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onerilen mekanizmalar
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Bitki sterolleri ve stanolleri bitkilerde bulunan do@al gida bilesenleridir. Serum disikk yoguniuklu
lipoprotein kolesterol (LDL-K) konsantrasyonlarmi dustirdukleri 1950 yilinda gosterilmigtir. Meta-
analiz, giinlik 2,5 g bitki steroli/stanclti alimmin serum LDL-K konsantrasyonlarimi %10’a kadar
distirdigtni bildirmigtir. Birgok ¢alismaya ragmen, altinda yatan mekanizma hala aydinlatilamamusgtir.
Bu nedenle, gegtifimiz onlarca yil boyunca 6nerilen mekanizmalar tanimlanacak ve mevcut bilgiler
baglaminda tartiilacaktir. flk zamanlarda, bitki sterollerinin/stanollerinin karigik misellerin yam sira
silomikronlara dahil olmak i¢in bagirsak kolesterolil ile rekabet ettigi dne siiriilmiistiir. Daha sonra, odak
noktas: hiicresel sureglere dogru kaymustr. Ozellikle, enterositlerin membranlarinda Iokalize olan sterol
tasryicilarinin rolit oldugu dne siriilmustiir. Tiim bu siiregler sonug olarak bagirsak kolesterol emilimini
azaltmistir. Daha yakin dénemde, kolesteroliln dolasimdan bagirsak limenine dogrudan salgilanmas:
tarif edilmistir. Hayvan c¢aligmalarinda elde edilen ilk sonuglar, bitki sterollerinin/stanollerinin bu yolu
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aktive ettigini ve bunun da fekal notral sterol igeriinin artmasimi ve dolayisiyla bitki
sterollerinin/stanollerinin kolesterol diisitriictl aktivitesini agiklayabilecegini gostermistir,
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1 Giri

Kardiyovaskiiler hastahklar (KVH) dinya c¢apinda morbidite ve
mortalitenin 6nde gelen nedenidir. Yagam tarzinin ve ozellikle de
beslenmemizin KVH'lerin énlenmesi ve tedavisinde $nemli bir rol
oynadift iyi bilinmektedir [1]. Beslenme mudahaleleri igin énemli
bir hedef, artan serum disiik yogunluklu lipoprotein kolesterol
(LDL-K) konsantrasyonlarim diigiirmektir [2].
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Kolesterol diigiiriicii  ajanlarla ilgili 26 klinik ¢aligmanin
sonuglarimi1 ozetleyen bir meta-analiz, randomizasyondan 1 yil
sonra serum LDL-K konsantrasyonundaki her 1 mmol/L’lik azalma
i¢in dlumetl olmayan tikayic: vaskiiler olay riskinin yaklagik beste
bir oraninda azaldigini agikga gostermigtir. Daha spesifik olarak, 1,
2 veya 3 mmol/L’lik bir serum LDL-K azalmasi, riski sirasiyla
%22, 40 ve 50 oraninda azaltnistir [4]. Bu etkileyici risk
azalmalarima ragmen, bu etkilerin LDL-K konsantrasyonlarindaki
azalma ile nedensel olarak iligkili olup olmadifi hala devam eden
bir tartigma konusudur. Statinlerin kardiyoprotektif etkilerinin
nedensel olarak serum LDL-K distriict etkileriyle mi yoksa
endotel fonksiyonunu iyilestirme, vaskiller nitrik  oksit
biyoyararlammini artirma ve oksidatif stresi azaltma gibi
pleiotropik etkileriyle mi iliskili oldugu bile sorgulanmaktadir [5].
Bu baglamda, LaRosa [6] LDL-K nin nasil ditgiiriildigiinin 6nemli
olmadigim  agikea gostermigtir.  Meveut tim  midahale
¢aligmalarinin  sonuglari  birlestirildiginde, &liimeiill olmayan
miyokard enfarktisii ve koroner kalp hastalii 6lim riskini azaltmak
igin serum LDL-K nin beslenmeyle diigtiriilmesinin, dmegin statinier
ve 3-hidroksi-3-metil-glutaril-CoA (HMG-CoA) redilktaz inhibitorleri
ile serum LDL-K’nin digiirilimesi kadar degerli oldugu goriilmiigtiir,
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Bitki sterollerinin veya stanollerinin yag asidi esterleri, yani
bitki steroli veya stanol esterleri ile zenginlestirilmis gidalarin, 85
haftalik bir miidahale ¢alismasinda gésterildigi gibi gegici olmayan
serum LDL-K dustriicti etkileri [7, 8] iyi bilinmektedir [9]. Bu
bilegiklerin etkinligi, ginimiizde Ulusal Kolesterol Egitim
Programu kilavuzlan gibi ulusal ve uluslararasi kilavuzlara dahil
edilmiy olmalari ile daha da desteklenmektedir. Bu kilavuzlar,
LDL-K konsantrasyonlann yiiksek olan kigilerde KVH riskini
azaltmak i¢in doymus yag asitleri bakimindan dugiik saglikli bir
diyete ginlik 2 g bitki sterolii veya stanolti eklenmesini tesvik
etmektedir. Bu durumda, bitki sterolleri ve stanollerinin eklenmesi
serum LDL-K konsantrasyonlarin1 %10’a kadar digiirebilir [2].

Bitki sterolleri ve stanolleri bitkilerde dogal olarak bulunan
bilesenlerdir. Kolesterol gibi, ¢ogunlukla serbest ve esterlesmis
formda bulunurlar. Fonksiyonel gida bileseni olarak dahil
edildiklerinde, bitki sterolleri ve stanolleri, gida matrisindeki
¢ozUnurligh artirmak igin siklikla bir ya asidi esteri ile
esterlestirilir [10]. Kolesterol ve bitki sterollerinin/stanollerinin
emilim orani g¢ok farklidir. Kolesterolin yaklagik %40-60'1
emilirken, bitki sterolleri/stanolleri spesifik izoformuna bagh
olarak %15 veya daha az oranda emilir [11-13].

Dort meta-analiz, bitki sterolit veya stanol esterleri ile
zenginlestirilmis ~ gidalarn  titketiminden  somra  LDL-K
konsantrasyonlarinda ¢nemli dugigler oldugunu gdstermistir [7,
14-16]. Bu dort dogrusal olmayan doz-cevap egrisinin aksine,
Mensink ve arkadaslar: [17] bitki stanoldi almu ile LDL-K’de 9
g/giin’e kadar azalma arasinda net bir dogrusal iligki bulmustur.
Kontrol grubu ile kargilagtirildifinda, ginlitk 3, 6 ve 9 g
tiketimden sonra serum LDL-K konsantrasyonlarindaki azalmalar
swrasiyla %7,5, 12 ve 17,4 olmustur. Kargilastirilabilir bulgular
Gylling ve meslektaglar [18] tarafindan rapor edilmistir. 10 haftalik
bir sire boyunca yag asidi esterleri olarak saglanan ginlitk 8,8 g
bitki stanolii titketiminden sonra serum LDL-K ’sinde %17,4’1iik bir
azalma bulunmustur. Bu baglamda, Musa-Veloso ve arkadaslarinm
[8] en son meta-analizi, su anda onerilen 2 g/gilin’tin tizerinde bitki
stanolleri tiketiminin serum LDL-K konsantrasyonunda ek ve doza
bagli bir azalma ile iligkili oldugunu éne siirmistir. 113 yaym ve
bir yaymlanmamis ¢alisma raporunu arastirmaya dahil etmisler ve
LDL-K’deki maksimum azalmanin sirasiyla 0,8 ila 8,8 g ve 0,19
ila 9 g arasinda degisen ginlik dozlarda bitki stanolleri
titketiminden sonra %16,4 ve bitki sterolleri tiiketiminden sonra
%8,3 oldugunu bulmuslardir. Dikkat gekici bir sekilde, bitki
stanolleri ve sterollerinin yitksek dozlarnmn (> 4 g/giin) LDL-K
digirme aktivitesini birebir karsilastiran herhangi bir ¢alisma
bulunmamaktadir. Bununla birlikte, daha yiiksek alimlarda bitki
sterolleri ve stanolleri arasindaki etkinligi ve olas: farkliliklar: daha
fazla aragtirmak i¢in bdyle bir klinik ¢aligmaya ihtiyag vardur.

Bitkisel sterol ve stanol esterleri ile zenginlestirilmis gidalarin
LDL-K dustiriicii etkisi stirekli ve yaygimn olarak kabul gorse de, gida
tariiniin (gida matrisi) etkinligi etkileyip etkilemedigi tartiymas: halen
devam etmektedir [7, 16]. Kullanilan gida tastyicisinmn tiriinin yam
sra, alm siklifi da onemli gorinmektedir [7, 19]. Ayrica,
Abumweis ve arkadaslan [16] alim zamaminin da ¢ok onemli
oldugu sonucuna varmistir, giink kahvaltidan nce veya kahvaltiyla
birlikte tiiketim serum LDL-K’sini disiirmede basansiz olurken, bitki
sterolleri 6gle veya aksam yemegi olan bir ana oginle birlikte
titketildiginde beklenen serum LDL-K digtiriicii etki gozlenmistir.
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Farkli ¢aligmalar arasindaki tim bu tutarsizliklari daha iyi
anlamak igin, bitki sterol/stanol esterlerinin (bagirsak) kolesterol
metabolizmas: Uzerindeki etkilerini anlamak o¢nemlidir. Bu
nedenle, bu derlemenin temel amaci, gegmis ve yeni bulgulara ve
bitki sterol/stanol esterlerinin serum LDL-K dusiiriicit etkisinin
altinda yatan mekanizmalara iligkin varsayimlara ve az ¢ok kabul
gormily agiklamalara odaklanmaktir. Bunun igin, 1950°lerden
baglayarak giniimiize kadar bu bilegiklerin tarihsel bir ¢zetini
sunacagiz, Bu bulgulara dayanarak, aterosklerotik lezyon
olusumunu  azaltmak  igin  kullanimlannin  dngoritlip
gorilmeyecegine dair bir sonuca varmaya calisacagiz.

2 Yillar iginde dnerilen mekanizmalar

Bagirsak kolesterol emiliminin engellenmesi, LDL ve diger
apoB100 igeren lipoprotein fraksiyonlarinin konsantrasyonlarini
distirmek igin ilgi gekici bir hedeftir. Kolesterol emilimi ¢ok
agamal1 bir stregtir ve en dnemli agamalari (1) (diyet) sterol/stanol
esterlerinin bagirsak liimeninde serbest sterol/stanollere ayrilmast,
(2) esterlesmemis kolesteroltin emiilsifiye yag fazina ve limendeki
kangik misellere ¢ozundirtilmesi, (3) kolesteroliin karigtirilmamis
su tabakas: ve firca smmin membram gibi mukozal bariyerlerden
taginmasidir.  Enterosit igindeki asilkoenzim A  kolesterol
asiltransferaz-2 (ACAT-2) tarafindan (4) alindiktan ve (5) (yeniden)
esterlestirildikten sonra, kolesterol 6) mikrozomal trigliserit transfer
proteininin (MTP) katilimiyla silomikronlara dahil edilir ve (7) lenf
igine salmir, Yillar boyunca, neredeyse her adim, bitki sterolt veya
stanol ester titketimi yoluyla bagirsak kolesterol emilimini
dugtirmedeki potansiyel katilim agisindan tartigilmugtir. Simdi bitki
sterolii ve stanol esterleri ile bagirsak kolesterol emilimindeki
azalmay1  agiklayan  farklh  paradigmalarin  kronolojisini
Gzetleyecegiz,

2.1 il glinler

Bitki sterollerinin  serum kolesterol  konsantrasyonlarinin
diizenlenmesindeki roliinden bahseden ilk ¢alismalar 1951 yilinda
Peterson ve arkadaglar: tarafindan yaymlanmugtir, Tavuklar %0,5-1
soya fasulyesi sterolleri, %0,5-1 kolesterol veya her iki bilegigin
karigmmum igeren bir diyetle beslenmistir. Soya fasulyesi sterolleri
ile desteklenmis bir diyetle beslenen tavuklarda hepatik ve plazma
kolesterol konsantrasyonlarinda ¢nemli azalmalar bulunmustur
[20]. Takip eden ¢ahsmalarda [21], yine tavuklarda, bitki
sterollerinin aterosklerotik lezyon olusumu iizerindeki etkileri
degerlendirilmistir. Kolesterolle beslenen tavuklarda soya fasulyesi
sterollerinin verilmesinden sonra lezyonlarin kapsami ve siddeti
azalmugtir.

www.mnf-journal.com
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Tablo 1. Gegmigten glinlimize bitki sterollerinin/stanollerinin kolesterol diistiriicii aktivitesine katkida bulunan mekanizmalara genel bir bakis

Dénem Hedef Onerilen mekanizma
ilk giinler: 1950’ler Bagirsak kolesterol emilimi Onerilen bir mekanizma yoktur
Karisik misel donemi: 1960'lar Bagirsak kolesterol emilimi Karigik misellere dahil olmak i¢in rekabet
Hiicresel dénem: 1960’lar ve 1970’ler Bagirsak kolesterol emilimi Silomikronlara dahil olmak icin rekabet
Tasiyic1 donemi:> 2000 Bagirsak kolesterol emilimi Taswalar:
NPC1L1-ABCG5/ABCGS8-ABCA1
LXR hedef genlerinin aktivasyonu
Yeni kesifler ¢agi:> 2006 Kolesterol atiim TICE

Soya fasulyesi sterollerinin serum kolesterol konsantrasyonunu
ditgiirdigil gézlemi Pollak ve galisma arkadaglan tarafindan diger
tirlerde de dogrulanmustir. Bunun igin tavsanlar kolesterol,
sitosterol veya her ikisinin farkl: oranlarda karigmmim igeren bir
diyetle beslenmistir. Hiperkolesteroleminin net bir sekilde
engellenmesi ve aterosklerozun énlenmesi, uygun miktarda bitki
steroliiniin  verilmesiyle saglanmustir. Tavsanlarda sitosteroliin
kolesterole gore alt1 kat fazlasina ihtiya¢ duyulurken, tavukiarda g
kat fazlasi etkili olmustur [21,22]. Daha bu ilk ginlerde, bitki
sterollerinin  hipokolesterolemik etkisi hastalarda dogrulanmigtir
[23]. Bununla beraber, altinda yatan mekanizma tam olarak
bilinmemekle birlikte, bagirsak kolesterol emilimi iizerindeki etkilerle
iligkili oldugu disimilmustir (Tablo 1 ve Sekil 1A) [22, 23].

2.2 Kansik misel dgnemi

Bagusak luminal kolesteroli, sirasiyla endojen ve eksojen
kolesterolden turetilen iki farkli havuzdan olusmaktadir. Bu iki
havuzun, alim i¢in mevcut kolesterol miktarma ve bunun
sonucunda serumda ortaya ¢ikmasina katkisi esit degildir. Sklan ve
arkadaglari [24] tavuklarda endojen kolesterolin eksojen
kolesterole kiyasla daha hizh ve daha tam olarak emildigini
gostermistir. Tavuklar kolesterol igermeyen, diisitk yagh bir diyetle
beslendiginde, duodenum ve jejunumun fist kismu kolesterol
emiliminin ana bolgeleridir. Diyete kolesterol eklenmesi, baskin
kolesterol emilim bolgesinin jejunuma dogru distale kaymasiyla
sonuglanmistir. Dahasi, bu kaymaya endojen kolesteroliin yam sira
safra asitlerinin duodenuma salgilanmasinda artg eslik etmistir [25].
Esas olarak safra yoluyla zaten miseller halinde salgilanan endojen
kolesteroliin aksine, diyet kolesterolinin once spesifik esterazlar
tarafindan parcalanmasi gerekir. Diyet kolesterolii agirlikli olarak
esterlesmis formda bulunur ve sadece serbest kolesterol emilim i¢in
kullanilabilir hale gelmek tzere karigik misellere dahil edilir [24].
Tim bu bulgular, endojen kolesteroliin eksojen kolesterole gore
tercihli emilimine katkida bulunabilir.

Asil soru, bitki sterol ve stanol esterlerinin intestinal
kolesterol alimina nasil mudahale ettisi ve bitki sterol ve
stanollerinin endojen ve eksojen kolesterol emilimi tizerindeki etkileri
arasinda bir fark olup olmadigidir.

