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16/5/2016
Degerli hekimlerimiz,

Yazima éncelikle 24 Mayis 2016 Sali glinii saat 19:00’dan itibaren istanbul — Levent Dedeman Otel'de
baglayacak olan toplantimizi haber vererek baglamak istiyorum. Toplantimizda 2 konu bagligimiz var:
Oncelikle SkinDNA testinin yapilmasi ve yorumlanmasi konusunda Dr. Omiir Tekeli bir sunum ile bizler
ile beraber olacak. Ardindan ise Prof. Dr. Hakan Cangul, Telomer Biyolojisinin Temelleri ve TA-65 konulu
konusmasi ile bizleri aydinlatacak. Her iki konu da anti-aging konusuna ¢ok yeni ve guncel yaklagimlar
oldugundan ilgilenen hekimleri toplantimiza bekliyoruz. Katiliminiz konusunda Sezen Gilsen’e (530 384
02 32) bilgi verebilir detaylari kendisinden alabilirsiniz. Toplanti davetiyelerini istanbul’daki hekimlerimize
gbndermis olsak dahi diger illerdeki hekimlerimizi de programlari uygun oldugu takdirde aramizda
gbrmekten memnuniyet duyariz.

24 Mayis 2016, 19.00’da Levent Dedeman Otel’de yapilacak
Telomer biyolojisinin temelleri ve SkinDNA anti-aging testi kenulu toplantimizi
onurlandirmanizi rica ederiz.

Kubilay Turkmen

Program

19.00 -19.30 Kahve ikrami

19.30 - 20.30 Butcha Restoran aksam yemegdi

20.30 - 21.00  SkinDNA Anti-Aging Profil Testinin Yorumlanmasi
Dr. Omdir Tekeli (Dermatolog)

21.00 - 22.00  Telomer Biyolojisinin Temelleri / Telomer Analiz Testi ve TA-65 e i‘-k
Prof Dr. Hakan Cangdl (Tibbi Genetik Uzmant)
¥
22.00 Soru - Cevap { L _,.-»“1,?
\ ) / ,.""-v

Yer: Levent Dedeman Park Otel (Kanyon AVM yani)

LCV: Sezen GULSEN 530 384 02 32 ™ @Omﬁ

Otelde misafirlerimize Ucretsiz vale hizmeti saglanmaktadir. ’ ', _O Iﬂ§©
(Otel Levent metro duragina 50 mt mesafededir.) — / 9

Bu sayimizda TA-65’in kritik diizeyde kisa (<5 kb) olan telomerler Gizerindeki etkisi hakkinda bir yayin ile
karsinizdayiz. Genellikle bir hafta TA-65 hakkinda yapilmis bir calismaya ve takip eden hafta ise genel
telomer biyolojisi hakkinda bir yaziya yer veriyoruz. ilerleyen sayilarda sadece telomer hakkinda klinik
yayinlari size ulagtiran bir dergi olmaktan ¢ikip huicresel duzeyde anti-aging ile ilgili gtincel yayinlari ve
hatta sizlerin yazilarini da paylagsmay arzu ediyoruz.

TA-65, Ozellikle kisa telomerler Gzerinde etki gésteren bir besin destegidir. Bu etkiyi saglarken ortalama
telomer uzunlugunu belirgin dizeyde artirmaktan ¢ok gercekten saglik sorunlarina yol agabilecek olan
5 kb’den kisa olan telomerler Gizerinde etki gdsterir. Bu durum aslinda TA-65’e 6zgu olmaktan ¢ok aktive
edilen telomeraz enziminin segici bir etkisidir.

Yayinda ele alinan bir diger 6nemli nokta ise TA-65’in kanser insidansini artirmadigina acgiklik getirmesidir.
Yayinda ve Ozetindeki bilgileri ilerleyen sayfalarda bulabilirsiniz.

