid turnover ofthe ccH Incmbrane phospho‐

hpids in the nuclear platclets and thus a rapid changc in

tipid mediators, including the pro―aggrcgatofy thronl‐

boxanc A2,rCleased upon platctct activation induccd by

surface contact[18〕 .ThiS WdCOmed eFfcct of alpha― LNA
has also bcen uscd successfuny in the sccOndary preven‐

tion or coronary heart disease t18〕 .

Contrary to expcctations, there was no chnical iHl‐

provcmcntin RA patients on alpha‐ LNA(orLA;Table l).
In particular,it was ofinterest that there was no change

in the pain threshold in alpha‐ LNA‐ supplemented pa‐

tients.Itis known that PGE2,PC'12 and 8R,15S‐ diHETE
(an inte111lediate in he LTB4 metabolism)scnddZe the
pril■ ary afrerent nOciceptive ribrcs to subsequent stilnuh

including nechanical pressure[19,201.Ifthere had been

a ravourable erfect on the prostagiandin lnetabonsnl,this

could have led to a higher pain thrcshold in the soft

tissues also.However,this was not the case.

Incrcased intake oF(omega‐ 3)polyunsaturatcd fatty
acids(PUFA)withOut adequate antioxidant protection
could rcsult in increased free radical folB41atiOn and lipid

peroxidation.Thus,when(omega_3)PUFAs are used to
reduce the inaanll.atory cvents of RA, their possible

adversc erFccts should be considered and preventcd〔 21}
It has bcen shown that in paticnts with inttanllnatory
joint discase the synovial auid con∝ ntration ofalpha― to‐

copherol is signiricantly IOwer rclativc to that or paired

serum samples t221.ThiS indicates the consumption of

alpha‐tocophcfol within the inaamed joint,perhaps due

to its folc in the telllttination of Lpid pero適 dation.PUFAs
are casily oxidized and,therefore,thc antioxidant prot∝ ‐

tion shouid be propefty acknowiedged. NolHlaHy the
vegetable oils providc lipid‐ soluble antioxidants in addi‐

tion to Fatty acids.

Alpha‐ LNA and LA arethe mostabundamt PUFAsin
Westem diets, with LA body levels usuany exceeding
those or alpha_LNA.Itis thererore possible that a short‐

ten■ supplementation for 3 1nonths only was not enough

to signiflcandy increase the alpha‐ LNA:LA ratio.If that
werc the case,supplementation with alpha‐ LNA would
not changc thc EPA and DHA prorlle.This was sup‐
portcd by the prescnt obscⅣ ations,because alpha‐ LNA
supplcmentation increased the seruHl atpha‐ LNA leveis

(P=0.04)but had nO erect whatsocvcr on EPA,DHA,
AA or other fatty acids(Table 2).Although minor cr∝ ts

on'prostagiandin levcls Hught be possible t231,thiS Was

not renected in the chnical statusi clinical and labofatory

disease activity parameters were unaltered in patients re―

ceiving alpha‐ LNA.On the othef hand,LA supplemen‐

Trcatment Broup

(berore/arter treatment)

004●

041
088
087
043

Pia∝ bo BrOup

(berorerarler treatment)

(%,SD)  (P valuc)(%,SD)  (P valuc)

Alpha‐ linolenic acid    0 24」 L029
しinoleic acid         l 13± 389
Arachidonic acid   -004± 073
Eicosapentaenoic acid  0 02」 L038
D∝ osahexaenoic acid 0 45■ 130

001■ 0.13

24■ 2.42

0.08± 093
-075■ 131
-015± 153

0.84

0∞ 8中

078
009
074

中P≦ 0.05

The hardware used in the study was an IBM PC/A■ Ali the

statistical aI,alyses were perronれ ed uSing Biomedical's data process‐

ing program(BMDP,version 1993).In berOrerarter compansons,
the statistical signincance tests werc pcrFomcd using paired r‐ test

(BMDP3D)or variances Standard deぢ adon(SD)was uSCd tO
indicate dispersion of results and a P valuc or ≦o.o5or iess was

considered Statistica‖ y signi「icant.