¥ 2012 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

Kolesterol ve bitki sterolleri/stanolleri pratikte suda ¢ézitnmediginden,
emilimin gergeklesebilmesi igin miseller halinde ¢dziinmeleri gerekir.
Ancak misellerin lipofilik suda ¢tziinmeyen molekiilleri ¢oziindiirme
kapasitesi simrlidir. Gegen yiizyilda 1960°l1 yillarda [26], bitki
sterolleri ve stanollerinin kanisik misellere dahil olmak igin diyet
kolesterolii ile rekabet ettigi az gok genel kabul goriir hale gelmistir
(Sekil 1B). Bitki sterolleri/stanolleri kolesterolden daha hidrofobik
oldugundan, kolesterolit karisik misellerden uzaklagtirdiklar [27] ya
da bagka bir deyisle, bitki sterolleri/stanollerinin karisik miseller
iginde kolesteroliin ¢ozinirlugiinit azalttign disindlmustir [28,29].
Daha aynntuili olarak, Armstrong ve Carey ve arkadaglani [30]
kolesterol olmayan sterollerin karigtk misellerden daha az kolay
ayngtifim ve boylece kolesterolin misel ¢ozinirligini simrladigim
¢ne strmiglerdir. Bu durum, daha disik bir coézinirlik ancak
miseller igin daha yiiksek bir afinite ile sonuglanacak sekilde bitki
sterollerinin/stanollerinin kolesterole kiyasla artan hidrofobikligi ile
agiklanabilir. Bu misel konsepti Ikeda ve arkadaslan tarafindan zarif
bir sekilde gosterilmigtir [27]. Bu ¢aligmada, siganlar 10 giin boyunca
tek bagina %0,5 kolesterol veya %0,5 kolesterol arti esit miktarda
sitosterol veya sitostanol igeren bir diyetle beslenmis ve hemen
ardindan bagirsak sulu misel fazinin bilesimi analiz edilmistir.
Yalnizca kolesterolle beslenen siganlarla  karsilastiriidizinda,
kolesteroliin sulu misel fazdaki ¢oziniirlagi kolesterol art: sitosterolle
beslenen sicanlarda %24, kolesterol art1 sitostanolle beslenenlerde ise
%53 daha disitk olmustur. Sitosterol ve sitostanol arasindaki fark
istatistiksel olarak anlamli olmamustir. In vitro deneylerde de sitosterol
ve sitostanol arasinda bir fark bulunmanustir. Takip eden deneyler -
hala misel bilesimine odaklanarak- bitki sterollerinin ve stanollerin esit
derecede etkili olup olmadigimi ¢dzmeye calismigtir. Sitostanoliin
digkida geri kazammunmn neredeyse tam oldugu, sitosterolin geri
kazamiminin ise %85 ila 92 arasinda degistigi bulunmustur [31]. Bunu
dogrular bigimde, Hassan ve Rampone [32] Sprague-Dawley
siganlarmin lenflerinde sitostanoliin sadece %2’sinin bulundugunu,
kolesterol igin bu oranin %36 oldudunu ve bunun da sitostanoliin zayif
emilimini yansittim goéstermistir. Bitki sterollerinin/stanollerinin
bagirsaktan emilimi ile kolestercl emilimini engelleme kabiliyetleri
arasinda ters bir iligki oldugunu one sirmiglerdir, Bitki stanollerinin
kolesterol emilimi tzerindeki potansiyel olarak daha yilksek
etkinlifini agiklamak ig¢in Heinemann ve meslektaslar [33]
hidrojenasyonun hidrofobikligi arttirdigimi, bunun da kolik asit
misellerine baglanma igin daha yiksek bir afinite ile sonuglandigini ve
sonug¢ olarak kolesterolin misellerden daha etkili bir sekilde
uzaklastinldig1 ve kolesterol emiliminde daha belirgin bir azalma
oldugunu 6ne stirmiigtiir.

www.mnf-journal.com
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$ekil 1. Son yillarda bitki sterolleri ve stanollerinin kolesterol dilsiiriicii aktivitesini agiklayan paradigmalara genel bir baks.

(A) Gozlem donemi: kolesterol, bitki sterolleri ve stanoller enterosit igine alimr. Bitki sterollerinin bagirsaktan kolesterol emilimini baskilayarak serum
kolesterol konsantrasyonlannin dilsmesine yol acti halihazirda 1951 yiinda ileri stiriilmiistiir. (B) Miseller donemi: Kolesterol emilimi icin ¢ok Gnemli bir
adim olan kangik misellere dahil olmak igin kolesterol ve bitki sterolleri/stanolleri arasinda bir rekabet vardir. Bitki sterolleri/stanolleri misel kolesteroliin
yerini alirsa, enterosite daha az kolesterol alinacaktir. Almdan sonra, kolesterol normalde bagirsak ACAT-2 tarafindan esterlestirilir, Bu sekilde olusan kolesteril
esterler silomikronlara dahil edilir ve lenf icine salgilamr. Buna kargin, bitki sterolleri/stanolleri ACAT-2 igin zawif substratlardir ve enterosit icinde serbest
formda kalirlar. (C) Tasiyicr dénemi: ABCG5/ABCGS ve NPC1L1 gibi farkli sterol tagiyicilan ve bunlanin diizenleyici mekanizmalan kesfedilmistir, Bitki
sterolleri ve stanollerinin LXR gibi hiicre i¢i kolesterol sensérleriyle etkilesime girerek ABCG5/ABCG8 ve ABCA1 ifadesinin artmasina yol acip acmadig
sorgulanmistir, Tkincisi sterolleri yeni olusan HDL partikiiline tagirken, ABCG5/ABCGS sterollerin bagirsak limenine geri akisini tesvik ederek kolesterol
emiliminin azalmasina neden olmaktadir. Aym zamanda, NPC1L1%in bitki sterolleri/stanolleri tarafindan diizenlenmesi olasiigr ileri siiriilmiistiir. (D) Yeni
kesifler cagi: Son zamanlarda, transintestinal kolesterol atilimi (TICE), bitki sterol/stanol aracili kolesterol diisiiriicli etki icin olast bir hedef olarak
onerilmistir. TICE"In uyanlmas: fekal notral sterol kaybim artirmaktadir. Bununla birlikte, bitki sterollerinin/stanollerinin bagirsak kolesterol emilimi
Uzerindeki etkilerini daha aynntil olarak aragtirmak icin daha fazla arastirmaya ihtiyag vardir. Grnedin, bazolateral ve apikal kolesterol salgilanmasindan
sorumlu tagtyicilann tammlanmas) gerekmektedir. Ayrica TICE"in tek bagina m yoksa muhtemelen panel B ve C’de aciklanan difer mekanizmalarla birlikte mi
bitki sterolleri ve stanollerinin kolesterol diisiiriicii etkisinin tamamin agikladigh tartisilmaktadir.

Kisaltmalar: ABCA1: adenozin trifosfat (ATP) baglayici kaset A1 tagiyicl; ABCG3/ABCGS: ATP baglayict kaset G5 ve G8 tasiyici; ACAT-2: asilkoenzim A kolesterol
asiltransferaz 2; CE: kolesteril esterler; CM: silomikron; HDL: yiiksek yogunluklu lipoprotein; LXR: karaciger X reseptrii; NPC1L1: Nieman-pick C1 benzeri 1;
TICE: transintestinal kolesterol atilim.
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In vivo ¢aligmalarinda, yiksek dozda sitosterol veya monoleat
iginde ¢Oziinmus sitostanol infiizyonundan sonra insanlarda
bagirsak  kolesterol emilimini karsilagtirmiglardir.  Sitosterol,
bagirsak kolesterol emilimini neredeyse %350, sitostanol ise
neredeyse %85 oraninda ¢nemli Olgiide azaltmistir. Dolayisiyla,
bitki sterolleri ve stanollerinin kolesteroliln karigik misellere
katilmasin ve dolayisiyla emilim igin mevcut kolesterol miktarim
azalttigini gosteren kanitlar agirlikl olarak meveuttur (Tablo 1 ve
Sekil 2B-2E).

Onerilen bu mekanizma -yani misel kolesterol birlesmesine
miidahale- maksimum kolesterol dugiriict etki elde etmek igin
bitki sterolleri ve stanollerinin diyet kolesterolii ile es zamanli
olarak tuketilmesi gerektigini gostermektedir. Ancak 2000 yilinda
Plat ve meslektaslar [19] ginde bir kez 6gle yemeginde yag asidi
esterleri olarak 2,5 g bitki stanolii titketiminin, toplam 2,5 g’lik esit
bir doz kadar etkili oldufunu, ancak artik ¢ ¢gine bélindiigini
gostermigtir, Aragtrmacilar, bitki stanollerinin titketimden sonra
bagirsak limeninde ve hatta enterosit iginde kaldigim
varsaymuglardir. Bu hipotezin Niemann-Pick C1 benzeri 1 protein
(NPC1L1) gibi tasiyicilarm tammlanmasindan ¢nce ortaya atildig
unutulmamalidir, Weststrate ve Meijer [34], bitki sterollerinin 63le
ve aksam yemeklerinde tiketilmesinin LDL-K'yi, bitki
sterollerinin giinde t¢ kez verildigi ¢alismalarla aymi 6lgiide
azalth§m bulmustur. Daha sonra, “giinde bir kez” protokoliinit
kullanan daha birgok ¢alisma gergekten de 6ngoriilen degisikliklerle
uyumlu serum LDL-K azalmalari bulmugtur [35,36]. Bu “giinde bir
kez etkinlik™ bulgusu, bagirsak kolesterol emiliminin azalmasinm
altnda yatan mekanizmalari a¢ik¢a sorgulamustrr. Etkiler artik
yalmzca kolesterolin karisik misellere daha az dahil olmasiyla
aciklanamaz hale gelmistir. Bununla birlikte, “giinde bir kez”
yaklagimmm kullanan tim caliymalar basarili olmamigtir. Yag
fazimin, daha sonra emiilsifiye gida bilesenlerini sulu misel fazi
yoluyla enterositlere dogru tagiyan karigik misellerin olusumu igin
cok onemli oldugu fark edilmelidir (Sekil 2). Bu nedenle, alinan
gidalarin safra akismmi ve pankreatik lipazlarin yeniden salimimini
tetiklemesi son derece Onemlidir. Bu durum Abumweis ve
arkadaglarmin [16] kahvaltidan 6nce veya kahvaltiyla birlikte tek
bir bitkisel sterol/stanol tiiketiminden sonra serum LDL-K
konsantrasyonlarmda neden bir azalma bulamadiklarim
aciklayabilir. Bununla birlikte, bu alt grup analizinin sonuglari,
dahil edilen denek sayis1 az oldugu igin dikkatle yorumlanmalidir.
Doombos ve meslektaslar [37] bitki sterolleriyle zenginlestirilmis
(£3 g/gin) tek doz yogurt iceceklerinin alim zamaninin etkisini
degerlendirmek igin 186 denegi dahil etmistir. Toplam yag igerigi
farkl olan igecekler (%2,2°ye karg1 %3,3), kahvaltidan en az yanm
saat once veya 6gle yemeginden sonra titketilmigtir. Aragtirmacilar,
toplam kolesterol ve LDL-K konsantrasyonlarinin, iceceklerin yag
igeriginden bagimsiz olarak her iki kosulda da &nemli olciide
azaldif1 sonucuna varmuglardir. Bununla birlikte, icecekler 6gle
yemegiyle birlikte veya hemen sonrasinda titketildiginde onemli
olglide daha buylk bir azalma gdzlenmistir; bu da optimum
kolesterol dugiriicti  aktivite i¢in beslenme durumunun gerekli
oldugunu disindiirmektedir. Doombos ve digerlerinin [37] ileri
stirdugu gibi, sadece yag miktan degil, ayn1 zamanda bir 6gtinin
protein icerifi de onemli olabilir, giinkit her ikisi de yemekten
sonra kolesistokinin salimimim tetiklemekte ve boylece karisik
misellerin olusumunda gerekli bir adim olan safra salgilanmasina
neden olmaktadir,
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Kangik misel déneminde sadece birka¢ galismada ele alinan
onemli bir faktor, bitki sterollerinin ve stanollerinin fiziksel
durumudur. Fiziksel durum, bitki sterollerinin ve kolesteroliin
bagirsak lumenindeki farkh fazlar arasinda bolinmesini
etkileyebilir (Sekil 2). Grundy ve meslektaslani [38] bitki
sterollerinin bagirsaktan kolesterol emilimini engellemesinin, bitki
sterollerinin  stispansiyon halinde (neredeyse tim besinsel
calismalarda oldugu gibi) verilmesine kiyasla (perfiizyon
galiymalarinda kullamldig gibi) bir misel gozeltisi olarak verilmesi
halinde arttifimi  gostermigtir.  Fiziksel durumun Snemi,
hiperkolesterolemik hastalari giinde 3 g tall yagindan elde edilen
iki farkli sitosterol preparatiyla (silspansiyon veya toz) besleyen
Lees ve arkadaglan [28] tarafindan daha da kamtlanmugtir. Serum
kolesterol konsantrasyonlar: her iki kosulda da azalmistir, ancak bu
azalma silispansiyon halindeki tall yagina (%7) kiyasla toz
halindeki tall yag: sterollerinin (%12) verilmesinden sonra daha
belirgin - olmustur. Ostlund ve meslektaglarn  [39]  bitki
sterollerinin/stanollerinin etkinliginin sunulduklar1 forma bagli
oldugu konusunda hemfikirdir. 1 g saf sitostanol tozunun
uygulanmasinin kolesterol emilimi tizerinde 6nemli bir etkisi
olmazken, lesitin vezikiillerinde paketlenmig 700, 300 ve hatta 100
mg sitostanol, plasebo ile karsilastinldiginda bagirsak kolesterol
emilimini sirasiyla %37, 35 ve 6 oraninda azaltmigtir (Sekil 2E). Bu
bulgular, sterollerin son derece dugikk biyoerigilebilirlik ile
karakterize edilen kat1 ¢ozeltiler olan stabil kristaller olusturmast ile
agiklanabilir. Bu nedenle, bir toz neredeyse hig misel olusturmaz ve
bu formu neredeyse etkisiz hale getirir.

Fiziksel durumun yam sira, bitki sterolleri ve stanollerinin
serbest sterol/stanol olarak mu1 yoksa sterol/stanol esterleri olarak
mu saglandig1 da dnemli gorilmistir. Mattson ve arkadaslan [40],
denekler serbest formdaki bitki sterollerini sterol esterlerine kiyasla
aldiklarinda bagirsak kolesterol emiliminde %9 daha fazla azalma
oldugunu bildirmistir. Ester baginm bagirsak lumeninde safra
asidiyle aktive olan pankreatik kolesterol hidrolaz tarafindan
tamamen hidrolize edilmedigi ¢ne strtlmistir, Bitki sterol ve
stanol esterleri misel fazinda zayif bir sekilde ¢oziindiigiinden,
bityttk kismu yag fazinda birikmektedir. Bu durum, bitki sterol
esterlerinin ve ayrica yag fazindaki kolesterol esterlerinin
enterositlere daha az etkili bir gekilde emildigine dair daha 6nce
bahsedilen gozlemlerle uyumludur [41]. Daha yakin zamanda,
Kobayashi ve arkadaglan [42] Sprague-Dawley erkek siganlarinda
serbest ve esterlestirilmis bitki sterollerinin kolesterol dustiriicii
aktivitesini yan yana kargilastirmuglardir. Ticari bir yemle 1 hafta
boyunca beslendikten sonra, bitki sterolleri igermeyen kolesterol,
esterlesmemis bitki sterolleri igeren kolesterol veya bitki sterol
oleatlar: igeren test emulsiyonlarinin uygulanmas: i¢in mideye bir
kateter yerlestirilmistir. Radyoaktif olarak etiketlenmis kolesteroliin
24 lenfatik geri kazammi, serbest bitki sterolleriyle beslenen
siganlarda, uygulamadan 3 saat sonra kontrol veya bitki sterol
oleatlart alanlara gore onemli olgiide daha diusik olmustur.
Bununla birlikte, farkl: sterollerin yeme dahil edilmesinden sonra
tekrarlandifinda, ¢nemli bir fark gdzlenmemistir. Kolesterol ve
bitki sterol oleatlarimin bir emiilsiyon olarak mideye verilmesinin
duodenumda bitki sterol oleatlarmin hizli bir gekilde birikmesine
neden oldugunu o6ne sirmiislerdir. Bagirsak litmeninde buyik
miktarda ester bulunmasi, bitki sterol oleatlarinin hidrolizinde bir
gecikmeye neden olarak kolesterol emiliminde daha az etkili bir
azalmaya neden olabilir. Diyete bitki sterol oleatlarinin eklenmesi,
bilegiklerin duodenumda agin1 birikmesine yol agmamustir. Bu
caligmalar, ester bagmn optimum sekilde pargalanmasmin ve
boylece misel faz igin serbest sterollerin veya stanollerin serbest
birakilmasinin énemini gostermektedir.
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$ekil 2. Misellerin kolesterol emilimi siirecindeki 6nemli roliiniin bir gésterimi.