Telomeraz’in aktive edilmesi akillara ilk olarak kansere neden olur mu sorusunu ¢ok dogal olarak getiriyor.
Bizim de hekimlerden en ¢ok aldigimiz sorularin basinda bu soru geliyor. Klinik ¢calisma soruya gerekli
yaniti sagliyor ancak farkh bir kaynaktan yararlanarak bu konuyu biraz daha netlestirmek istiyorum. ABD’de
anti-aging konusunda uzman ve TA-65’i pratiginde ilk kullanan hekimlerden olan Dr. Dave Woynarowski’nin



The Immortality Edge (Amazon’da e-kitap olarak mevcut) adh kitabindaki ilgili b&lim:
Kanser Sorusu

Telomeraz enziminin anti-aging amagch arastiriimasi sirasinda kanser ve kanserin dnlenmesi hakkinda
bircok sey 6grendik. Kanser hiicrelerini telomeraz enzimini kapatarak veya baskilayarak éldirmek
mumkundir ve bu olasilik bize telomeraz inhibitorleri gibi yepyeni bir ila¢ kategorisine de kap1 agmaktadir.
Telomerazin aktive olmasi, farkli kanser hicrelerinin arasindaki nadir ortak 6zelliklerden biridir. Kanser
hucrelerinin %85’inde ister meme kanseri ister akciger kanseri, prostat kanseri veya diger herhangi bir
kanser hicresi tipi olsa dahi telomeraz aktivasyonu ortak 6zelliklerden biridir. Farkl tlrlerdeki hicreler icin
farkl tedavi metodu gelistirmek yerine ortak olan bu faktére odaklanarak bir tedavi gelistirmek anlamh bir
yaklagim olabilir.

Kafa karisikligini engellemek icin netlestirmekte fayda var; normal kromozomlardaki telomerleri uzatmak
onlari kanser hicreleri haline getirmez. Kanser, hiicrede farkli bir seyler yanlis gittiginde baslar ve ¢cogalma
Uzerindeki kontrol kaybolur. Bu hicreler bélindikce telomerler kisalmaya devam ederler ve bu ¢ok hizli
cogalan hucrelerin sonunda 6imeleri gerekir.

Ancak nadiren de olsa bu hucreler telomeraz genini aktif hale getirmeyi basarirlar ve telomerlerini yeniden
uzatmanin bir yolunu bulurlar. Bu noktadan sonra artik kanser hiicreleri sadece kontrolstiz olarak degil
ayrica sonsuz olarak bélinmeye baglar. Kanser bu noktadan itibaren artik gercekten tehlikeli bir hal alir.

Bu durumda normal huicrelerde telomerazi aktive etme fikri cok tehlikeli bir girisim olarak gérinmektedir,
degil mi?

Sorunun cevabi kesinlikle Hayir’dir. Her ne kadar kanser hicrelerinin yagsam déngusini saglamasi

icin telomeraza ihtiyaci olsa dahi, telomeraz kansere neden olmaz. Bu gergek bir ¢cok kez telomeraz
pozitif insan hucreleri Gzerinde yapilan genetik testlerde gdsterilmistir. Bilim insanlari normal hiicrelerde
telomerazi aktif hale getirdiklerinde bu hucreler kanser hiicrelerine déntigsmemiglerdir.

Genel olarak telomerlerin kritik dizeyde kisalmasi hucrede kétl sonuglara yol agar. Hiicre senesense
yaklastikca kisa telomerler kromozomal instabiliteye neden olurlar ki bu da kanser hicrelerinin gelismesi
anlamina gelebilir. TUm&r baskilayici genler devre disi kalirken kansere neden olan genler aktiflesir. Bu
hucrelerde eger bir sekilde telomeraz geni aktif hale gelirse bu noktadan sonra asil biyuk tehlike baslamig
demektir.

Paradoksal olarak bir hiicrenin tehlikeli bir kanser hicresi haline gelebilmesi icin telomeraz gerekli olsa
bile aslinda telomeraz gercekte kanser 6nleyici etki gésterebilir. Bu sadece kromozomlarin yeniden
yerlesimlerini dnlemez 6te yandan bagisiklik sistemi hiucrelerinin yagam déngusunu uzatarak kanser
hicreleri ile savasma yeteneklerini artirir.