Resul色

After 3.2± 0.8 months orsupplCmentation,he serum aト
pha‐LNA acid con∝ ntration(0.24± 0.29,P=0.04)and
the biceding timc(1.03± 3.13,P=0,35)were incrcased in

the naxseed oil group, and the LA conccntration

(2.4± 2.42,P=0.008)was inCreased in the samower oil
group(TablCS l, 2),confl川】ling overaH patient compli‐

anceo None orthe chnical paramctcrs northe condition of

the paticnts improvcd in the aaxseed oil group(Tabic l).

Some or the parameters rcnccting discase activity iln‐

proved in the samower oil group(di∬ erence in before/a「

tcr values;aaxseed vs.safΠ ower,haemogiobin,CRP).
The pain tenderncss score aSSessed by the doloirneter did

nOt changc in either Broup.

The traoe element sttitus renecting nutidonal potential

for desaturation(zinc)and fOr antio電dation(Seleniuin,

ZinC)Was as foIIows.¬he serum zinc was 12.2± 1.6 μmolβ :

伍ve padents had iow serum zinc lcvds(<1l μmOl'1)[11]・
The serum selenium was l16.2± 21,2 μgμ .COppcr con―

∝ntrations rnay indicate inaaHllnatory activityi the rnean

value of 23,7± 4.2 μmolィI Was somewhat higher than the

uppcr hmit of no▲ニニュal valucd of 22 μmo1/1〔 111,Elcvcn
patients exceeded this uppcr lirnit valuc.

DIscusslon

Inaaπunation in RA is in part caused by mctabohtes of

AA and,thererOre,it ttight be exp∝ ted that a decreased

ioad of AA could be benericial.To this end RA patients

were supplemented wiht eithcr alphaぃ LNA or LA in a
double‐blind and randomized manner.Participation in

the study was voluntaり and patient compliance seemed

excenent.This was supportcd by the change,duing the
coursc oF the dietary intervention,in the scrul■ phospho‐
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INTRODUCTION
The interactions between the interphase or chronic inflarllnation,FnediCation and diet are not known.

We tackled this problern by combining new tools,Setti― N nutritional database developed at National

Hcalth lnstitute in Fintand and rnuitifactorial statistical analysis,with careful clinical and biochemical

characterization.RA provides a good lnodel for such purposes and was subjected to a detaited study.

Abbreviations usedi RA = fheumatoid arthritisi RF = rheumatoid factori CSHpx = Blut4thione

peroxidasei SOD = superoxide dismutasei RBP = retinol bindinB proteini IL― I = interieukin-1;

DMARD=disease modyfying anti―『heumatic druBI RDA=recommended daily aliowancei ROS=

reactive oxyBen species

PATIENTS AND METHODS

Clinical characterizationI Patients were recruited from outpatient clinic or the Helsinki University

Central Hospital.The extent ofjointinflammation was recorded by using Kaarela's joint score index,

based on the presence of joint sweWing.Sixteen extra― articular tender points were studied using五

force BauBe doloriI¬ eteri arter transformation of the read outs to z― units,an were added to a sinBle

tenderness score index.GeneralinflaΠ lmatory disease activity was assessed usinB Hb,ESR,CRP and

Waaler― Rose test for RF.Various demoBraphic characteristics recorded included age,sex,weight and

heiBht.Dru8 treatlnent and disease duration were recorded as well.

Biochemical testsI BIood samples were taken arter overniBht Fast.Serum zinc and copper were

detefHlined by flame atonlic absorption spectrophotometry and selenium with a flameless AAS,Plasma

CSHpx waslneasured using 7 mM t― butyt hydroperoxide as substrate and H2° 2 aS reaction initiator,
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wherearter NADPH tO NADP conversion was foIIOwed by absOrption spectrophotometry.Erythrocyte

SC)D activity was analyzed by fonowing superoxide prOduction in xanthine oxidase system in the

presence or NBT.Vitamin A(retinOl)was quantitated aFter HPLC spectrophotometrically by

measuring absOfbance at 205 nm whereas vitamin E(alpha― toCopherol)fluOrescemce intensity was

TReasured using excitation at 292 nm and erlission at 324 nmo Serum RBP and ceruloplasElin Were

measured by iHllnunodiffusiOn.