Gida kaynakl yaglann sindirimi midede gastrik lipaz tarafindan baslatilir ve ince bagirsakta pankreatik lipaz ve kolesterol esteraz tarafindan hidrolize edilen
ham emilsiyonlann olusumuna yol agar. Kolesteroliin yam sira bitki sterolleri ve stanollerinin de emilim gerceklesmeden dnce kangik misellere dahil edilmesi
gerekir,

(A) Emiilsifiye yag damlaciklanmin yiizeyinde safra asitleri ve pankreatik enzimlerin bi rlesik etkisi olarak karsik miseller olusur, Serbest kolesterolii misel faz) yoluyla
enterosite tagirlar. (B) Serbest bitki sterolleri/stanolleri gida sindiriminin emiilsifive yaginda coziinmez ve ince badirsad) kristal steroller olarak gecer. Bagka bir
deyisle, kansik misellere dahil olmak icin kolesterol ile rekabet edemezler. (C) Bu nedenle, serbest bitki sterollerinin/stanollerinin rekabet olusmadan &nce
yad fazinda “biyolojik olarak kullamlabilir” hale getirilmesi gerekir. Bu, bir emiilgator kullanilarzk gerceklestirilebilir. (D) Bitki sterol/stanol esterlerinin
tikketiminden sonra, esterler ince bafirsakta pankreatik kolesterol esteraz tarafindan hidrolize edilir. Yine, serbest form, kansik misellere dahil olmak icin
kolesterol ile rekabet edecek ve biylece bagirsak kolesterol emilimini azaltacaktir. (E) Bitki sterollerinin/stanollerinin ¢Gziintirligiini arttirmak icin bir baska
olasilik da lesitin ile misel ¢bzeltilerinin olusturulmasidir. Yag fazina girmek icin dnce diyet yaginda ¢dziinmesi ve daha sonra misel fazi ile dengelenmesi
gereken esterlesmis formun aksine, lesitin misellerinin kullamm bitki bagirsak misel fazina dogrudan verilmesini saglar.

Kisaltmalar: ABCG5/ABCGS: adenozin-trifosfat (ATP) baglayic1 kaset G5 ve G8 tasiyici; CE: kolesteril esterler; NPC1L1: Nieman-pick C1 benzeri 1.
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Esteraz enzimlerinin in vivo etkinligi hakkinda ne biliyoruz?
Miettinen ve arkadaglan [43] 1 hafta boyunca bitki stanol esterleriyle
beslenen 11 kolektomili hastada 2 g/giin bitki stanollerinin hidrolizini
olgmits ve kolesterolin %95°inin ve bitki sterollerinin/stanollerinin
%90’ mm serbest formda oldugunu gozlemlemistir. Normen ve
calisma arkadaglan [44], 2,5 g/gtn bitki sterolii veya stanol esterleri
alan yedi ileostomili denek tzerinde bir calisma gergeklestirmistir.
Bitki sterollerinin ve stanollerinin esterlesmis formlarmin oram
sirasiyla  %12,6 ve %l15,5 olmugtur. Bu durum, bitki
sterollerinin/stanollerinin biiyik bir kisminmn ince bagirsakta hidrolize
edildigini gostermektedir. Aslinda, esterlerin neredeyse %50°si alt
duodenumda  hidrolize olmaktadir. Kobayashi ve calisma
arkadaglarimin  [42] bulgular, dilin serdz (von Ebner) bezlerinde
bulunan lingual lipaz aktivitesi ve gastrik lipaz aktivitesi ile de
aciklanabilir [45]. Bu lipazlar, diyete eklendiginde bitki sterol
esterlerinin bir kismim zaten hidrolize ediyor olabilir; test emiilsiyonu
intragastrik olarak verildiginde bu etki daha az olabilir.

Serbest bitki sterolleri ve stanoller en az esterlestirilmis formlar
kadar etkili olabilmelerine ragmen, yaglarda daha yiiksek
gozuntrlikleri nedeniyle fonksiyonel gidalara dahil edilmek tuzere
¢ogunlukla bitki sterol/stanol esterleri kullanilmaktadir. Bununla
birlikte, sterollerin ve stanollerin sadece serbest formu emiilsifiye
yag fazina katilir ve bagirsak kolesterol emiliminde bir azalmaya
neden olur. Bunun igin optimum esteraz aktivitesi gereklidir (Sekil 2).
Ne yazik ki, serbest ve esterlegtirilmis bitki sterolleri ve stanollerinin
kolesterol dustriict etkilerini karsilagtiran ¢ok fazla insan ¢alismast
bulunmamaktadir. Richelle ve meslektaglan [46] ardisik yedi giin
boyunca 2,2 g serbest veya esterlestirilmis bitki sterolt alan
normokolesterolemik deneklerde kolesterol emiliminin azalmasinda
(£ %60) 6nemli bir fark bulamamugtir, Gidalara yalnizea sterollerin
dahil edilmedigi, serbest forma emiilgator olarak sorbitan tristearat
eklendigi unutulmamalidir (Sekil 2C). Emiilgatér sayesinde serbest
bitki sterolleri/stanolleri emulsifiye yaf faz ile daha kolay
etkilegime girerek esterlestirilmig form kadar etkili olabilmistir.
Serbest sitostanol ile ilgili olarak, Ostlund ve arkadaslart [39]
emilsifiye yag fazina bolimmeyi kolaylagtrmak igin baska bir
prosediir tanimlamuglardir. Serbest sitostanol lesitin misellerinin bir
pargas olarak uygulanmis ve bu da kolesterol emilimini gok etkili
bir sekilde azaltmuistir (Sekil 2E). Lesitin misellerine dahil
edildifinde serbest sitostanoliin etkili dozunun 100 ila 300 mg
arasmda oldugunu bildirmislerdir. Daha sonraki ¢alismalarda [47],
lesitin miselleri igindeki 1,8-1,9 g/giin bitki stanollerinin LDL-K’yi
ayni gtinlik alim miktarimda bitki stanol esterleri igin bildirilenle
aym olgiide azalttig bulunmustur. Daha yeni bir galismada,
Soderholm ve arkadaslar1 [48] bir gavdar ekmegine dahil edilen
serbest bitki sterollerinin serum LDL-K konsantrasyonlarim ¢nemli
olgnde digtrdigiiny gostermistir. Cavdar ekmegi 2 g/giin serbest
bitki sterolii ile zenginlegtirilmistir, Hamura eklenmeden once, yag
fazindaki biyoyararlanim artirmak igin bitki sterolleri mikronize
edilmistir.
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Ozetle, serbest steroller veya stanoller yag fazinda ¢éziinmeleri
kolaylastirilmadan saglanirsa, karigik misellere zayif bir sekilde
dahil olurlar ve smrli kolesterol dusiiriicii aktiviteye sahip olurlar
(Sekil 2B). Serbest sterollerin ve stanollerin emilsifiye yag fazina
dahil edilmesi igin gesitli prosediirler sunulmustur (Sekil 2C-E).
Sonugta, serbest formlar -sterol esterleri ve esterazlar tarafindan
parcalandiktan sonra stanol esterleri- karigik misellere dahil olmak
igin kolesterol ile rekabet edecek ve boylece bagirsak kolesterol
emilimini azaltacaktir.

2.3 Hiicresel ¢ag

Bafisak limenindeki karnigik misellerden  kolesterolin  yer
degistirmesi, bagirsak kolesterol emiliminin bitki steroli ve stanol
ile inditklenen inhibisyonunun Onemli bir mekanizmasi gibi
gorunse de, aktif olarak diizenlenen stiregleri igeren birkag baska
mekanizma da onerilmistir. Fir¢a sinir1 membranlarina kolesterol
tasinmasimnin engellenmesi bir 6mektir, ancak daha onceki ders
kitaplarmin  ¢ogu bu almmun pasif difizyonla ger¢eklestigini
belirtmistir. Ancak daha 1957 yilinda Glover ve Green [49] firca
smurinmn kolesterol igin spesifik bir baglanma bélgesi igerdigini ve
bunun da kolesterol almmin ana fakt6rii olarak pasif difiizyonu
daha az olas1 hale getirdigini yaymnlamigtir. Benzer sonuglar, dustik
misel konsantrasyonlarinda izole bir firga simrinda kolesterol ve
sitosterol igin bagimsiz bir baglanma bolgesinin varligim dogrulayan
Ikeda ve [50] tarafindan da bulunmugtur. Kolesterol baglanmasi
daha yitksek konsantrasyonlarda doygunluga yaklagirken sitosterol
icin bu durum gbzlenememistir [51]. Bu sonuglara dayanarak, firga
sinir1 membranindaki rekabetin bitki sterolleri ve stanoller aracili
kolesterol duguructt aktivite iizerinde neredeyse hicbir etkisi
olmadi§1 sonucuna varilmustir,

Bitki sterolleri ve stanollerinin kolesteroliin silomikronlara
dahil edilmesine mudahale ettigi de one siiriilmistir. Bir
silomikrona dahil edilmeden o6nce serbest steroller ACAT-2
tarafindan (yeniden) esterlestirilir. Yeni sentezlenen apoB-48 ve
triasilgliserol (TAG), diiz endoplazmatik retikulum membraninda
kolesterol esterleri ile birlikte birikir ve ardindan MTP proteinine
bagli bir silomikron olugumu gergeklesir [52]. In vitro ve in vivo
galismalar, mukozal ACAT in kolesterol emiliminde hiz kontrol
eden bir enzim oldugunu agikca gdstermistir, Kam ve arkadaslar
[53] emilim galigmalan igin siklikla kullanilan bir in vitro model
olan kolorektal adenokarsinoma (Caco2) hiicrelerini, ACAT mn
spesifik bir inhibitéra olan 58-035’in artan konsantrasyonlar: ile 1
saat boyunca inkitbe etmistir. Inhibitor, kolesteril ester sentezinde
doza bagl bir azalmaya neden olmug ve 15 pg/mL’de maksimum
etkiye ulagmigtir. 24 saatin ardindan, bu Caco2 hiicrelerinden izole
edilen silomikron ve gok LDL (VLDL) partikullerinde ol¢iilebilir
miktarda kolesteril ester kalmamigtir,
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Bunu dogrular sekilde, Clark ve meslektaslan [54] jejunal
mikrozomlarin 0,6 pg/mL 58-035 ile inkitbe edilmesi durumunda
ACAT aktivitesinin azaldifi gozlemlemislerdir. In vivo olarak,
ACAT  inhibisyonundan sonra Sprague-Dawley  siganlarinin
mezenterik lenf fistilindeki kolesterol emilimini de aragtirmuglar ve
lenf, lenf silomikronlan ve lenf VLDL’deki kolesteril esterlerde
azalma kaydederken, esterlesmemis kolesterol miktarimin arttigini
gozlemlemislerdir. Bu sonuglar ACAT’m kolesterol emiliminde
Snemli bir duzenleyici roli oldugunu desteklemektedir. Bitki
sterollerinin, kolesterol emilimi strecindeki son iki ©nemli
adimdan ilki olan enterosit igindeki esterlesmeye midahale ettigi
one strilmastir [28]. Bitki sterolleri ve stanoller ACAT-2 igin
zayif substratiar oldugundan, mevcut bolgeleri baglayabilir ve
boylece rekabetgi inhibisyon yoluyla aktivitesini azaltabilirler
(Sekil 1). Field ve meslektaglart [55] gergekten de [-sitosterol ile
beslendikten sonra tavsanlarda ACAT aktivitesinde bir duisiis
goézlemlemistir. Buna karsihik, chow diyeti uygulanan tavsanlardan
bagirsak  mikrozomlar1  toplaylp bunlari  B-sitosterol ile
zenginlestirdiklerinde, 4 saatlik dlgiim sirasimda ACAT aktivitesi
Uzerinde herhangi bir etki gézlemleyememislerdir. Ancak birkag yil
sonra ayni grup, tek bagma kolesterol veya kolesterol arti f-
sitosterol igeren misellerle inkiibe edilen Caco? hiicrelerindeki
ACAT aktivitesinde farkliliklar oldugunu bildirmistir [56]. Caco2
hiterelerine misel gozeltisi iginde kolesterol eklenmesi, plazma
membram kolesteroltinden tiiretilen kolesteril esterlerin bazolateral
salgilanmasm artirmugtir. Bagka bir deyigle, misel kolesterol,
kolesteroll plazma membranindan endoplazmatik retikuluma
kaydirir ve bu da silomikron montaj1 ve salgilanmas: igin kullanilir,
Bununla birlikte, kolesterolle birlikte ayni miktarda B-sitosterol
eklendiginde, kolesteroliin plazma membranmdan hareketi ve
ardindan kolesteril esterlerin  salgilanmas:  Snemli Slgiide
azalmisti. Bu durum, kolesteroliin B-sitosterol tarafindan
misellerden uzaklagtirilmasma baglanabilir,. ACAT aktivitesinin
azalmasi, ACAT aktivitesi substrat tedariki ile
diizenlenebileceginden, kolesteroliin plazma zarmdan
endoplazmatik retikuluma taginmasinin azalmas: ile agiklanabilir
[57]. Aynica, hiicre ici kolesterol konsantrasyonundaki azalmaya
ragmen sitosterol eklendiginde HMG-CoA reditktaz aktivitesinin
azaldig1 yine Caco2 hitcrelerinde gosterilmistir [56]. Bu, HMG-
CoA rediktazin kolesterol ve bitki sterolleri arasmda ayrim
yapamadigmi ve bunun da hiere ici kolesterol havuzlarini daha da
dusurdiginid  gostermektedir. Dolayisiyla, ACAT aktivitesi
uzerindeki dogrudan etkiler, kolesterol emilimi tzerindeki bitki
sterolil/stanol aracih etkiler igin olast bir agiklama degildir.
Esterifikasyondan sonra, kolesteril esterler silomikronlar halinde
paketlenir; bu stregte MTP ¢ok 6nemli bir rol oynar. Yakin
zamanda erkek Altin Suriye hamsterlarda sitosteroliin kolesterol
diigtiriictt aktivitesinin MTP’nin mRNA seviyesindeki distsle iligkili
oldugu gosterilmistir [58]. Bu, bitki sterollerinin/stanollerinin de
MTP ekspresyonu Uzerinde bir etkiye sahip olabilecegi ve bunun
daha fazla aydinlatilmas: gerektigi anlamma gelir. Bu varsayim
dogrultusunda, Rideout ve arkadaglari [59] yakin zamanda bitki
steroltt ile beslenmenin C57BL/6] farelerinde bagirsak vag
emilimini azalthgmi ve bunun da MTP tzerindeki etkileri igeren
azalmus bir silomikron olusumuyla ilgili olabilecegini gdstermistir.
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2.4 Tasyic1 doénemi