Eger telomer uzunlugu ile kanser arasinda bir baglanti olsaydi geng bireylerde daha ¢ok kanser
gOérmemiz gerekirdi. Ancak biz kanseri genellikle yash bireylerde daha sik gdrmekteyiz ki bu yas grubunda
hucresel senesensin isaretleri belirgin olup bagisiklik sistemi tehlikelere karsi savasma yeteneklerini
kaybetmektedirler. Amerikan Kanser Dernegi’ne gére tim kanserlerin %78’i, 50 yasindan buyuk
insanlarda gérulmektedir. Bagisiklik sistemi hucrelerimizin émrinl uzatarak kansere daha bagisik hale
gelebilmekteyiz.

Bir sonraki sayimiza dek telomerlerinizin hep uzun kalmasi dilegi ile...

Kubilay Tdrkmen

Bizi sosyal medyada takip edebilirsiniz.
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OZET:

Bu calismada Astragalus membranaceus kdkunden izole edilip saflastirilan, telomerazi aktive eden kiguk
bir molekulin (TA-65) ortalama telomer uzunlugunu arttirma kapasitesine sahip oldugu; ayni zamanda
kritik kisaliga sahip telomer ytzdesini ve kritik kisaliktaki telomerlerle tek bir telomeraz RNA Terc genine
(G3 Terc+/- MEFs) sahip olan haploinsufficient fare embriyonik fibroblastlarinin (MEFs) neden oldugu
DNA hasarini azalttigi gérilmastar. (haploinsufficiency - genetik materyalin tek bir kopyasinin, normalde iki
kopya tarafindan yapilan iglevleri yerine getirememesi)

G3 Terc—/- telomeraz eksikligi olan fare embriyonik fibroblastlarinda (MEFs) ise telomer uzamasi veya DNA
hasarindan koruma gibi bir etki gérilmemigtir. Buradaki sonuclar TA-65 kullanimiyla telomeraza bagli olarak
kisa telomerlerdeki uzamayi ve buna bagl DNA hasarindan korumayi géstermektedir. Bu sebeple TA-65’in
aktive edici mekanizmasinin telomeraz yolagindan gectigi gosterilmektedir. Buna ek olarak, TA-65’in bazi
fare dokularinda mTERT seviyelerini ylkselttigi ve farelerin standart beslenmesinin yaninda takviye olarak
kullanildiginda, kritik kisaliktaki telomerleri uzatma kapasitesine sahip oldugunu gdsterilmektedir. Son
olarak, disi farelerde TA-65'in gida takviyesi olarak kullanimi kanser insidansini yikseltmeksizin, saglikli
yasam surecinin gostergesi olan glikoz toleransi, kemik metabolizmasi ve cilt formunu gelistiren etkiler
sunmaktadir.

CALISMADAN BASLIKLAR:

1-Telomeraz diizeyi organizmanin yaglanma hizini yavaslatici etki saglayabilir. Diskeratozis
konjenita,aplastik anemi, idiopatik pulmoner fibrozis gibi bazi hastaliklar doku yenilenme kaybi ve
erken Olimle karakterize edilmigtir. Bu hastaliklar telomeraz aktivitesinde azalma ve hizlanmig telomer
kisalmasina neden olan esey hticrelerindeki Tert ve Terc geni mutasyonlariyla ilgilidir.

2-Bizim gibi diger arastirmacilarin yaptiklari calismalarda da farelerdeki telomeraz aktivitesinin
saglanmasi, Terc geninin bir kopyasinin yeniden tanitiimasi ile saglanmistir. Bu sayede kritik kisaliktaki
telomerlerden kurtulup kromozomal instabilite geri cevrilmistir. Telomeraz eksikligi hlicre ve doku kaybi ile
iligkilendirilmistir.

3-Ozellikle bu sonuglara bakarak, telomerazin yeniden aktive edilmesinin ve yaslanmaya bagh kisalan
telomerlerin uzatilmasinin anti-aging faydalar sundugunu sdéyleyebiliriz. Buna gére, son zamanlarda yapilan
TERT geninin asin ekspres edilmesiyle hizlanan telomeraz aktivitesi yagslanmayi geciktirir ve kanser
direncini artirarak ortalama yasam surecini %40 uzatir.