Dietarv assessmentt NutritiOnat therapist Or physician gave detailed oral Buidance to patients for a

throughOut one― week dietary recordinB in three periods during thfee weeks. Patients were also

provided with detailed written instruction with examplest The portion sizes were assessed using a

booklet including information or standards in Finiando Supplementation and home― cooking recipes

were recorded.Transrormation or nutrients was dOne suing Setti― N database covering aH rood items

available in Finiand.

Statistical analvsisi Univariate linear reBressiOn was used for comparision or two variable.If vahaЫ
es

were skewed arter iogarithmic and square rOOt transformations ror Poisson―
distributed variables of

Arcus sin transfOrmation for variables presented as proportions,Spearman's rank co「
relation was used

instead。

For comparision between groups,t― test was used for nofmany distributed variables and Mann―

Whitney test ror skewed distributiOns. If there were mOre than two BroupS, One― way analysis or

variance and Kurskal― Wallis test,respectively,were used.

To study the independent efrects of various recorded variables on continuous variable`,such as the

concentration or a trace element or vitamin・ rnultiple linear stepwise re8ression analysis in a rorward

manner was applied.TO adjust the material,if necessary,for e.g.aBe and sex,these were fOrces into

the model first.

In instead the independent errects or various fecOrded variables,including concentratiOns Of variOus

trace elements and vitamins,On cateBorial variable were assessed,rnultiple stepwise 10gistic reBressiOn

was applied, The cateBorial variable thus studied was the treatlnent with variOus types or d『
ugs

(NSAID,chtOroquinei aurOtiOmalate,sulrasalazine,cOrticosteroidsi yes/no).

RESULTS AND DISCuSsloN

Serum zinc cOncentration was low in RA(10.22.O vs ll.91.8 umo1/1,p<0.001).Linear muitiple

reBression disclosed e.B.that joint scOre index(r=-0.403,399ノ。,pく o,01),1■ b(「〓0.575,51為,pく o,ool),

CRP(「 =0,409,550/0,p<o.ol)and RF titer(r=-0.379,p<0,05)explained 599t of the variatiOn or serum

zinc in a age and sex adjusted model.Food intake did not affectserum zinc and serum serum zinc did

not predict medical treatrnent. These results su88est that disease activity dete「
巨lineS serum zinc

whereas nutritiOn and medication are unilnportant as explanatory factors.

In anilnal modeis of arth『 itis, zinc accumulates in liver due to induction of metanothionein.
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InterestinBIy, this metaHothionein is re8ulated by IL-1(=catabOlin, mononuclear ceH factor), a

cytokine reponsible for rnany tocal and systemic inflammatory events.Infusion of rё combinant IL-1

causes a decrease in seruri zinc.This biocherlical back8round and our observations su88est that,in

RA,Iow serum zinc is caused by IL-1.

Low serum zinc did not comprornise erythrocyte Cu,Zn― SOD,which was somewhat increased in

RA(4138 562 vs 3704 342 U/8 Hb,p<0.001),Interestingly,there was a corfelation between plasma

vitamin A and seruHl zinc(「 =0.383,pく 0,005i n=61)。 We believe that this novel statistical associatiOn

has its pathophysioloBical explanation in that the synthesis or RBP in liver is regulated by zinc.

Accordingly,when we rneasured RBP in 30 of our patients,we found a correlation between vita■ lin

A and RBP(R=0.942,p<0,001)aS expected,but also between RBP and serum zinc(r=0。 440,pく0,02).

This suppofts the above rnentioned hypothesis and implies a lnarginal dericiency in functional zinc.

Serum copper was hiBh in RA (23,7 5,3 vs 17.64.9 umo1/1,pく 0,001),exCept in patients over 65

years of age.The raw cofrelations of serum copper to disease activity parameters(ESR(f=0。 323・

p=0101),CRP(p=0,363,pく 0,005),Hb(r=-0.272,pく 0.05)were Significant but the lnultiple reBression

picked up joint score index as the oniy signiricant・ independent predicting parameter(r=0.383,3396i

pく0.01)in age_ and sex― adjusted modcI.   InterestinBly, serum copper was high in patients on

DMARD(pく0.01),WhiCh drugs were not commonty used in patients over 65(pく 0,01).