Daha yakin zamanda, Davis ve arkadaslarni [60] NPCIL1’in
kolesterol ve bitki sterollerinin/stanollerinin bagimrsaktan alimi ve
emilimindeki 6nemli rolind ortaya koymuslardir, NPCILI
eksikligi olan fareler, kolesterol emiliminde neredeyse %90°1ik bir
azalma ile karakterize edilmistir. Ayrica, bu farelerde serum
kampesterol ve sitosterol konsantrasyonlar1 da vahsi tip farelere
kryasla £%90 oramnda azalmigtir. Bu sonuglar NPC1L1%in hem
kolesterol hem de bitki sterollerinin aluminda 6nemli bir rol
oynadigmi gostererek kolesterol ve bitki steroltt emiliminin sadece
pasif’ difizyona bagll olmadigini ortaya koymustur (Tablo 1 ve
Sekil 1C). Annexin2/caveolinl (ANXA2/CAV1) kompleksleri de
bitki  sterolii/stanol aracili kolesterol dusiiriict  aktivitede rol
oynayabilir. ANXA2, CAV1 ve kolesteril esterlerle bir lipid-protein
kompleksi olusturur ve bu da kolesterol esterlerinin kaveolalardan
bagirsak firca simunnm  lipid sallanndaki i membranlara
igsellestirilmesi/endositik taginmasinda rol oynayabilir [61]. Smart ve
arkadaglan [62] ANXAZ2'nin bitki sterolleri tarafindan agag1 regtile
edilebilecegini ve boylece kolesterol isleme ve tasmmasimni
azaltabilecegini gostermistir. Ancak bu kompleksin kolesterol
emilimi igin ¢nemi belirsizdir, ¢iinku Valasek ve arkadaslar [63]
fraksiyonel kolesterol emiliminin ve fekal notral sterol atilimmm
CAVI nakavt farelerde ve vahsi tip benzer oldugunu gostermistir.
Kolesterol akisimin yami sira, kolesterol ve bitki sterollerinin
enterositlerden bagirsak liimenine aktif olarak salgilanmasi da sz
konusudur. Bu stiregte, enterositlerin apikal membranmnda lokalize
iki yan tagiyic: olan ABCGS ve ABCGS 6nemli bir rol oynar [64].
Birlikte bir heterodimer olarak islev goriirler ve serbest sterollerin
enterositlerden ¢ikigma aracilik ederler [13]. Teorik olarak, artan
ABCGS/ABCGS aktivitesinin bir sonucu olarak, esterlesme ve
silomikronlara dahil olma igin daha az sterol mevcut olacak ve bu
nedenle bagisak sterol emilimi azalacakti,. ABCGS/ABCGS
tagryieilart karacier X reseptorii (LXR) araciligiyla diizenlenir ve
kolesterol metabolizmasim etkilemek igin LXR agonistlerini
kullanmak, yani ters kolesterol tasgima (RCT) yollarim yitkseltmek
icin gok sayida girisimde bulunulmustur, Ancak sistemik LXR
aktivasyonu hepatik yag asidi sentezinin artmasina [65] ve steatoza
[66] neden olmaktadir. Bu nedenle, dokuya o6zgii yaklasimlar
baglatilmugtir, Nitekim Lo Sasso ve arkadaglart [67] yakin zamanda
zarif bir dizi deneyde bagirsaga 6zgii LXR aktivasyonunun RCTyi
artirdigint - ve  bagwsak kolesterol emilimini  disiirdiging
gostermistir. Beklendigi gibi, bagirsak ABCGS/ABCGS ifadesi
artmig ve fekal notr sterol atilimi artmigtir. $imdi sorulmas: gercken
soru, bitki sterolleri ve stanollerinin enterositler igindeki bu dnemli
tagtyicl  proteinlerin  ifadesini  veya aktivitesini  etkileyip
etkilemedigidir,
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Yamanashi ve [68] ince bagirsak epitel hiicreleri igin bir model
olarak farklilagtirilmig Caco2? hiicrelerini kullanarak NPCIL1%in
rolinti  incelemisti. NPCIL1'i asm eksprese eden Caco2
hucrelerinde, sitosterol emilimi transfekte edilmemis hiicrelere
kiyasla daha yuksekti. Bununla birlikte, sitosterol emilimi
kolesterol emilimine kiyasla 6nemli dlgtide disik kalmigtir. Daha
yakin zamanda, Zhang ve arkadaslari [69] kolesterolin NPCIL1
proteininin luminal N-terminal alanina (NTD) baglandigmi ve bu
spesifik baglanmamn kolesteroliin bagirsak liimeninden enterosite
alinmas: igin gerekli oldugunu gostermistir. Bitki sterolleri
NPCILI-NTD’ye baglanamaz, bu da memelilerde secici kolesterol
emilimine katkida bulunabilir. Dolayisiyla, bu hilcre ve hayvan
calismalarma dayanarak, NPCIL1’in bitki sterolii veya stanol
alimindan sonra kolesterol emiliminin azalmasinda rol oynamadig
gorillmektedir. Bu nedenle, ezetimibe diyette bitki sterolleri veya
stanolleri ile birlestirildiginde ne olacagmi bilmek ilging olacaktir.
Jakulj ve arkadaslan [70] 4 hafta boyunca 2 g/giin bitki sterolleri ile
birlikte veya bunlar olmadan 10 mg/giin ezetimibe alan hafif
hiperkolesterolemik deneklerde serum LDL-K konsantrasyonu
uzerindeki etkileri incelemistir. Bitki sterolleri ve ezetimibin
kombine tedavisi, ezetimib monoterapisine kiyasla serum LDL-K
konsantrasyonunu daha fazla azaltmamustir, yani serum LDL-K
azalmalan sirasiyla %25 ve %22 olmustur. Bitki sterolleri ve
ezetimibin ayn: tagiyicryr (bu durumda NPCILI) hedefledigi iddia
edilebilir. Alternatif olarak, ezetimibin NPC1L1’i bloke ettigi ve
bunun da bitki sterollerinin enterositlere daha diigitk bir hiicresel
alimiyla  sonuglandift  varsayilabilir. llerleyen  boliimlerde
belirtildigi gibi, bitki sterollerinin bagirsaktan kolesterol alimmm
azalmasina katkida bulunan hicresel stiregleri aktive etmek igin
hitere iginde meveut olmas: gerektigine dair gostergeler vardir. Bu
nedenle, bitki sterolii-ezetimibe kombinasyonunun ek bir etkisinin
olmamasi, ezetimibe aracili NPCIL1 inhibisyonu nedeniyle hicre
ici bitki sterolt konsantrasyonunun azalmasiyla agiklanabilir.
Sebep ne olursa olsun, her ikisi de NPCIL1 nin kendisinin bitki
sterollerinin galisma mekanizmalarmda yer almadifina isaret
etmektedir. Jakulj ve arkadaglarinin [70] bulgularinin aksine, Lin ve
arkadaslart [71] ¢ok yakin zamanda ezetimibe bitki sterollerinin
cklenmesinin kolesterol emilimini daha da azalthii ve fekal
kolesterol atilimini ¢nemli olgtde artirdifim1 gostermistir. Bu sonug
yazarlar tarafindan bitki stercllerinin bagirsak kolesterol emilimini
digtrme mekanizmasmm ezetimibden bagimsiz oldugunun bir
gostergesi olarak agiklanmustir. Bununla birlikte, NPC1L1’in bitki
sterollerinin/stanollerinin altinda yatan mekanizmada rol oynay1ip
oynamadifim incelemek igin daha spesifik olarak bu amaca yonelik
tasarlanmug ¢aligmalara ihtiyag vardir.

Aynica  ABC  tagiyielarnm ve  (bagirsak) lipid
metabolizmasinda yer alan diger LXR hedef genlerinin
aktivitesindeki degisikliklerle ilgili olarak birka¢ calisma ele
alinabilir. Oksisterol ile aktive olan reseptor LXR, aralarinda NPC1L1
[72], ABCAL, ABCGS5 ve ABCGS’in [73] bulunduBu bir dizi genin
ifadesini diizenler. Yukarida belirtildigi gibi, LXR aktivasyonu fekal
notral sterol kaybinda artisa ve bagirsak sterol emiliminde
azalmaya neden olur (Sekil 1C). LXR'nin -sterol diizenleyici
clement baglayici protein-2 (SREBP-2) ile uyumlu olarak- hiicre
i¢i kolesterol konsantrasyonlarindaki degisiklikleri tespit ettigi one
stiriilmugtiir.
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Yiksek hiicre i¢i kolesterol konsantrasyonlar: sdz konusu
oldugunda, LXR, hedef genlerinin ifadesi yoluyla hiicresel
kolesteroliin daha fazla birikmesini énlemek igin aktive edilir [74].
Bitki sterolleri ve stanollerinin de LXR’yi ya dogrudan ya da heniiz
bilinmeyen metabolitlere dénustikten sonra dolayli olarak aktive
ettigi one surdlmugtir. Gergekten de, Plat ve arkadaglan [75]
hiteresiz ligand algilama deneyi (LiSA) kullanarak oksitlenmemis
bitki sterolleri ve stanollerinin LXR’nin gitglii aktivatorleri oldugunu
gostermigtir. Ayrica, Caco2 hiicreleri bitki sterolleri ve stanollerle
zenginlestirilmis kangik misellerin varhigmda kulturlendiginde
ABCAI mRNA ifadesinde bir artig oldugunu gostermislerdir. Ne
yazik ki, bu Caco2 hiicrelerinde her iki genin mRNA seviyesi tespit
edilemediginden, ABCG5 ve ABCGS8’in ifade modelini 6lgmek
mimkin olmamustir. Bununla birlikte, bitki
sterollerinin/stanollerinin yalnizca enterositlerde etkili olan yerel
LXR agonistleri olarak kabul edilebilecegi tahmin edilebilir.
Enterositlerdeki fizyolojik hiicre i¢i bitki sterol konsantrasyonlar:
gercekten de LXR aktivasyonu igin gerekli EC50 iuzerindeki
seviyelere ulagabilir; bu durum bitki sterollerinin diisik emilimi
nedeniyle hepatositlerde olasi gdriinmemektedir. Bitki sterolleri ve
stanollerinin sistemik olarak degil de lokal LXR agonistleri olarak
hareket edebilmesi, sistemik LXR agonistlerinde gézlemlendigi gibi
bitki stanolleri [76-78] ve sterollerinin TAG konsantrasyonlarmi
arirmak yerine serum TAG konsantrasyonlarmi  ditstrdiigi
yonimdeki son gozlemlerle de uyumludur [65]. Sistemik LXR
agonistleri hepatik lipogenezi indiikler ve bu da serum TAG larinin
yikselmesine neden olur. Ancak Plosch ve meslektaslari [64], bitki
sterolleri ve stanollerinin LXR aktivasyonuna bagl olarak bagirsak
kolesterol emilimini azalttigin: 6ne strmislerdir. CS7BL/6 farelerini
4 hafta boyunca sterol igermeyen, kolesterolle zenginlestirilmis ya
da kolesterol ve bitki sterolleri veya stanollerle zenginlestirilmis bir
diyetle beslemiglerdir. Diyete bitki sterolleri veya stanollerin
eklenmesi, fekal notr sterol athminda beklenen artigla
sonuglanmustir.  Ancak, bilinen LXR hedef genlerinin gen
ckspresyon profilleri degismemistir. Ayrica, Calpe-Berdiel ve
arkadaglarn [79] bitki sterolleri ile zenginlestirilmis veya bitki
sterolleri igermeyen bat1 tipi diyetle beslenen farelerde LXR hedef
genlerinin ~ bagwsak  ekspresyonu  tizerinde  hichir  etki
gozlemlememistir. Son olarak, bitki sterolleri ABCGS nakavt
farelerde bagsak kolesterol emilimini azaltmada hala etkili olmustur,
bu da bu tasiyicilanm etki gostermek igin zorunlu olmadigm:
gostermektedir [80]. ABC tastyicilarinin rolitne iliskin bu tutarsiz
sonuglara ragmen, hentiz bilinmeyen LXR hedef genlerinin
aktivasyonu tizerinde bitki sterolleri ve stanollerinin olast bir
rolint hala diglayamiyoruz. Bu nedenle, LXR’nin bagirsak
kolesterol emilimi tizerinde bitki sterol/stanol kaynakl: etkilerin bir
aracisi oldugu fikrinin dislanmas: igin hentiz cok erkendir.

2.5 Yeni kegsifler ¢ag

Bitki sterollerinin/stanollerinin bagirsak kolesterol metabolizmas:
Uzerindeki etkilerine iliskin en yeni ve muhtemelen en kiskirtict
agiklama, transintestinal kolesterol atthmi (TICE) adi verilen
stirecle ilgilidir. Yakin zamana kadar, hepatik ABCG5/ABCGS’in
aracilik ettifi hepatobiliyer kolesterol salgilanmasi olan RCT
yolunun, kolesteroltin atiimasindan sorumlu en 6nemli yol oldugu
diistintilityordu.
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Bununla birlikte, farelerde biliyer kolesterol salgisimnin kesilmesinin
fekal notral sterol atilimi tizerinde higbir etkisi olmamustir [81, 82].
Bu bulgu, hepatobiliyer kolesterol salgisinin bagirsak liimenine
kolesterol atilimu igin tek yol olmayabilecegini dustindiirmistiir.
Bu baglamda, van der Velde ve arkadaslar1 [83] kolesterolin ince
bagirsagin tim uzunlufu boyunca salgilandigmi, ancak en aktif
olarak proksimal kisimda oldugunu gdstermistir. Safradan
arindinlmig  kosullar altinda farelerde bagisak perfiizyon
caligmalart yapmuslar ve intravendz olarak enjekte edilen
radyoaktif olarak etiketlenmis kolesteroliin bagirsak perfiizatinda
sonlandigim bildirmiglerdir. Kandan bagirsak limenine dogrudan
kolesterol akisi Brown ve Goldstein’in  sonuglaniyla da
desteklenmektedir [84]. Hepatik ACAT-2'nin hedefli olarak
silindigi farelerde fekal notral sterol atilminda iki kat artig
gozlemlemiglerdir. Ancak bu artmig fekal sterol kaybi biliyer
kolesterol sekresyonunda bir artis olmadan gergeklesmistir. Buna
karsilk, safra kesesi safrasindaki kolesterol konsantrasyonunda
kontrollere kiyasla bir azalma egilimi gozlenmistir. Ayrica, van der
Velde ve meslektaslarmin [83] gozlemleri dogrultusunda, bagirsak
kolesterol salgisimn en gok ince bagirsagin proksimal kisminda
belirgin  oldufunu da gostermiglerdir. Ttm bu bulgular,
kolesterolim dolasimdan bagirsak limenine dogrudan tagmmasi
gerektigini  gostermektedir. Transintestinal kolesterol atilim
(TICE) olarak adlandirilan bu yol, teorik olarak bitki sterolleri ve
stanollerinin kolesterol dilgtriicii aktivitesi igin de bir agiklama
olabilir (Tablo 1 ve Sekil 1D). Bitki sterollerinin/stanollerinin de
karigik misellere dahil olmak igin TICE tirevi kolesterol ile
rekabet edebilecegi ve bdylece kolesterol emilimini azaltabilecegi
unutulmamalidir. Ancak, bu etkinin buyiklugi TICE tirevi
kolesteroliin bagirsak liimenine girdigi yere bagh olabilir. Karigik
misel ddneminde agiklanan mekanizmalara dayanarak, TICE tirevi
kolesterol bagirsak lumenine daha distalden girdikge etkilerin
azalmasi beklenir.

Yakin zamanda, Brufau ve [85] bitki sterollerinin ve
stanollerin bu safra disi yolla kolesterol atiliminm uyariimasinda rol
oynadifim gostermigtir. Yabani tip farelerin bitki sterolilyle
zenginlestirilmis bir diyetle beslenmesi, beklendigi gibi diskida
notr sterol atilmmmn artmasiyla sonuglamirken, ABCG5 nakavt
farelerde daha ihumli bir artiy gozlenmistir. Ayrica, nonbiliyer
kolesterol atilim bitkisel sterol grubunda alt kat, bitkisel sterollerle
beslenen ABCGS nakavt farelerde ise 3,5 kat artmistir, Enterositten
limene kolesterol akigmndan sorumlu tagiyic1 proteinin -ve
dolayisiyla TICE yolunun bir kisminm- su anda bilinmedigi
belirtilmelidir. Bu siirece en azindan kismen ABCG5/ABCGS’in
aracihik ettigini diigtinmek cazip olsa da, Brufau ve arkadaglari [85]
TICE aktive edilirken bu tagiyicinin hem mRNA seviyesinde hem de
protein  ifadesinde  beklenmedik bir  diigis  bulmustur,
ABCGS5/ABCGS’in TICE’daki roltne iliskin kanitlar giiclit olmasa
da, LXR'nin TICE’in diizenlenmesinde yer alan kilit oyunculardan
biri oldugu disinilmektedir. C57BL/6 farelerinin bir LXR agonisti
olan T0901317 ile tedavi edilmesi TICE’da ¢nemli bir artisa neden
olmustur [86].
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Bitki sterolleri ve stanollerin LXR igin bir ligand gorevi gordigine
dair kanitlar geliskili olsa da (bkz. tagiyic: dénemi), bu yeni yol
bagirsak kolesterol metabolizmas: tizerindeki etkileri agiklamak igin
bagirsak LXR aktivasyonunun gerekli oldugunu diisiindiirmektedir.
Bu nedenle, bitki sterol/stanol tilketimine yamit olarak bagirsak
LXR aktivasyonunun g¢ok daha ayrintili bir sekilde incelenmesi ve
ozellikle su anda bilinmeyen ve bu nedenle heniiz analiz edilmemis
LXR  hedef genlerinin aragtiilmasmna dikkat edilmesi
gerekmektedir. Bu baglamda, Sehayek ve arkadaslari [87] 2002
yilinda ABCGS5/ABCGS&’den farkli olarak kromozom 2 ve 14
uzerindeki spesifik lokuslarin farelerde plazma bitki sterol
konsantrasyonlarmi diizenledigini bildirmistir.

Dikkat gekilmesi gereken bir gdzlem de bitki sterolti tiketiminin
farelerde nonbiliyer kolesterol atilim tizerinde doz-yanit etkisinin
olmamasidir. En dusik bitki sterolii takviyesi (%1) bile TICE'in
maksimum diizeyde uyanimasiyla sonu¢lanmigtir [85]. Bu durum
ancak bitki sterolleri ve stanollerinin sadece TICE'1 aktive etmekle
kalmayip aym zamanda fekal nétral sterol atilimini da arttirdig1 ve
bagirsak kolesterolintin  emilimini azalttign  kabul edilerek
aciklanabilir. Her iki sirecin kombinasyonu gozlemlenen net
etkidir. Bu nedenle, gelecekteki caligmalarda, yemek sonrasi
kolesteroliin silomikron fraksiyonundaki gériiniimiinii lgmek ve
aymi zamanda TICE’deki degigiklikleri 6lgmek, fekal nétr sterol
kaybindaki artisin  hangi kismimin TICE’'deki artistan ve
kolesteroliin  kilomikronlara dahil edilmesindeki azalmadan
kaynaklandigim belirlemek zorlu bir goérev olacakti. Simdiye
kadar, insanlarda TICE'mn katkisi tanimlanmamistir. Bununla
birlikte, TICE stirecinin daha iyi anlagilmasi ve TICE’1 aktive etme
olanaklarmin aragtinlmasi, KVH'lerin 6nlenmesi ve hatta tedavisi
agisindan cazip bir yaklagim gibi gorinmektedir,

Yukandaki genel bakis gdz oOnine alindifinda, bagwsak
kolesteroliniin =~ bozulmus  misel cozimirligintn, bitki
sterollerinin/stanollerinin kesin olarak belirlenmis tek etkisi oldugu
sonucuna variyoruz. Hiicresel ve tasiyict olarak adlandirilan
doénemler birgok ilging gozlem saglamistir, ancak sonuclar tutarli
degildir. Bununla birlikte, ne kangik misel doneminin ne de
hiicresel veya tagtyici dénemlerin tim gozlemleri tam olarak
agiklayamadifi gergegi, bitki sterollerinin/stanollerinin kolesterol
dustriict aktivitesinin arkasindaki kesin molekiiler mekanizmalarin
muhtemelen birden fazla siirecin karmagik bir etkilegimi oldugunu
gostermektedir.