4-Yapilan in vivo ¢aligmada, farelerde gida takviyesi olarak kullanilan TA-65’in haploinsufficient embriyonik
fibroblastlarinda, telomeraz aktivitesini arttirdigi ve kritik uzunluktaki telomerleri uzattigi gosterilmigtir.
Ayrica TA-65 disi farelerin saglik durumunda olumlu gelismeler yaratmistir. Ozellikle TA-65 hicbir yan etki
yaratmamisg, kanser insidansini artirici bir sonu¢ dogurmamistir.

5-TA-65 uygulamasi karacigerdeki mTERT, mRNA ve protein dlzeylerini 10 kat arttirmigtir. mTERT mRNA
duzeyleri farelerin bébrek, akciger ve beyin dokularinda da artis géstermistir, ancak bu artig istatiksel
olarak anlamli degildir. Benzer durum 1 yilik grupta da géralmistar. iiging olan ise, TA-65 uygulanan 2
yillik fare grubunun karacigerindeki mTERT dulzeylerindeki artig, TA-65 aktivasyon araci olarak da bilinen
MAPK yolagini duzenleyen 2 transkripsiyon faktéri JunB ve c-Myc’nin mRNA dlzeylerindeki artigla iligkili
olmasidir.

6-1 veya 2 yillik TA-65 kullanilan grup, TA-65 kullanilmayan kontrol grubu ile kiyaslandiginda, ortalama
telomer uzunluklarinda belirgin bir artis gérilmemistir ancak ilging bir sekilde, ¢cok kisa telomerlerde (2,3 ve
4 Kb altindaki telomerler) belirgin bir azalma gérulmustar. 1 ve 2 yillik TA-65 uygulanan in vitro (MEFs) ve
in vivo (fareler) gruplarda, 3 aylik uygulama sonrasinda, TA-65’in kisa telomerlerden kurtarma kapasitesine
sahip oldugu belirgin bir sekilde gosterilmistir. Kisa telomerlere sahip hlcrelerin ylzdesinde azalma ve
ortalama telomer uzunlugunda minimum etki insanlar tGzerinde yapilan daha énceki bir calismada da
gOrulmastar.
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The telomerase activator TA-65 elongates short telomeres and
increases health span of adult/old mice without increasing
cancer incidence

Bruno Bernardes de Jesus', Kerstin Schneeberger’, Elsa Vera'2, Agueda Tejera’, Calvin
B. Harley3, and Maria A. Blasco'

"Telomeres and Telomerase Group, Molecular Oncology Program, Spanish National Cancer
Centre (CNIO), Melchor Fernandez Almagro 3, Madrid, E-28029, Spain

2Life Length, S.L., Agustin de Betancourt 21, Madrid, E-28003, Spain
3Telome Health, Menlo Park, CA, 94025, USA

Abstract

Here, we show that a small-molecule activator of telomerase (TA-65) purified from the root of
Astragalus membranaceus is capable of increasing average telomere length and decreasing the
percentage of critically short telomeres and of DNA damage in haploinsufficient mouse
embryonic fibroblasts (MEFs) that harbor critically short telomeres and a single copy of the
telomerase RNA Terc gene (G3 Terct’~ MEFs). Importantly, TA-65 does not cause telomere
elongation or rescues DNA damage in similarly treated telomerase-deficient G3 Terc™~ littermate
METFs. These results indicate that TA-65 treatment results in telomerase-dependent elongation of
short telomeres and rescue of associated DNA damage, thus demonstrating that TA-65 mechanism
of action is through the telomerase pathway. In addition, we demonstrate that TA-65 is capable of
increasing mTERT levels in some mouse tissues and elongating critically short telomeres when
supplemented as part of a standard diet in mice. Finally, TA-65 dietary supplementation in female
mice leads to an improvement of certain health-span indicators including glucose tolerance,
osteoporosis and skin fitness, without significantly increasing global cancer incidence.