Serum copper had the highest correlation with cerulolasmin・ which suBBests this as the major

reason for hiBh seru「 l copperin RA.InterestinBly,ceruloplasmin is part oF the above xnentioned IL―

1/1L-6-mediated acute phase response.The same stimulus may thus be responsible foriow serum zinc

and hiBh serum copper in RA. AssoCiation with ceruloplasElin aSsumes even more significance

because or the role or cerutoplasmin as one oF the rnajor antioxidants in the aqucous body humours.

Itis also noteworthy that the cytoplasπ lic Cu,Zn―SOID is lnore sensitive to the availability or cOpper

than of zinc and accordingty. erythrocyte SOD activity was not decreased but in fact increased.

Cu,Zn― SC)D genc has been sequenced and at least in rat lung is induced in response to hyperoxia

(=OXidative stress),whiCh may suBgest that the increase in erythrocyte Cu,Zn― SOD is reactive

(erythrOid precursors in the bone rnarrow).

Serum copper wそュs also influenced by nutritional factors, namely zinc intake. This is st『 ongly

suBBested by a cofrelation between plasma copper/copper intake ratio on zinc intake(r=-0.638,

p<0.001)but nOt On plasma zinc.

Serunl seteniuコn was low in RA and the extent or this decrease was associated with the extent of

joint inflammationo Selenium resides at the rour act"e sites of anti― oxidant enzyme CSHpx in a

catalytica‖ y active sclenocysteine residue at arhno acid 47.This is the only firmly established role

orselenium in man,However,plasma GSHpx was similarin RA and contrOis(308.64.2 vs 308.010.5

U/1) メゝBain, recent isolation and characterization or GSHpx gene made it possible to study gene

reButation using a promyelocytic human HL-60 celllineo Human《 3SHpx gene appears to be regulated

-41-



51

pOst_transcriptiona‖ y,probably co_transtatiOna‖ y・ in reponse to selentum availability.This together

with our findings lnay imply that selenium status in nOt cOmprottlized.

Serum vitamin A was low in RA(2.0430.671 vs 2.3360。 597 umo1/1,p<0.05).There was a

signiricant correlatiOn between serum vitamin A and Kaarela's jOint scOre index in Spearman's rank

correlation test(「 =o.330,p<0.Ol).However,when the above mentioned cofrelatiOn between serum

Zinc(― RBP)and vitamin A was taken intO muitiple linear reBressiOn,disease activity lossed its

explanatory valueo We extrapolate our findings sO that vitamin A is mainly reBulated by Zn_dependent

RBP synthesis in live「
.

Fat sotuble vitarnin E is intercalated in biO10gical lipid bitayer nlembranes so that the hydrophobic

tail anchors the molecule in such an orientation as to pOsition the reactive,Pnti-OXidant hydfOxyI

Broup at the pOlar hydrocarbon interphase Of the membrane. Here vita∬ lin E excerts is fole as the

major lipid perO対 dation chain― breaking anti― oxidant.vitamin E waslow in RA(17,78,2 vs 25。 35.4
umO1/1・ pく  ),alsO iF vitamin E/(total cholesterol+triBIycerides)waS used as a variable.Howeve「

・
disease activity parameters were pOOr predictors,Due to its lipophilia,vitamin E stores are mainly in

fat tissue.These vitamin E stores are large compared to RDA.With these宙
tamin E stores as a

llbuffer・ 1,seru■
l vitarnin E and disease activity parameters are likely to get Out Of pace i.eo we interprit

our findings as increased cOnsumption or vitaπ lin E by RA― associated lipid peroxidation in vivO.

When vitaπ lin E reacts with fatty acid peroxyl radical, tocopheroxyl radical and ratty acid

hydroperoxide are Formed.TocOpheroxyl radical can be reduced back tO vitarnin E by water soluble

anti― Oxidants such as ascOrbate or BIutathione(recyctinB Of vitarlin E)and the seleno― enzyme GSHpx
catatyzes the reductiOn or unsaturated tipid hydroperoxide to lipid hydroxyacid.Thusi vitarnin】

こand
CSHpx act in cOncert in ter耳 ination Of lipid peroxidation. HOwever, vitarnin E is an essential

nutrient,whereas GSHpx may be reBulated at gene level as discussed above. This may be an

explanation Of the present rinding on iOw serum vitalnin E en face or normal plasma GSHpx.