2.6 Klinik fayda

Serum LDL-K dugiriict etkilerin altmda yatan mekanizmadan
bagimsiz olarak, siklikla giindeme getirilen $nemli bir konu da
“kardiyovasktiler risk agisindan bitki steroli veya stanol
tiketiminden fayda sagladiimiza dair kanitlar nelerdir?”
sorusudur. Cegsitli gdzlemler, bitki sterolleri ve stanollerinin sadece
serum LDL-K konsantrasyonlarmi digirmekle kalmayip, aym
zamanda endotel disfonksiyonunu da iyilestirdigini g6stermektedir
[88, 89]. Simdiye kadar, bitki sterolleri ve stanollerinin bu etkileri
dogrudan mi1 yoksa dolayli bir mi gosterdigi bilinmemektedir.
Dogrudan etkiler, bitki sterollerinin/stanollerinin kendilerinin
damar duvar Uzerinde islevsel bir etkisi oldugunu varsaymaktadir,
Bu yol igin neredeyse hig kanit yoktur. Dolayl:i etkiler, KVH
riskindeki azalmann LDL-K tzerindeki etkilerle agiklandif
anlamma gelmektedir.
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Hayvanlarda, diyet miidahalelerinin lezyon geligimini etkileyip
etkilemedigini degerlendirmek kolaydir, bu elbette insanlarda daha
zordur. Bununla birlikte, endotel disfonksiyonu ateroskleroz
gelisiminde erken ancak geri dondurilebilir bir agamanmn
yansmmasidir ve endotel disfonksiyonunun varlign KVH’nin klinik
oncesi bir belirteci olarak kabul edilmektedir [90]. Burada, uygun
hayvan modelierinde ve insanlarda bitki sterollerinin/stanollerinin
endotel fonksiyonu ve/veya olasi aterosklerotik lezyon 6zellikleri
uzerindeki  etkilerini  degerlendiren  kontrollt  miudahale
caligmalarina kisa bir genel bakis sunacagiz.

Ntanios ve arkadaslan [91] 24 erkek Yeni Zelanda Beyaz
tavsanmi kolesterol zengini bir diyetle veya %0,01 (a/a) bitki
stanolleri igeren soya fasulyesinden, %0,2 (a/a) bitki stanolleri iceren
tall yagindan veya %0,8 (a/a) bitki stanolleri igeren tall yagmdan
elde edilen ti¢ %1 (a/a) bitki sterol karigimindan biriyle kolesterolle
beslemistir. 0,8 (a/a) bitki stanolleri ile beslenen tavsanlarda, serum
total kolesterol, LDL-K wve VLDL kolesterol (VLDL-K)
konsantrasyonlan kontrol grubuna kiyasla swrasiyla %49, %37 ve
%63 oraninda azalmustir, Ayrica, gikan aort ve koroner arterlerdeki
lezyon gelisimleri kontrol grubuna kiyasla 6nemli 6lelide
azalmugtir. Plak olusumunda %0,01 ve %0,2 (a/a) bitki stanolil ile
kontrol grubu arasmda anlamli bir fark bulunmamustir. Bitki
stanollerinin lezyon olusumunu gergekten de azaltabilecegi
gozlemi, Plat ve arkadaglarinin [92] serum bitki sterolii ve stanol
konsantrasyonlarindaki zit degisikliklere ragmen bitki sterolt veya
stanol tiketiminin heterozigot LDL reseptorit- farelerinde
aterosklerotik lezyon gelisimini aym 8lgtide azalttigimi gdsteren bir
caligmastyla uyumludur. Bu bulgular, serum bitki sterolleri veya
stanollerindeki degisikliklerin bu farelerde plak gelisimine
dogrudan katkida bulunmadifm gostermektedir. Volger ve
arkadaslar [93] serum kolesterol konsantrasyonundaki azalma ile
aterosklerotik lezyonlar arasindaki iliskiyi de degerlendirmigtir.
ApoE*3-Leiden transgenik fareleri 38 hafta boyunca bir kontrol
diyeti veya bitki stanol esterleri ile zenginlestirilmis ayn:1 diyetle
beslemislerdir. Bitki stanol esterlerinin kolesterol dustirtict
aktivitesi VLDL ve orta yogunluklu lipoprotein fraksiyonlarinda
LDL fraksiyonuna kiyasla daha belirgin olmustur (sirasiyla %70,
77 ve 20 azalma). Kontrol grubu ile karsilastinldigmda, bitki stanol
esteri ile beslenme aterosklerotik lezyon alanim ve siddetini nemli
Olgiide  azaltrmgtr. Kontrol fareleri duzenli intimal yag
cizgileri/hafif plaklarla karakterize tip 2-3 lezyonlar gosterirken,
bitki stanol esterleri alan fareler agulikli olarak tek tek koptik
hiicrelerinden olugan tip 1 lezyonlara sahipti Buna kargin,
Weingartner ve arkadaglari [94] bitki sterol esterlerinin
uygulanmasimin plazma kolesterol konsantrasyonlarindan bagimsiz
olarak olumsuz bir vaskiiler etkiye neden oldugunu tne stirmustir.
C57BL/6 vahsi tip fareleri 4 hafta boyunca %2 (a/a) bitki sterol
esterleri ile zenginlestirilmis normal bir chow ile beslemislerdir.
Bu farelerde, normal chow yiyen yabani tip farelere kiyasla endotele
bagli vazorelaksasyonda bozulma geligmistir.
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Kontrol grubuna kiyasla 4 hafta boyunca normal chow ve %2 (a/a)
bitki sterol esterleri ile tedavi edilen vahsi tip SV/129 farelerde
serebral iskemi sonrasi ¢nemli ¢lgiide daha bityikk lezyon boyutu
gbzlenmigtir. Son olarak, Weingartner ve arkadaglari da ApoE-"-
farelerini lipid kaynakl: aterogenez modeli olarak kullanmustir, Fareler
6 ay boyunca %2 (a/a) bitki sterol esterleri, %0,005 (a/a) ezetimibe,
her ikisinin bir kombinasyonu ile zenginlestirilmis veya herhangi
bir takviye olmadan Bat tipi diyet veya normal chow ile
beslenmigtir. Aterosklerotik plak olusumunda azalma en belirgin
sekilde ezetimibe ile tedavi edilen farelerde gorillmis ve bitki
sterol esterleri ile beslenen farelere kiyasla énemli 6lgiide daha
fazla olmustur. Ezetimibe ve bitki sterol esteri ile tedavi edilen
fareler, tek basmna ezetimibe ile tedavi edilen farelere kiyasla daha
bitylik lezyon olusumuna dogru bir egilim gostermistir. Serum
kolesterol konsantrasyonundaki esit azalmaya ragmen, bitki sterol
esteri tiketimi ezetimibe kiyasla iki kat daha fazla plak olusumuyla
iligkilendirilmigtir. Bununla birlikte, bitki sterollerinin farelerde
aterogenez Uzerindeki potansiyel olumsuz etkisini dogrulamak igin
daha fazla caliymaya ihtiyag vardi. Ayrca, hayvan
calismalarmdaki bitki sterol esteri takviyesi miktarmm, gunlik
miligram garpi kilogram viicut agirligt olarak hesaplandiginda, insan
caligmalarinda kullanilan margarine dahil edilen miktardan
yaklagik 100 kat daha fazla oldugu da dikkate alinmalidir.

Insanlarda endotel fonksiyonunu olemek igin en sik
kullanilan vekil belirteglerden biri akim aracili vazodilatasyondur
(FMD) [90]. Celermajer ve arkadaglari [95] FMD'nin gelecekteki
kardiyovaskiller risk igin degerli bir belirte oldugunu agikga
gostermistir. Bitki sterolit veya stanol tiketiminin endotelyal
fonksiyon Uzerindeki etkilerini arastiran sadece birkag calisma
bulunmaktadir, De Jongh ve arkadaslart [96] heterozigot ailesel
hiperkolesterolemik  gocuklarda  bitki  sterollerinin  endotel
disfonksiyonu (izerindeki kisa vadeli etkisini degerlendirmistir.
Yaglar 5 ila 12 arasinda degisen 41 ¢ocuga 4 hafta boyunca giinde
2,3 g bitki sterolit verilmistir. Beklendigi gibi, bitki sterollerinin
uygulanmasi serum LDL-K konsantrasyonlarinda %14°lik bir
dugisle sonuglanmistir. Ancak bunun, bozulmus FMD’de bir
iyilesme ile iligkisi olmamgtir. Hallikainen ve arkadaslarn [97] da
10 hafta boyunca ginlik 2 g bitki sterolii veya stanol esteri
alimmin 76 hiperkolesterolemik yetiskinde FMD ile dlgillen
endotel fonksiyonu tzerinde higbir etkisi olmadigini, ancak serum
LDL-K konsantrasyonlarinin kontrollere kiyasla %9-12 oraninda
azaldigmi gostermistir. Ayrica Jakulj ve arkadaglar [98] 7-12 yas
arasi 42 heterozigot AH'li gocukta bitki stanollerinin (4 hafia
boyunca 2 g/giin) FMD iizerindeki etkisini degerlendirmistir. Serum
total kolesterol ve LDL-K konsantrasyonlari sirastyla %7,5 ve %9,2
oraninda azalmis ve yine endotel fonksiyonunda iyilesme
gozlenmemistir. Son olarak, Raitakari ve arkadaglar [99] bitki
stanol esterlerinin endotel fonksiyonu ve arteriyel elastikiyet
uzerindeki etkisini degerlendirmislerdir. 150 hiperkolesterolemik
yetiskin 3 ay boyunca 2 g/giin bitki stanol esterleri almistir, Tedavi
edilen ve kontrol grubu arasinda LDL-K konsantrasyonunda
%9,3’1uk 6nemli bir azalma olmasina ragmen, FMD veya karotid
arter uyumnunda yine onemli bir degisiklik gdzlemlememislerdir.
Bununla birlikte, bir alt grup analizi, bu parametreler igin ortalama
baslangi¢ degerlerinin altinda olan deneklerde arteriyel esneklizin ve
endotelyal fonksiyonun iyilegtigini gostermistir.
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Bu, statin tedavisi géren hastalarda bitki steroli veya stanol esterlerinin
vaskiler fonksiyon Uzerindeki uzun vadeli etkisini (85 hafta)
degerlendiren De Jong ve arkadaglarinin [100] gozlemiyle uyumludur.
Popiilasyonun tamammnda herhangi bir etki gzlenmemistir, ancak
kardiyovaskiiler olay riski tagtyan bir alt grup hastada endotel
disfonksiyonu ve arteriyel sertlik iyilesmistir [99]. Bu durum, bitki
sterolleri ve stanollerinin damar durumu optimal olmayan kisilerde
vaskiiler fonksiyonu iyilestirebilecegini [100] ve muhtemelen daha da
onemlisi koruyucu etkileri gormek icin uzun bir takip stiresine ihtiyag
oldugunu gdstermektedir. Bu gozlemler buytk onem tasimakla
birlikte, kardiyovaskitler ~ olaylarin gergekten  azaldigimi
kanitlamamaktadir. Bunun igin, gelecekte ozellikle bu amag igin
tasarlanmug aligmalarin yapilmasina ihtiyag vardr.

2.7 Klinik fayda ile iliskili mekanizmalar

Bagirsak  kolesterol emiliminin azaltilmast ve/veya TICE'm
uyarilmasi, her ikisi de fekal notr sterol atiliminin artmasina neden
olan bu iki siireg, su anda bitki sterollerinin ve stanollerin LDL-K
dugtriictt aktivitesini agiklayan iki paradigmadir. Agiklanan tim
gozlemlere dayanarak, en azindan hayvanlarda her iki
mekanizmanin da etkili olmasi muhtemel goriinmektedir.

Bu baglamda, uzun vadeli klinik yararmn, iyi bilinen LDL-K
dusirtictt etkilerin altinda yatan yollara bagli olup olmayacagi
onemli bir sorudur. Bitki sterolii/stanol tedavisinin hedefi bagirsak
kolesterol emilimini azaltmaksa, viicut igindeki kolesterol
konsantrasyonu azalirken, diskida daha fazla kolesterol fekal nétral
steroller olarak atilacaktir. Ote yandan, ana mekanizma TICE’:
uyarmaksa, ki bu da fekal notral sterol atliminin artmasiyla
sonuglanacaktir, muhtemelen daha fazla kolesterol dogrudan damar
duvarindan  bagrsak lumenine ve digkiya  salgilanacaktir,
Kolesterolin viicutta yeniden karigtigs bu ikinci yolun en umut
verici uzun vadeli klinik sonucun elde edilmesi agisindan tercih
edilebilir oldugu dustndlebilir. Bununla birlikte, bagirsaktan
kolesterol emiliminin azaltilmasinin damar duvarina ulagan mevceut
kolesterol miktarim azalttig1 da iddia edilebilir. Lezyon olusumunu
engellemede en biyik net etkive sahip olan siirecin
etkinlestirilmesi halen degerlendirilmektedir. Bu sonug, uzun vadeli
klinik faydalan ®ngorebilmek igin bitki sterollerinin/stanollerinin
ve diger gida bilesenlerinin kolesterol ditsiiriicti aktivitesinin altinda
yatan mekanizmalar1 daha iyi anlamanmn son derece onemli
oldugunu gostermektedir.

Yazarlar herhangi bir gikar catismas: beyan etmentiglerdir.

3 Kaynaklar
(1]
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Plant sterols and stanols are natural food ingredients found in plants. It was already shown
in 1950 that they lower serum low-density lipoprotein cholesterol (LDL-C) concentrations.
Meta-analysis has reported that a daily intake of 2.5 g plant sterols/stanols reduced serum
LDL-C concentrations up to 10%. Despite many studies, the underlying mechanism remains
to be elucidated. Therefore, the proposed mechanisms that have been presented over the past
decades will be described and discussed in the context of the current knowledge. In the early
days, it was suggested that plant sterols/stanols compete with intestinal cholesterol for in-
corporation into mixed micelles as well as into chylomicrons. Next, the focus shifted toward
cellular processes. In particular, a role for sterol transporters localized in the membranes
of enterocytes was suggested. All these processes ultimately lowered intestinal cholesterol
absorption. More recently, the existence of a direct secretion of cholesterol from the circula-
tion into the intestinal lumen was described. First results in animal studies suggested that
plant sterols/stanols activate this pathway, which also explains the increased fecal neutral
sterol content and as such could explain the cholesterol-lowering activity of plant sterols/
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1 Introduction

Cardiovascular diseases (CVDs) are the leading cause of mor-
bidity and mortality worldwide. It is well established that
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lifestyle—and particularly our diet—plays an important role
in the prevention and treatment of CVD [1]. A major target
for dietary interventions is reducing the increased serum low-
density lipoprotein cholesterol (LDL-C) concentrations [2].

A meta-analysis summarizing the results of 26 clinical tri-
als of cholesterol-lowering agents clearly showed a risk reduc-
tion of nonfatal occlusive vascular events by about one-fifth
for each 1 mmol/L reduction in serum LDL-C concentra-
tion 1 year after randomization. More specifically, a serum
LDL-C reduction of 1, 2, or 3 mmol/L lowered the risk by
22, 40, and 50%, respectively [4]. Despite these impressive
risk reductions, there is still an ongoing discussion whether
these effects are causally related to the reduction in LDL-C
concentrations. It is even questioned whether the cardiopro-
tective effects of statins are causally related to their serum
LDL-C lowering effects or rather to their pleiotropic effects,
such as improving endothelial function, increasing vascu-
lar nitric oxide bioavailability, and reducing oxidative stress
[5]. In this respect, LaRosa [6] clearly showed that it is not
important how LDL-C is lowered. Combining the results of
all the currently available intervention studies showed that
lowering serum LDL-C to decrease the risk for a nonfatal
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myocardial infarct and coronary heart disease death by diet is
as valuable as lowering serum LDL-C by, for example, statins
and 3-hydroxy-3-methyl-glutaryl-CoA (HMG-CoA) reductase
inhibitors.

Foods enriched with fatty acid esters of plant sterols or
stanols, ie. plant sterol or stanol esters are well known for
their serum LDL-C lowering effect [7, 8], which is not tran-
sient, as shown in an 85-week intervention study [9]. The
effectiveness of these compounds is further supported by
the fact that they are nowadays incorporated into national
and international guidelines such as the National Cholesterol
Education Program guidelines. These guidelines encourage
a daily incorporation of 2 g plant sterols or stanols into a
healthy diet low in saturated fatty acids to reduce CVD risk
for subjects with elevated LDL-C concentrations. In this case,
addition of plant sterols and stanols can lower serum LDL-C
concentrations up to 10% [2].