Keywords

telomerase activation; TA-65; telomere length; aging; mouse

Introduction

Progressive attrition of telomeres is one of the best understood molecular changes associated
with organismal aging in humans (Harley et al. 1990) and in mice (Flores ef al. 2008).
Telomeres are specialized structures at the ends of chromosomes, with an essential role in
protecting the chromosome ends from fusions and degradation (Blackburn 2001; de Lange
2005). Mammalian telomeres consist of TTAGGG repeats bound by a six-protein complex
known as shelterin (de Lange 2005). A minimum length of TTAGGG repeats and the
integrity of the shelterin complex are necessary for telomere protection (Blackburn 2001; de

#To whom correspondence should be addressed: mblasco@cnio.es.

Author contributions M.A.B conceived the idea. B.B. performed most of the experiments of the paper. K.S. performed the TA-65
administration, and performed Fig 1d-g and Fig. 5d. E.V. performed telomere length determinations (Fig. 3). A.T. performed the
TRAP assays (Fig 1b and Sup. Fig. 1). M.A B and B.B. wrote the paper.



-

Lange 2005). Telomerase is a cellular reverse transcriptase (TERT, telomerase reverse
transcriptase) capable of compensating telomere attrition through de novo addition of
TTAGGG repeats onto the chromosome ends by using an associated RNA component as
template (7erc, telomerase RNA component) (Greider & Blackburn 1985). Telomerase
expression can be detected in a number of adult cell types, including peripheral lymphocytes
and adult stem cell compartments, however, this is not sufficient to maintain telomere length
with age in most human and mouse tissues (Blasco et a/. 1997; Harley 2005; Flores et al.
2008). Further supporting the notion that telomerase levels may be rate-limiting for
organismal aging, some diseases characterized by premature loss of tissue renewal and
premature death, such as dyskeratosis congenita, aplastic anemia and idiopathic pulmonary
fibrosis, are linked to germline mutations in 7ert and 7erc genes, which result in decreased
telomerase activity and accelerated telomere shortening (Mitchell ef al. 1999; Vulliamy ef al.
2001; Yamaguchi et al. 2005; Armanios ef al. 2007; Tsakiri et al. 2007). A role for
telomerase in tissue renewal and organismal life-span is also supported by telomerase-
deficient (7erc™'") mice (Blasco et al. 1997). These mice show progressive telomere
shortening from the first generation (G1) until the third (G3) or fourth (G4) generation when
in a pure C57BL6 background by which stage they present critically short telomeres,
defective stem cell proliferative capacity, infertility due to germ cell apoptosis and increased
genomic instability (Blasco ef al. 1997; Herrera et al. 1999; Flores et al. 2005). We and
others have shown that restoration of telomerase activity in these mice, by re-introduction of
one copy of the 7erc gene, rescues critically short telomeres and reverses chromosomal
instability and cell and tissue defects associated with late-generation telomerase deficiency,
including rescue of stem cell dysfunction and of organismal life-span (Hemann ef a/. 2001a;
Samper et al. 2001a; Siegl-Cachedenier ef a/. 2007). These studies illustrate that telomerase
is preferentially recruited to the shortest telomeres, similarly to that shown for budding yeast
(Teixeira et al. 2004), thereby ensuring chromosomal stability and tissue fitness. Importantly,
these findings also suggested that therapies aimed to re-activate telomerase and elongate
short telomeres with age, could have significant anti-aging effects. In this regard, we recently
demonstrated that enhanced telomerase activity in mice over-expressing TERT is able to
delay aging and extent the median life span by 40%, when combined with increased cancer
resistance (Tomas-Loba et al. 2008).

Here we report on our initial findings on the mechanism of action of TA-65, a small
molecule telomerase activator derived from an extract of a plant commonly used in
traditional Chinese medicine, Astragalus membranaceous. TA-65 was identified in an
empirical screen based on its ability to upregulate basal telomerase activity levels in

neonatal human keratinocytes, and has been studied in humans as a dietary supplement
(Harley et al. 2010) leading to a decline of senescent and natural killer cells together with a
significant reduction of the percentage of cells with short telomeres. Telomerase activation
data and functional studies on a related molecule from this plant has been recently reported
(Fauce et al. 2008). In that study, human immune cells were exposed ex vivo to the activator
and this resulted in significant telomere elongation and enhanced proliferative capacity of
these cells. Here, we demonstrate that TA-65 is capable of increasing telomerase activity and
elongating critically short telomeres in a telomerase-dependent manner in MEFs
haploinsufficient for the telomerase RNA component and in vivo, when supplemented as part
of a standard diet in mice. We also report initial findings on the outcomes of a TA-65 dietary
supplementation in female mice, and how it leads to an improvement of certain health-span
indicators. Importantly, treatment with TA-65 did not show any detectable negative
secondary effects, including no increase in the incidence of cancer.