Sulfasalazin acts as a superoxide scavenger. we fOund that GSHpx was hiBh in patients On

sulfasalazine compared tO Other RA patients(343.448.2 vs 299.632.9,pく
0.002).AIso in multivariate

analysis sulrasalazine treatlnent was the best predictor Or GSHpx. These rindingS taken together

suBgest that in RA there may be an increased cOnsumption or GSHpx combined with inと
「eased

synthesis,a situtatiOn unmasked in suifasalazine treated patients,

ROS fOrmation in RA has been in particular assoctated with twO different BeneratOr systems:

NADPH Oxidase in the plasma membrane or neutrOphils and monocyte/maCrOphages(inflammation)

and xanthine Oxidase/hypoxanthine syste■ l activated byュ schceπ■a/reperfusion.ROS.ln particular

OTI, can have deletary efFects on unsaturated lipis, proteins and E)NA. although site speciric

production and prOduction in the bulk phase may atsO serve userul purpOses, such as enzyme

activation and microbicidal effects.oxidant stress seems tO cause consumption of anti-Oxidants like

vitamin E, vitarlin A, GSHpx etc even under physi0108iCal cOnditions ― ir stren uous physical
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exercises can be regarded as such.Our observations in RA are in line with the earlier observations

on the errect of oxidant stress in e.B. exercise and inflalnlnation. In some conditions the harmful

errects of oxidant stress can be recuperated or prevented by antioxidant treatment,so e.B.retrolental

fibroplasia in premature babies with respiratory distress synd「 ome,who are exposed to high oxygen.

Whether oxidanc damage in RA is prirnary or secondary or whether it can be modified by e.B,dietary

changes or supplementation feBIIns,is an open but interestinB question.

SUMMARY

The interactions at the interphase of nutrition,disease activity and medication in RA were studied.

In linear】 nultiple regression,low serum zinc was predicted to 669も by six disease activity parameters

in age― and sex― adjusted modeto Low zinc is most likely due to IL-1-diven,metallothionein―

mediated sequestration in liver.AIso high seruni copper is explained by the same driving stilnulus in

that the highest correlation was on serum ceruloplas「 lin,which being an acute phase reactant,is also

regulated by IL-1/1L-6.AccordinBIy,Cu,Zn― SC)]D,particularly sensitive to the availability or copper,

was not decreased.In contrast,high erythfocyte Cu,Zn― SOID suBgests a reactive synthesis in erythroid

precursors, perhaps by 02 driVen gene activation. Serum seleniuna was slightly lowered, whereas

plasma CSHpx activity was no「 mah althOuBh human GSHpx gene is re8ulated by the availability of

selenium.

In patients on sulrasalazinei a superoxide scavenginB DMAR正 ),CSHpx was high,unmaskinB an

underlying increase in GSHpx consumption in RA,This is in accordance with iow serum vitarlin E

(17.78.2 vs 25,35.4 umo1/1,pく 0,05)intepreted to be a result of its consumption at the major lipid

peroxidation chain― breakinB anti― oxidant acting in concert with GSHpx.Vitaπ lin A was also slightly

lowered(2.0430.671 ws 2.3360.597 umo1/1,pく 0.05)but thiS Was best explained by the effect of low

zinc on RBP synthesis in liver.

Assessment of food intake usinB Setti― N nutritional database disclosed that seruln witaπ 工n A was

also arrected by intake.The onty other nutritionany affected process was absorption or copper,、 vhich

was decreased by high zinc intake, probably due to induction of metaHothionein in intestinal

epithetial ceWs. In addition to sulfasalazin effect on GSHpx,Iogistic model showed that DMARD

medication was associated with high serum copper. Otherwise medication and diet did not arrect

serum levels of the substances studied.

Itis not known at present,whethersome ofthe key antioxidants and trace elements are just markers

of underlying pathophysiological processes or whether they are consumed to the degree as to cause

harrn and motivate therapeutic intervention.Reactions and treatlnent potentials involved,however,

are highly complex.
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