Plant sterols and stanols are components that are naturally
present in plants. Like cholesterol, they exist mainly in a free
and an esterified form. When incorporated as functional food
ingredient, plant sterols and stanols are frequently esterified
with a fatty acid ester to increase the solubility in the food
matrix [10]. The rate of absorption of cholesterol and plant
sterols/stanols is very different. About 40-60% of cholesterol
is absorbed, whereas plant sterols/stanols are absorbed for
15% or less, depending on the specific isoform [11-13].

Four meta-analyses have shown significant reductions in
LDL-C concentrations after consumption of foods enriched
with plant sterol or stanol esters [7, 14-16]. In contrast with
these four nonlinear dose-response curves, Mensink et al,
(17] found a clear linear relationship between plant stanol in-
take and reductions in LDL-C up to 9 g/day. Compared with
the control group, the reductions in serum LDL-C concentra-
tions after a daily consumption of 3, 6, and 9 g were 7.5, 12,
and 17.4%, respectively. Comparable findings were reported
by Gylling and colleagues [18], in which a 17.4% reduction in
serum LDL-C was found after a daily consumption of 8.8 g
plant stanols provided as their fatty acid esters for a period
of 10 weeks. In this respect, the most recent meta-analysis
from Musa-Veloso et al. [8] suggested that consumption of
plant stanols above the currently recommended 2 g/day is as-
sociated with an additional and dose-dependent reduction in
serum LDL-C concentration. They included 113 publications
and one unpublished study report and found that the max-
imal reduction in LDL-C was 16.4% after plant stanols and
8.3% after plant sterols consumption at daily doses ranging
from 0.8 to 8.8 gand 0.19t0 9 g, respectively. Remarkably,
there are no studies comparing the LDL-C lowering activity
of high doses (>4 g/day) of plant stanols and sterols head-
to-head. However, such a clinical trail is needed to further
explore the efficacy and possible differences between plant
sterols and stanols at higher intakes,

Although the LDL-C lowering effect of food enriched with
plantsterol and stanol esters is sustained and widely accepted,
the discussion whether the type of food (food matrix) influ-
ences its efficacy is still ongoing [7, 16]. Besides the type of
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food carrier used, the frequency of intake seems to be im-
portant as well [7, 19]. Furthermore, Abumweis et al. [16)
concluded that the time of intake is also crucial, since con-
sumption before or with breakfast only failed to reduce serum
LDL-C, while the expected serum LDL-C lowering effect was
observed when plant sterols were consumed together with a
main meal being either lunch or dinner.

To better understand all these discrepancies between
the individual studies, understanding the effects of plant
sterol/stanol esters on (intestinal) cholesterol metabolism is
essential. Therefore, the main objective of this review is to
focus on past and recent findings, and on assumptions and
more or less accepted explanations of the mechanisms un-
derlying the plant sterol/stanol ester induced serum LDL-C
lowering effect. For this, we will provide an historical overview
of these compounds, starting in the 1950s until now. Based
on these findings, we will try to conclude whether we can
predict their use to reduce atherosclerotic lesion formation.

2 Suggested mechanisms over the years

Inhibition of intestinal cholesterol absorption is an interest-
ing target to lower concentrations of LDL and other apoB100
containing lipoprotein fractions. Cholesterol absorption is
a multistep process, in which the most important steps
are (1) cleavage of (dietary) sterol/stancl esters into free
sterols/stanols in the intestinal lumen, (2) the solubiliza-
tion of unesterified cholesterol into the emulsified fat phase
and the mixed micelles in the lumen, (3) the transport of
cholesterol through mucosal barriers such as the unstirred
water layer and the brush border membrane. After (4) up-
take and (5) (re)esterification by acylcoenzyme A cholesterol
acyltransferase-2 (ACAT-2) inside the enterocyte, cholesterol
is (6) incorporated into chylomicrons by involvement of the
microsomal triglyceride transfer protein (MTP), and (7) re-
leased into the Iymph. Over the years, almost every single step
has been discussed for its potential involvement in lowering
intestinal cholesterol absorption via plant sterol or stanol ester
consumption. We will now recapitulate the chronology of the
different paradigms in explaining the reduction in intestinal
cholesterol absorption by plant sterol and stanol esters.

2.1 The early days

The very first studies, mentioning a role for plant sterols
in the regulation of serum cholesterol concentrations, were
published by Peterson et al. in 1951. Chickens were fed a
diet containing 0.5-1% soybean sterols, 0.5-1% cholesterol,
or a mixture of both compounds. Significant reductions in
hepatic and plasma cholesterol concentrations were found in
chickens fed a diet supplemented with the soybean sterols
[20]. In the following studies [21], again in chickens, the eft
fects of plant sterols on atherosclerotic lesion formation were
evaluated. The extent and severity of the lesions decreased
after administration of soybean sterols in cholesterol-fed
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Table 1. An overview of the mechanisms contributing to the cholesterol-lowering activity of plant sterols/stanols from past to present

Era Target

Proposed mechanism

The early days: the 1950s

The mixed micelle era: the 1960s
The cellular era: the 1960s and 1970s
The transporter era: >2000

The era of new discoveries: >2006

Intestinal cholesterol absorption
Intestinal cholesterol absorption
Intestinal cholesterol absorption
Intestinal cholesterol absorption

Cholesterol excretion

No suggested mechanism

Competition for incorporation into mixed micelles
Competition for incorporation into chylomicrons
Transporters:

NPC1L1-ABCG5/ABCG8-ABCA1

Activation of LXR target genes

TICE

chickens. The observation that soybean sterols lowered the
serum cholesterol concentration was confirmed in other
species by Pollak and co-workers. For this, rabbits were fed
a diet with cholesterol, sitosterol, or a mixture of both in dif:
ferent proportions. Clear inhibition of hypercholesterolemia
and prevention of atherosclerosis was achieved by feeding
the proper amount of plant sterols. In rabbits, sixfold excess
of sitosterol over cholesterol was needed, whereas threefold
excess was effective in chickens [21,22]. Already in these early
days, the hypocholesterolemic effect of plant sterols was con-
firmed in patients [23]. However, the underlying mechanism
was completely unknown, but was thought to be related to eft
fects on intestinal cholesterol absorption (Table 1and Fig. 1A)
(22,23].

2.2 The mixed micelle era

Intestinal luminal cholesterol consists of two distinct pools
derived from, respectively, endogenous and €X0genous
cholesterol. The contribution of these two pools to the
amounts of cholesterol available for uptake and consequent
appearance in serum is not equal. Sklan et al. [24] showed
in chickens that endogenous cholesterol is more rapidly and
more completely absorbed as compared to exogenous choles-
terol. When chickens were fed a cholesterol-free, low-fat diet,
the duodenum and the upper part of the jejunum are the
main sites of cholesterol absorption. Addition of cholesterol
into the diet resulted in a distal shift of the predominant site
of cholesterol absorption toward the jejunum. Moreover, this
shift was accompanied by an increased secretion of endoge-
nous cholesterol as well as bile acids into the duodenum [25].
In contrast to endogenous cholesterol, which is mainly se-
creted through the bile already in micelles, dietary cholesterol
must first be cleaved by specific esterases. Dietary cholesterol
is predominantly present in its esterified form and only free
cholesterol is incorporated into the mixed micelles to become
available for absorption [24]. Altogether, these findings may
contribute to the preferential absorption of endogenous over
exogenous cholesterol.

The question is how plant sterol and stanol esters inter-
fere with intestinal cholesterol uptake and whether there is a
difference between the effects of plant sterols and stanols
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on endogenous and exogenous cholesterol absorption, As
cholesterol and plant sterols/stanols are practically water
insoluble, they have to be solubilized into micelles before
absorption can occur. However, the capacity of micelles to sol-
ubilize lipophylic water-insoluble molecules is limited. Dur-
ing the 1960s of the previous century [26], it became more
or less generally accepted that plant sterols and stanols com-
peted with dietary cholesterol for incorporation into mixed
micelles (Fig. 1B). As plant sterols/stanols are more hy-
drophobic than cholesterol, it was speculated that they dis-
placed cholesterol from the mixed micelles [27] or in other
words, plant sterols/stanols lowered the solubility of choles-
terol within the mixed micelles [28,29]. More into detail, Arm-
strong and Carey et al, [30] have suggested that noncholes-
terol sterols are less easily dissociated from mixed micelles,
thereby limiting the micellar solubilization of cholesterol.
This could be explained by the increased hydrophobicity of
plantsterols/stanols compared with cholesterol, resultingina
lower solubility but a higher affinity for micelles. This micelle
concept was elegantly shown by Ikeda et al. [27]. In that study,
rats were fed a diet containing 0.5% cholesterol alone or 0.5%
cholesterol plus an equal amount of sitosterol or sitostanol
for 10 days, directly followed by analysis of the composition of
the intestinal aqueous micellar phase. Compared with rats fed
cholesterol alone, the solubility of cholesterol in the aqueous
micellar phase was 24% lower for the rats fed cholesterol plus
sitosterol and 53% for those fed cholesterol plus sitostanol.
The difference between sitosterol and sitostanol was not sta-
tistically significant. There was also no difference between
sitosterol and sitostanol in the in vitro experiments. Following
experiments—still focusing on micellar composition—tried
to unravel whether plant sterols and stanols were equally ef-
fective or not. It was found that the recovery of sitostanol in the
feces was almost complete, whereas the recovery of sitosterol
ranged between 85 and 92% [31]. In agreement, Hassan and
Rampone [32] showed that only 2% of sitostanol was found
in the lymph of Sprague-Dawley rats compared with 36% for
cholesterol, reflecting the poor absorption of sitostanol. They
proposed an inverse relationship between the intestinal ab-
sorption of plant sterols/stanols and their ability to inhibit
cholesterol absorption. To explain the potentially higher ef-
ficacy of plant stanols on cholesterol absorption, Heinemann
and colleagues [33] suggested that hydrogenation enhanced
the hydrophobicity, resulting in a higher affinity for binding
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Figure 1. An overview of the paradigms explaining the cholesterol-lowering activity of plant sterols and stanols over the past decades.
(A) The era of the observation: cholesterol, plant sterols, and stanols are taken up into the enterocyte. It was already suggested in 1951
that plant sterols suppress intestinal cholesteral absorption, resulting in decreased serum cholesterol concentrations. (B) The micellar era:
there is a competition between cholesterol and the plant sterols/stanols for incorporation into mixed micelles, which is a crucial step for
cholesterol absorption. If plant sterols/stanols replace micellar cholesterol, less cholesterol will be taken up into the enterocyte. After uptake,
cholesterol is normally esterified by intestinal ACAT-2. The so-formed cholesteryl esters are incorporated into chylomicrons and secreted
into the lymph. In contrast, plant sterols/stanols are poor substrates for ACAT-2 and remain in their free form inside the enterocyte. (C)
The transporter era: different sterol transporters such as ABCG5/ABCG8 and NPC1L1 and their regulatory mechanisms are discovered. It is
questioned whether plant sterols and stanols interact with intracellular cholesterol sensors such as LXR, leading to an increased expression
of ABCG5/ABCG8 and ABCA1. The latter transports sterols to a nascent HDL particle, whereas ABCG5/ABCG8 promotes the efflux of sterols
back into the intestinal lumen, resulting in decreased cholesterol absorption. At the same time, possible regulation of NPC1L1 by plant
sterols/stanols is proposed. (D) The era of new discoveries: recently, transintestinal cholesterol excretion (TICE) has been suggested as
a possible target for the plant sterol/stanol mediated cholesterol-lowering effect. Stimulation of TICE increases fecal neutral sterol loss.
However, further research is needed to explore the effects of the plant sterols/stanols on the intestinal cholesterol absorption into more
detail. For example, the transporters responsible for basolateral and apical cholesterol secretion need to be identified. It is also debated
whether TICE alone or possibly together with other mechanisms described in panels B and C explain the full cholesterol lowering effect of
plant sterols and stanols.

Abbreviations: ABCA1: adenosine triphosphate (ATP) binding cassette A1 transporter; ABCG5/ABCG8: ATP-binding cassette G5 and G8
transporter; ACAT-2: acylcoenzyme A cholesterol acyltransferase 2; CE: cholesteryl esters; CM: chylomicron; HDL: high-density lipoprotein;
LXR: liver X receptor; NPC1L1: Nieman-pick C1 like 1; TICE: transintestinal cholesterol excretion.
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to cholic acid micelles, and as a consequence a more effective
displacement of cholesterol from the micelles and a more
pronounced reduction in the cholesterol absorption. In their
in vivo studies, they compared the intestinal cholesterol ab-
sorption in humans after infusion of a high dose of sitosterol
or sitostanol dissolved in monoleate. Sitosterol significantly
reduced the intestinal cholesterol absorption by almost 509,
and sitostanol by almost 85%. Thus, there is a vast majority
of evidence showing that plant sterols and stanols lower the
incorporation of cholesterol in mixed micelles and as such
the amount of cholesterol available for absorption (Table 1
and Fig. 2B-2E).

This proposed mechanism-i.e. interfering with micel-
lar cholesterol incorporation-suggests that plant sterols and
stanols have to be consumed simultaneously with dietary
cholesterol to achieve a maximal cholesterol lowering effect.
However, in 2000, Plat and colleagues [19] showed that 2 daily
consumption of 2.5 g plant stanols as their fatty acid esters
once per day at lunch was as effective as an equal total dose
of 2.5 g but now divided over three meals. They hypothesized
that the plant stanols remained in the intestinal lumen or
even within the enterocyte after consumption. It should be
realized that this hypothesis was proposed before identifica-
tion of transporters such as Niemann-Pick C1 like 1 protein
(NPC1L1). In agreement, Weststrate and Meijer [34] found
that consumption of plant sterols at lunch and dinner only
decreased LDL-C to the same extent as in studies that pro-
vided the plant sterols three times daily. Later, many more
studies using the “once a day” protocol indeed found serum
LDL-C reductions in line with predicted changes [35,36]. This
finding of “once a day efficacy” dearly questioned the mech-
anisms underlying the reduced intestinal cholesterol absorp-
tion. Effects could no longer solely be explained by a reduced
incorporation of cholesterol into mixed micelles. However,
not all studies using the “**once a day” approach were suc-
cessful. Itshould be noticed that the oil phase is crucial for the
formation of mixed micelles, which subsequently transport
the emulsified food components toward the enterocytes via
the aqueous micellar phase (Fig. 2). Therefore, it is of utmost
importance that the ingested foods induce bile flow and re-
lease of pancreatic lipases. This could explain why Abumweis
et al. [16] did not find a reduction in serum LDI-C concen-
trations after a single consumption of plant sterols/stanols
before or with brealdast. However, results of this subgroup
analysis should be interpreted with caution since the number
of subjects included was small. Doornbos and colleagues [37]
included 186 subjects to evaluate the impact of time of in-
take of plant sterol-enriched (+3 g/day) single-dose yoghurt
drinks. The drinks, which were different in total fat content
(2.2 versus 3.3%), were consumed at least half an hour be-
fore breakfast or after lunch. They concluded that the total
cholesterol and LDL-C concentrations were significantly re-
duced in both conditions, independent of the fat content of
the drinks. A significantly larger reduction, however, was ob-
served when the drinks were consumed with or immediately
after lunch, suggesting that a fed state is necessary for an opti-
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mal cholesterol-lowering activity. As suggested by Doornbos
et al. [37], not only the amount of fat, but also the protein
content of a meal could be important, since both trigger the
release of cholecystokinin after a meal, thereby causing se-
cretion of bile, a necessary step in the formation of mixed
micelles.

A crucial factor that has been addressed in only a few
studies in the mixed micelle era, is the physical state of the
plant sterols and stanols. The physical state may influence
the partitioning of plant sterols and cholesterol over the dif-
ferent phases in the intestinal lumen (Fig. 2). Grundy and
colleagues [38] showed that the inhibition of intestinal choles-
terol absorption by plant sterols was augmented if the plant
sterols were administrated as a micellar solution (as used in
perfusion studies) as compared to administration of plant
sterols in suspension (as in almost all dietary studies). The
importance of the physical state was further substantiated
by Lees et al. [28], who fed hypercholesterclemic patients
3 g/day of two different sitosterol preparations (either sus-
pension or powder) from tall oil. Serum cholesterol concen-
trations were reduced in both conditions, but the decrease
was more pronounced after administration of the powdered
tall oil sterols (12%) as compared to the tall oil in suspension
(79). Ostlund and colleagues [39] agreed that the efficacy of
plant sterols/stanols depends on the form in which they are
presented. Administration of 1 g pure sitostanol powder had
no significant effect on cholesterol absorption, whereas 700,
300, and even 100 mg sitostanol packaged in lecithin vesicles
reduced intestinal cholesterol absorption as compared with a
placebo by 37, 35, and 6%, respectively (Fig. 2E). These find-
ings can be explained by the fact that sterols form stable crys-
tals, which are solid solutions characterized by an extremely
low bioaccessibility. Therefore, a powder forms hardly any
micelle making this form almost ineffective.

Besides the physical state, it was also considered impor-
tant whether plant sterols and stanols were provided as free
sterols/stanols or as sterol/stanol esters, Mattson et al. [40]
reported a 9% larger reduction in intestinal cholesterol ab-
sorption when the subjects ingested plant sterols in the free
form as compared with the sterol esters. It was suggested
that the ester bond was not completely hydrolyzed by the
bile acid-activated pancreatic cholesterol hydrolase in the in-
testinal lumen. Since plant sterol and stanol esters solubilize
poorly into the micellar phase, the major part accumulates in
the oil phase. This agrees with the earlier mentioned obser-
vations that plant sterol esters, and also cholesterol esters in
the oil phase, are less effectively absorbed into the enterocytes
[41]. More recently, Kobayashi and co-workers [42] compared
the cholesterol-lowering activity of free and esterified plant
sterols side-by-side in Sprague-Dawley male rats. After feed-
inga commercial chow for 1 week, a catheter was placed in the
stomach for administration of the test emulsions containing
cholesterol without plant sterols, cholesterol with unesterified
plant sterols or with plant sterol oleates. The lymphatic 24 h
recovery of radiolabeled cholesterol was significantly lower
in rats fed the free plant sterols than in those receiving the
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Figure 2. A representation of the crucial role of micelles in the process of cholesterol absorption.

The digestion of food-derived fats is initiated in the stomach by gastric lipase, leading to the formation of crude emulsions, which are
further hydrolyzed by pancreatic lipase and cholesterol esterase in the small intestine. Cholesterol as well as plant sterols and stanols have
to be incorporated into mixed micelles before absorption can occur.

(A) Mixed micelles are formed on the surface of the emulsified fat droplets as a combined action of bile acids and pancreatic enzymes. They
transport free cholesterol through the micellar phase into the enterocyte. (B} Free plant sterols/stanols are not solubilized in the emulsified
fat of the food digesta and pass the small intestine as crystalline sterols. In other words, they are unable to compete with cholesterol
for incorporation into mixed micelles. (C) Therefore, free plant sterols/stanols need to be made “bioavailable” to the oil phase before
competition can occur. This can be realized by the use of an emulsifier. (D) After consumption of plant sterol/stanol esters, the esters are
hydrolyzed by pancreatic cholesterol esterase in the small intestine. Again, the free form will compete with cholesterol for incorporation into
mixed micelles, thereby reducing intestinal cholesterol absorption. (E) Another possibility to increase the solubility of plant sterols/stanols
is the formation of micellar solutions with lecithin. In contrast to the esterified form, which first has to dissolve in dietary fat for entry into
the oil phase and next equilibrate with the micellar phase, the use of lecithin micelles allows a direct delivery of plant sterols/stanols into
the intestinal micellar phase.

Abbreviations: ABCG5/ABCGS: adenosine-triphosphate (ATP) binding cassette G5 and G8 transporter; CE: cholesteryl esters; NPC1L1:
Nieman-pick C1 like 1.
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control or the plant sterol oleates at 3 h after administration.
However, when it was repeated after incorporating the dif-
ferent sterols into the feed, no significant differences were
observed. They suggested that administration of cholesterol
and plant sterol oleates as an emulsion into the stomach re-
sulted in a rapid accumulation of plant sterol oleates in the
duodenum. The presence of a large amount of the esters in
the intestinal lumen might induce a delay in the hydrolysis
of the plant sterol oleates, causing a less effective reduction
in the cholesterol absorption. Addition of plant sterol oleates
to the diet did not lead to an excessive accumulation of the
compounds into the duodenum. These studies illustrate the
importance of optimal cleavage of the ester bound, thereby
releasing free sterols or stanols for the micellar phase.

What do we know about the efficacy of the esterase en-
zymes invivo? Miettinen et al. [43] quantified the hydrolysis of
2 g/day of plant stanols in 11 colectomized patients fed plant
stanol esters for 1 week and observed that 95% of cholesterol
and 90% of plant sterols/stanols were in the free form. In
agreement, Normen and co-workers [44] performed a study
in seven ileostomy subjects receiving 2.5 g/day of plant sterol
or stanol esters. The proportion of the esterified forms of the
plant sterols and stanols were 12.6 and 15.5%, respectively.
This implicates thatthe major part of the plant sterols/stanols
is hydrolyzed in the small intestine. In fact, almost 50% of the
esters are hydrolyzed in the lower duodenum. The findings
of Kobayashi and co-workers [42] can also be explained by the
activity of lingual lipase, present in the serous (von Ebner)
glands of the tongue and by the activity of gastric lipase [45).
It could be that these lipases already hydrolyze a part of the
plant sterol esters when added to the diet, an effect that may
be less when the test emulsion is given intragastrically.

Although free plant sterols and stanols may at least be as
effective as the esterified forms, mainly the plant sterol/stanol
esters are used for incorporation into the functional foods due
to their higher solubility in oils. However, only the free form
of the sterols and the stanols participate into the emulsified
fat phase, causing a reduction in the intestinal cholesterol ab-
sorption. For this, optimal esterase activity is required (Fig. 2).
Unfortunately, not many human studies have compared the
cholesterol-lowering effects of free and esterified plant sterols
and stanols. Richelle and colleagues [46] found no significant
differences in the reduction of cholesterol absorption (£60%)
in normocholesterolemic subjects receiving 2.2 g plant sterols
either free or esterified for seven consecutive days. It should
be noted that not solely the sterols were incorporated into the
foeds, but that sorbitan tristearate was added to the free form
as an emulsifier (Fig. 2C). Due to the emulsifier, the free plant
sterols/stanols could more easily interact with the emulsified
fat phase making them as efficient as the esterified form.
Regarding free sitostanol, Ostlund et al. [39] have described
another procedure to facilitate partitioning into the emulsi-
fied fat phase. Free sitostanol was administered as part of
lecithin micelles, which also lowered cholesterol absorption
very efficiently (Fig. 2E). They reported that the effective dose
of free sitostanol, when incorporated into lecithin micelles,
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was between 100 and 300 mg. In later studies [47], it was
found that 1.8-1.9 g/day plant stanols in lecithin micelles re-
duced LDL-C to the same extent as has been reported for plant
stanol esters at the same daily intake. In a more recent study,
Soderholm et al. [48] showed that free plant sterols incor-
porated into a rye bread significantly lowered serum LDL-C
concentrations. The rye bread was enriched with 2 g/day of
free plant sterols. Before adding to the dough, the plant sterols
were micronized in order to increase the bioavailability in the
oil phase.

In summary, if free sterols or stanols are provided without
facilitating its solubilization into the oil phase, they will be
poorly incorporated into the mixed micelles and have limited
cholesterol-lowering activity (Fig. 2B). For the enhancement
of free sterols and stanols into the emulsified fat phase, sev-
eral procedures have been presented (Fig. 2C-E). Ultimately,
the free forms—for sterol esters and stanol esters after cleay-
age by the esterases—will compete with cholesterol for in-
corporation into mixed micelles, thereby reducing intestinal
cholesterol absorption.

2.3 The cellular era

Although displacement of cholesterol from mixed micelles in
the intestinal lumen seemed to be an important mechanism
of plant sterol- and stanol-induced inhibition of intestinal
cholesterol absorption, several other mechanisms involving
actively regulated processes have been suggested. Inhibition
of cholesterol transport into the brush border membranes is
one example, although many of the earlier textbooks men-
tioned that this uptake was driven by passive diffusion. How-
ever, already in 1957, Glover and Green [49] published that the
brush border contains a specific binding site for cholesterol,
making passive diffusion as the main driver for cholesterol
uptake less likely. Similar results were found by Ikeda et al.
[50], who confirmed the existence of an independent binding
site for cholesterol and sitosterol in an isolated brush border at
low micellar concentrations. Cholesterol-binding approached
saturation at higher concentrations, which could not be ob-
served for sitosterol [51]. Based on these results, it was con-
cluded that competition at the brush border membrane had
almost no influence on the plant sterols and stanols-mediated
cholesterol-lowering activity.

It has also been suggested that plant sterols and stanols
interfere with the incorporation of cholesterol into chylomi-
crons. Before incorporation into a chylomicren, free sterols
are (re)esterified by ACAT-2. Newly synthesized apoB-48
and triacylglycerol (TAG) accumulate together with choles-
terol esters in the smooth endoplasmatic reticulum mem-
brane followed by an MTP protein-dependent formation of
chylomicrens [52]. In vitro as well as in vivo studies have
clearly indicated that mucosal ACAT is a rate-controlling en-
zyme in the absorption of cholesterol. Kam et al. [53] incu-
bated colorectal adenocarcinoma (Caco2) cells, a frequently
used in vitro model for absorption studies, for 1 h with

/
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increasing concentrations of 58-035, a specific inhibitor of
ACAT. The inhibitor caused a dose-dependent decrease in
cholesteryl ester synthesis, reaching a maximal effect at 15
ng/mL. After 24 h, there were no measurable amounts of
cholesteryl esters left in the chylomicron and very LDL (VLDL)
particles isolated from these Caco2 cells. In agreement, Clark
and colleagues [54] observed a reduced ACAT activity, if jeju-
nal microsomes were incubated with 0.6 wg/mL of 58-035.
In vivo, they investigated also the absorption of cholesterol in
mesenteric lymph fistula of Sprague-Dawley rats after ACAT
inhibition and observed a reduction in cholesteryl esters in
lymph, lymph chylomicrons, and lymph VLDL, whereas the
amount of unesterified cholesterol was increased. These re-
sults support a major regulatory role for ACAT in cholesterol
absorption. It has been suggested that plant sterols interfere
with the esterification inside the enterocyte, the first of the fi-
nal two crucial steps in the process of cholesterol absorption
[28]. Since plant sterols and stanols are poor substrates for
ACAT-2, they could bind the available sites, thereby decreas-
ing its activity by competitive inhibition (Fig. 1). Field and
colleagues [55] indeed observed a decrease in ACAT activity
in rabbits after feeding B-sitosterol. In contrast, if they col-
lected intestinal microsomes from rabbits on chow diet and
enriched them with B-sitosterol, they could not observe any
effect on ACAT activity during the 4 h of measurement. How-
ever, some years later, the same group reported differences
in the ACAT activity in Caco2 cells incubated with micelles
containing cholesterol alone or cholesterol plus B-sitosterol
[56]. Addition of cholesterol to the Caco2 cells in a micellar
solution increased the basolateral secretion of cholesteryl es-
ters derived from the plasma membrane cholesterol. In other
words, micellar cholesterol displaces the cholesterol from the
plasma membrane to the endoplasmatic reticulum, which is
than used for chylomicron assembly and secretion. If, how-
ever, the same amount of B-sitosterol was added together with
cholesterol, the movement of cholesterol from the plasma
membrane and the subsequent secretion of cholesteryl es-
ters were significantly reduced. This can be attributed to the
displacement of cholesterol from the micelles by B-sitosterol.
The reduced ACAT activity could be explained by the dimin-
ished trafficking of cholesterol from the plasma membrane
to the endoplasmatic reticulum, as ACAT activity may be reg-
ulated by substrate supply [57]. Moreover, it has been shown
again in Caco2 cells that HMG-CoA reductase activity is de-
creased when sitosterol was added despite a reduction in in-
tracellular cholesterol concentration [56]. This indicates that
HMG-CoA reductase cannot discriminate between choles-
terol and plant sterols, which even further lower intracellular
cholesterol pools. Thus, direct effects on ACAT activity are not
a likely explanation for the plant sterol/stanol mediated effects
on cholesterol absorption. After esterification, the cholesteryl
esters are packaged into chylomicrons, a process in which
MTP plays a crucial role. It was recently shown in male
Golden Syrian hamsters that the cholesterol-lowering activity
of sitosterol was associated with a decrease in the mRNA level
of MTP [58]. This implies that plant sterols/stanols could also
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have an effect on MTP expression, which has to be further
elucidated. In line with this assumption, Rideout et al. [59]
recently showed that plant sterol feeding lowered intestinal
fat absorption in C57BL/6] mice, which could also be re-
lated to a reduced chylomicron formation involving effects
on MTP.

2.4 The transporter era

More recently, Davis et al. [60] have described the crucial
role of NPC1L1 in the intestinal uptake and absorption of
cholesterol and the plant sterols/stanols. NPC1L1-deficient
mice were characterized by a reduction in cholesterol ab-
sorption of almost 90%. Moreover, also serum campesterol
and sitosterol concentrations were reduced by £90% in these
mice as compared with the wild-type mice. These results
showed that NPC1L1 plays an important role in the uptake
of both cholesterol and plant sterols, indicating that choles-
terol and plant sterol absorption was not merely due to pas-
sive diffusion (Table 1 and Fig. 1C). The annexin2/caveolinl
(ANXA2/CAV1) complexes can also play a role in the plant
sterol/stanol mediated cholesterol-lowering activity. ANXA2
forms a lipid—protein complex with CAV1 and cholesteryl es-
ters, which may be involved in the internalization/endocytic
transport of cholesterol esters from caveolae to internal mem-
branes in lipid rafts of the intestinal brush border [61]. Smart
et al. [62] have demonstrated that ANXA2 could be down
regulated by plant sterols, thereby reducing cholesterol pro-
cessing and transport. The significance of this complex for
cholesterol absorption however is unclear, since Valasek et al.
[63] have shown that the fractional cholesterol absorption and
fecal neutral sterol excretion are similar in CAV1 knockout
mice and their wild-type littermates. Besides cholesterol in-
flux, there is also active secretion of cholesterol and plant
sterols from enterocytes backinto the intestinal lumen. In this
process, ABCGS and ABCGS, two half-transporters localized
on the apical membrane of the enterocytes play a crucial role
[64]. They function together as a heterodimer and mediate the
efflux of free sterols from the enterocytes [13]. Theoretically,
as a consequence of increased ABCG5/ABCGS activity, less
sterols will be available for esterification and incorporation
into chylomicrons and as such intestinal sterol absorption
will be reduced. The ABCG5/ABCGS transporters are regu-
lated via the liver X receptor (LXR) and numerous attempts
have been made to use LXR agonists to influence choles-
terol metabolism, ie. elevate reverse cholesterol transport
(RCT) pathways. However, systemic LXR activation causes
increased hepatic fatty acid synthesis [65] and steatosis [66].
Therefore, tissue-specific approaches have been initiated. In-
deed, Lo Sasso et al. [67] recently showed in an elegant se-
ries of experiments that intestine-specific LXR activation in-
creased RCT and lowered intestinal cholesterol absorption.
As expected, intestinal ABCG5/ABCGS expression was in-
creased and fecal neutral sterol excretion enhanced. The ques-
tion now is whether plant sterols and stanols influence the
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expression or activity of these crucial transporter proteins
within the enterocytes.

Yamanashi et al. [68] studied the role of NPC1L1 using dif-
ferentiated Caco2 cells as a model for small intestinal epithe-
lial cells. In Caco2 cells overexpressing NPC1L1, the absorp-
tion of sitosterol was higher as compared to nontransfected
cells. However, sitosterol absorption remained significantly
lower as compared to cholesterol absorption. More recently,
Zhang et al. [69] showed that cholesterol binds to the luminal
N-terminal domain (NTD) of the NPC1L1 protein and that
this specific binding is required for the uptake of cholesterol
from the intestinal lumen into the enterocyte. Plant sterols
cannot bind to NPC1L1-NTD, which may contribute to the se-
lective cholesterol absorption in mammals. So, based on these
cell and animal studies, it seems that NPC1L1 is not involved
in the decreased cholesterol absorption after plant sterol or
stanol intake. It is therefore interesting to know what will
happen when ezetimibe will be combined with plant sterols
or stanols in the diet. Jakulj and colleagues [70] examined the
effects on serum LDL-C concentration in mildly hypercholes-
terolemic subjects receiving 10 mg/day of ezetimibe with or
without 2 g/day of plant sterols for 4 weeks. Combined treat-
ment of plant sterols and ezetimibe did not further reduce
the serum LDL-C concentration compared with ezetimibe
monotherapy, i.e. serum LDL-C reductions were 25 and 22%,
respectively. One can argue that plant sterols and ezetimibe
targeted the same transporter (in this case NPC1L1). Alterna-
tively, it can be hypothesized that ezetimibe blocks NPC1L1,
which results in a lower cellular uptake of plant sterols into
the enterocytes. As indicated in the following sections, there
are indications that plant sterols should be available intra-
cellular to activate cellular processes that contribute to the
lowered intestinal cholesterol uptake. Therefore, the lack of
an additive effect of the plant sterol-ezetimibe combination
could be explained by the reduced intracellular plant sterol
concentration due to the ezetimibe-mediated NPC1L1 inhi-
bition. Whatever reason, both are suggestive for the fact that
NPCI1L1 itself is not involved in the working mechanisms of
plant sterols. In contrast to the findings of Jakulj et al. [70],
Lin and colleagues [71] very recently showed that adding plant
sterols to ezetimibe resulted in a further reduction of choles-
terol absorption and a significantly increased fecal cholesterol
excretion. This outcome was explained by the authors as an
indication that the mechanism by which plant sterols lower
intestinal cholestercl absorption is independent of that of eze-
timibe. However, more specifically for this purpose designed
studies are needed to examine whether NPC1L1 plays a role
in the underlying mechanism of plant sterols/stanols.

Also regarding changes in the activity of the ABC trans-
porters and other LXR target genes involved in (intestinal)
lipid metabolism, several studies can be addressed. The
oxysterol-activated receptor LXR regulates the expression of a
panel of genes amongst which NPC1L1[72], ABCA1, ABCGS,
and ABCG8 [73]. As mentioned above, LXR activation results
in an increase in the fecal neutral sterol loss and a decrease
in the intestinal sterol absorption (Fig. 1C). It has been sug-
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gested that LXR—in line with the sterol regulatory element
binding protein-2 (SREBP-2)-—detects changes in intracellu-
lar cholesterol concentrations. In case of high intracellular
cholesterol concentrations, LXR is activated to prevent via
expression of its target genes a further accumulation of cel-
lular cholesterol [74]. It has been suggested that plant sterols
and stanols also activate LXR either directly or indirectly after
conversion inte yet unkown metabolites. Indeed, using a cell-
free ligand-sensing assay (LiSA), Plat et al. [75] showed that
nonoxidized plant stercls and stanols were potent activators of
LXR. Moreover, they showed an increase in ABCA1 mRNA
expression if Caco2 cells were cultured in the presence of
mixed micelles enriched with plant sterols and stanols. Un-
fortunately, it was not possible to measure the expression
pattern of ABCG5 and ABCGS, since the mRNA level of
both genes was undetectable in these Caco2 cells. It could
however be speculated that plant sterols/stanols can be re-
garded as local LXR agonists acting only in enterocytes. Phys-
iological intracellular plant sterol concentrations in the en-
terocytes can indeed reach levels above EC50 concentrations
necessary for LXR activation, which seems unlikely in hepa-
tocytes due to the low absorption of plant sterols. The fact that
plant sterols and stanols could act as local LXR agonists—and
not systemically—also fits with recent observations that plant
stanols [76-78] and sterols lower serum TAG concentrations
instead of increasing TAG concentrations, as observed for
systemic LXR agonists [65]. Systemic LXR agonists induce
hepatic lipogenesis, which results in elevated serum TAGs.
Pléschand colleagues [64], however, have suggested that plant
sterols and stanols lower intestinal cholesterol absorption in-
dependently of LXR activation. They fed C57BL/6 mice a diet
free of sterols, enriched with cholesterol, or enriched with
cholesterol and either plant sterols or stanols for 4 weeks. Ad-
dition of plant sterols or stanols to the diet resulted in the ex-
pected increase in the fecal neutral sterol excretion. However,
gene expression profiles of known LXR target genes were not
changed. Moreover, Calpe-Berdiel et al. [79] observed no ef-
fects on the intestinal expression of LXR target genes in mice
fed a western-type diet enriched with or without plant sterols.
Finally, plant sterols were still effective in lowering intestinal
cholesterol absorption in ABCGS knockout mice, illustrating
that these transporters are not obligatory to show effects [80].
Despite these inconsistent results regarding the role of the
ABC transporters, we still cannot exclude a possible role for
plant sterols and stanols on the activation of yet unknown
LXR target genes. Therefore, it is too early to exclude LXR
as a mediator of the plant sterol/stanol induced effects on
intestinal cholesterol absorption.

2.5 The era of new discoveries

The most recent and probably most provocative explanation
for the effects of plant sterols/stanols on intestinal cholesterol
metabolism is related to the process called transintestinal

cholesterol excretion (TICE). Until recently, the RCT route,
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which is hepatobiliary cholesterol secretion mediated by hep-
atic ABCG5/ABCGS, was thought to be the most important
route responsible for the disposal of cholesterol. However,
disruption of biliary cholesterol secretion in mice had no ef-
fect on the fecal neutral sterol excretion [81,82]. This finding
suggested that the hepatobiliary cholesterol secretion might
not be the only route for cholesterol excretion into the in-
testinal lumen. In this respect, van der Velde et al. [83] have
demonstrated that cholesterol is secreted throughout the en-
tire length of the small intestine, but most actively in the
proximal part. They performed intestinal perfusion studies
in mice under bile-diverted conditions and reported that in-
travenously injected radiolabeled cholesterol ends up in the
intestinal perfusate. The direct cholesterol flow from blood
into the intestinal lumen is further supported by the results
of Brown and Goldstein [84]. They observed in mice with a
targeted deletion of hepatic ACAT-2 a twofold increase in the
fecal neutral sterol excretion, However, this increased fecal
sterol loss occurred without an increase in biliary choles-
terol secretion. In contrast, a trend toward a reduction in the
cholesterol concentration in the gallbladder bile was observed
as compared with the controls. In addition, in line with the
observations of van der Velde and colleagues [83], they also
showed that intestinal cholesterol secretion was most pro-
nounced in the proximal part of the small intestine. Alto-
gether, these findings indicate that there must be a direct
transport of cholesterol from the circulation into the intesti-
nal lumen. This so-called transintestinal cholesterol excre-
tion (TICE) pathway could in theory also be an explanation
for the cholesterol-lowering activity of the plant sterols and
stanols (Table 1 and Fig. 1D). It should be noted that plant
sterols/stanols may also compete with TICE-derived choles-
terol for incorporation into mixed micelles, thereby decreas-
ing cholesterol absorption. However, the magnitude of this
effect may depend on the place where TICE-derived choles-
terol enters the intestinal lumen, Based on the mechanisms
described in the mixed micelle era, it is expected that the
effects diminished the more distal TICE-derived cholesterol
enters the intestinal lumen.

Recently, Brufau et al. [85] show a role of plant sterols and
stanols in the stimulation of cholesterol excretion via this non-
biliary route. Feeding wild-type mice a plant sterol-enriched
diet resulted as expected in an increased fecal neutral sterol
excretion, whereas a more moderate increase was observed in
ABCGS5 knockout mice. Furthermore, the nonbiliary choles-
terol excretion was sixfold elevated in the plant sterol group
and 3.5-fold in the ABCGS5 knockout mice fed plant sterols, It
should be mentioned that the transporter protein responsible
for cholesterol efflux out of the enterocyte into the lumen—
and as such part of the TICE route—is currently unknown.
Although it is tempting to speculate that this process is at
least partly mediated by ABCGS/ABCGS. Brufau et al. [85]
found an unexpected decrease in both the mRNA level and
the protein expression of this transporter, while TICE was ac-
tivated. Although the evidence for a role of ABCG5/ABCGS
in TICE is not strong, LXR is thought to be one of the key
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players involved in the regulation of TICE. Treating C57BL/6
mice with T0901317, an LXR agonist, caused a significant
increase in TICE [86]. Although the evidence for plant sterols
and stanols to act as a ligand for LXR is contradictory (see
transporter era), this novel pathway does suggest that intesti-
nal IXR activation is needed to explain effects on intestinal
cholesterol metabolism. Therefore, intestinal LXR activation
in response to plant stercl/stanol consumption needs to be
studied into far more detail and especially the search for cur-
rently unknown and therefore not yet analyzed LXR target
genes needs attention. In this respect, Sehayek et al. [87] re-
ported already in 2002 that specific loci on chromosomes 2
and 14 distinct from ABCGS/ABCGS regulate plasma plant
sterol concentrations in mice.

Aremarkable observation that also needs attention was the
absence of a dose-response effect of plant sterol consumption
on the nonbiliary cholesterol excretion in mice. The lowest
supplementation of the plant sterol (1%) resulted already in a
maximal stimulation of TICE [85]. This can only be explained
by acknowledging that plant sterols and stanols not only acti-
vate TICE and as such increase fecal neutral sterol excretion
but at the same time must also lower absorption of intest-
nal cholesterol. The combination of both processes is the
observed net effect. Therefore, in future studies, it is a chal-
lenge to quantify the postprandial appearance of cholesterol
in the chylomicron fraction and at the same time quantify the
changes in TICE, to ensure which part of the increase in the
fecal neutral stero] loss is due to an increased TICE and to a
decreased incorporation of cholesterol into chylomicrons. Up
tll now, the contribution of TICE in humans has not been
described. A better understanding of the process of TICE it-
self as well as exploring possibilities to activate TICE seems,
however, an attractive approach for the prevention and even
the treatment of CVDs.

Given the above overview, we conclude that impaired mi-
cellar solubilization of intestinal cholesterol is the only un-
equivocally established effect of the plant sterols/stanols. The
so-called cellular and transporter eras have provided many
interesting observations, but results are not consistent. How-
ever, the fact that both the mixed micelle era, nor the cellular
or the transporter eras can fully explain all observations, the
exact molecular mechanisms behind the cholesterol-lowering
activity of plant sterols/stanols is likely a complex interplay of
multiple processes.

2.6 Clinical benefit

Independent from the mechanism underlying the serum
LDL-C lowering effects, an important issue often raised is
the question “what is the evidence that we benefit from plant
sterol or stanol consumption in terms of cardiovascular risk.”
Several observations suggest that plant sterols and stanols
not only lower serum LDL-C concentrations, but also ulti-
mately improve endothelial dysfunction [88,89]. Up till now,
it is, unknown whether plant sterols and stanols exert these
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effects by a direct or an indirect effect. Direct effects assume
a functional effect of the plant sterols/stanols themselves on
the vessel wall. For this route, there is hardly any evidence.
Indirect effects mean that the reduced CVD risk is explained
through effects on LDL-C,

In animals, it is easy to evaluate whether dietary interven-
tions affect lesion development, which is of course in humans
more difficult. However, endothelial dysfunction is a reflec-
tion of an early, but reversible stage in the development of
atherosclerosis, and the presence of endothelial dysfunction
is considered to be a preclinical marker of CVD [90]. Here, we
will provide a short overview of controlled intervention stud-
ies evaluating effects of plant sterols/stanols on endothelial
function and /or possible atherosclerotic lesion characteristics
in suitable animal models and humans.

Ntanios et al. [91] fed 24 male New Zealand White rabbits
a diet rich in cholesterol or in cholesterol with one of the
three 1% (w/w) plant sterol mixtures derived from soybean
containing 0.01% (w/w) plant stanols, tall oil containing 0.2%
(w/w) plant stanols, or tall oil containing 0.8% (w/w) plant
stanols. In rabbits fed, the 0.8% (w/w) plant stanols, serum
total cholesterol, LDL-C, and VLDL cholesterol (VLDL-C) con-
centrations were reduced by 49, 37, and 63%, respectively, as
compared to the control group. Moreover, lesion develop-
ments in the ascending aorta and coronary arteries were sub-
stantially reduced as compared to the control group. There
was no significant difference in plaque formation between
the 0.01, 0.2% (w/w) plant stanol and the control group. The
observation that plant stanols can indeed lower lesion forma-
tion agreed with a study by Plat et al. [92], who demonstrated
that plant sterol or stanol consumption lowered atheroscle-
rotic lesion development in heterozygous LDL receptor*/~
mice to the same extent despite opposite changes in serum
plant sterol and stanol concentrations. These findings suggest
that changes in serum plant sterols or stanols themselves do
not directly contribute to plaque development in these mice.
Volger and colleagues [93] also evaluated the association be-
tween the reduction in serum cholesterol concentration and
atherosclerotic lesions. They fed apoE*3-Leiden transgenic
mice a control diet or the same diet enriched with plant
stanol esters for 38 weeks. The cholesterol-lowering activ-
ity of the plant stanol esters was more pronounced in the
VLDL and intermediate-density lipoprotein fractions than in
the LDL fraction (70, 77, and 20% reductions, respectively).
As compared to the control group, plant stanol ester feeding
significantly reduced the atheroscleroticlesion area and sever-
ity. The control mice showed type 2-3 lesions, characterized
by regular intimal fatty streaks/mild plaques, whereas the
mice receiving plant stanol esters predominantly had type
1 lesions, which consist of individual foam cells. In con-
trast, Weingartner et al. [94] suggested that administration
of plant sterol esters caused a negative vascular effect, in-
dependent of the plasma cholesterol concentrations. They
fed C57BL/6 wild-type mice a normal chow enriched with
2% (w/w) plant sterol esters for 4 weeks. These mice de-
veloped an impaired endothelium-dependent vasorelaxation
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compared with the wild-type mice on normal chow. A signifi-
cant larger lesion size after cerebral ischemia was observed in
wild-type SV/129 mice treated for 4 weeks with normal chow
and 2% (w/w) plant sterol esters compared with the control
group. Finally, Weingariner et al. also used ApoE~/~ miceasa
model of lipid-driven atherogenesis. Mice were fed a Western-
type diet or normal chow for 6 months, enriched with 2%
(w/w) plant sterol esters, 0.005% (w/w) ezetimibe, a combina-
tion of both or without any supplementation. The reduction
in atherosclerotic plaque formation was most pronounced
in mice treated with ezetimibe and significantly larger than
in mice fed the plant sterol esters. The mice treated with eze-
timibe and plant sterol ester showed a trend toward greater
lesion formation as compared to mice treated with ezetim-
ibe alone. Despite the equal reduction in serum cholesterol
concentration, plant sterol ester consumption was associated
with twice the amount of plaque formation compared with
ezetimibe. However, further studies are needed to confirm
the potentially negative effect of plant sterols on atherogen-
esis in mice. It should also be noticed that the amount of
plant sterol ester supplementation in the animal studies, cal-
culated as milligram per day times kilogram body weight, was
approximately 100 times higher as the amount incorporated
into margarine used in human studies.

One of the most frequently used surrogate markers
for measuring endothelium function in humans is flow-
mediated vasodilatation (FMD) [90]. Celermajer etal. [95] have
clearly shown that FMD is a valuable predictor for future car-
diovascular risk. There are only a few studies investigating the
effects of plant sterol or stanol consumption on endothelial
function. De Jongh et al. [96] evaluated the short-term effect
of plant sterols on endothelial dysfunction in heterozygous fa-
milial hypercholesterolemic children. Forty-one children be-
tween 5 and 12 years of age received 2.3 g plant sterols per
day for 4 weeks. As expected, administration of plant sterols
resulted in a 14% decrease in serum LDL-C concentrations.
However, this was not associated with an improvement of the
impaired FMD. Hallikainen and colleagues [97] also showed
that a daily intake of 2 g plant sterol or stanol esters for 10
weeks had no effect on the endothelial function as measured
by FMD in 76 hypercholesterolemic adults, although serum
LDL-C concentrations were reduced by 9-12% as compared to
the controls. Also Jakulj et al. [98] evaluated the effect of plant
stanols (2 g/day for 4 weeks) on FMD in 42 heterozygous FH
children between 7 and 12 years. Serum total cholesterol and
LDL-C concentrations were reduced by 7.5 and 9.29, respec-
tively, and again, improvement on the endothelial function
was not observed. Finally, Raitakari et al. [99] evaluated the
effect of plant stanol esters on endothelial function and arte-
rial elasticity, The 150 hypercholesterolemic adults received
2 g/day of plant stanol esters for 3 months, Despite the sig-
nificant 9.3% reduction in the LDL-C concentration between
the treated and the control group, they observed again no sig-
nificant change in FMD or carotid artery compliance. How-
ever, a subgroup analysis demonstrated that arterial elasticity
and endothelial function improved in subjects with below
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average baseline values for these parameters. This is in line
with the observation of De Jong et al. [100] who evaluated
the long-term effect (85 weeks) of plant sterol or stanol es-
ters on vascular function in patients on statin treatment, No
effect in the whole population was observed, but endothelial
dysfunction and arterial stiffness were improved in a sub-
group of patients at risk for cardiovascular events [99]. This
implies that plant sterols and stanols might improve vascular
function in subjects with a suboptimal vessel condition [100]
and probably more important that a long follow-up period is
needed to see protective effects. Although these observations
are of great relevance, it does not prove that cardiovascular
events are actually reduced. For this, future studies especially
designed for this purpose are needed.

2.7 Mechanisms in relation to the clinical benefit

Reducing intestinal cholesterol absorption and/or stimulat-
ing TICE, two processes that both result in elevated fecal neu-
tral sterol excretion are currently the two paradigms explain-
ing the LDL-C lowering activity of plant sterols and stanols,
Based on all observations described, it seems most likely
that—at least in animals—both mechanisms are effective.
In this respect, a relevant question that remains is whether
the long-term clinical benefit will depend on the pathways
underlying the well-established LDL-C lowering effects. If
the target of the plant sterol/stanol treatment is to lower in-
testinal cholesterol absorption, the cholesterol concentration
inside the body will decrease, while more cholesterol is ex-
creted in the feces as fecal neutral sterols. If, on the other
hand, the main mechanism is to stimulate TICE, which also
results in an increased fecal neutral sterol excretion, possibly
more cholesterol will be secreted directly from the vessel wall
to the intestinal lumen and the feces. It can be speculated
that this latter route of cholesterol reshuffling throughout
the body might be preferable in terms of the most promising
long-term clinical outcome. However, one can also argue that
reducing intestinal cholesterol absorption lowers the amount
of available cholesterol reaching the vessel wall. Activation
of the process that has the largest net effect on inhibiting
lesion formation remains to be evaluated. This conclusion i-
lustrates that it is of utmost importance to better understand
the underlying mechanisms of the cholesterol-lowering ac-
tivity of plant sterols/stanols—and of other food components
as well—to be able to predict the long-term clinical benefits,
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