Aging Cell. Author manuscript; available in PMC 2013 April 16.



Results

TA-65 stimulates telomerase activity and leads to telomerase-dependent elongation of
short telomeres in MEF haploinsufficient for the telomerase RNA component

TA-65 has been identified as an effective telomerase activator in human immune cells, and
neonatal keratinocytes and fibroblasts (Fauce et al. 2008; Harley et al. 2010). To delineate
whether TA-65 could also have an impact on telomerase-dependent telomere extension we
tested its capacity to affect the length of the shortest telomeres, which are the known
preferred substrates of telomerase (Bianchi & Shore 2007; Sabourin et al. 2007), in an ex
vivo model haploinsufficient for telomerase. To this end, we crossed Terct’~ females mice
with G2 Terc~ males mice to generate littermate populations of mouse embryonic
fibroblasts (MEFs) that were either G3 Terc™~ or G3 Terct'~ (hereafter referred to as G3
Terc'~ or G3 Terc*’~ MEFs, respectively). The G3 progeny of these crosses inherit a set of
chromosomes with short telomeres from the male Terc™/~ parent and a set of chromosomes
with normal telomeres from the female 7erc*’~ parent (Fig. 1a, scheme).

Noteworthy that only the G3 Terc*’~ progeny will inherit a copy of the Terc gene and,
thereafter, is telomerase proficient (Fig. 1a). Using a telomere repeat amplification protocol
assay (TRAP) we confirmed that reintroduction of the 7erc allele successfully reconstituted
telomerase activity in G3 Terct'~ cells, while G3 Terc™'~ littermates persisted telomerase
negative (Fig. 1b and Sup Fig. 1). Importantly, when we cultured G3 Terc™~ or G3 Terct’~
MEFs in the presence of 1 pM or 10 uM of TA-65 we observed its capacity to increase
telomerase activity in telomerase positive (G3 Terc*'") cells, with a significantly higher
effect 24 hours post-treatment for the 10 pum dose treatment and later for the 1 pm dose
treatment demonstrating a concentration dependent kinetics of telomerase activation (Fig.
1b-c and Sup Fig. 1). The observed telomerase stimulation is consistent with previous results
with human keratinocytes (Harley et al. 2010). The absence of telomerase in MEFs leads,
among other phenotypes, to an increase in the percentage of short telomeres and “signal-free
ends” and the correlated appearance of chromosomal instability (Blasco ef al. 1997; Herrera
et al. 1999; Samper et al. 2001a; Cayuela et al. 2005). By using the quantitative telomere
FISH (Q-FISH) assay we could observe that control telomerase reconstituted G3 Terc*'~
cells treated with 0.1% DMSO present a significant decrease of “signal-free” ends (12.3%
to 4.8%; Fig 1d-h) and critically short telomeres (telomeres with <8Kb length) compared to
similarly treated G3 Terc”~ littermates (12.8% to 5.4% Fig. 1d-h). Treatment of
telomerase-proficient G3 Terc*'~ cells with TA-65 during 5 days at concentrations of 1 M
or 10 uM resulted in an additional decrease of the percentage of “signal-free ends” to 1.6 %
and 2.9% , and short telomeres to 1.9% and 3.3%, respectively, compared to their control
situation (0.1% DMSO) (Fig. 1d.f). In marked contrast, TA-65 treated G3 telomerase-
deficient Terc™'~ littermate MEFs presented similar number of short telomeres or “signal-
free ends” confirming the telomerase-dependent mechanism of action of TA-65 (Fig. le,g).
Additionally, a significantly increased of average telomere length was observed in G3
Terct’~ cells when treated with 10 nM of TA-65 (37.87 Kb to 42.68 Kb, Fig. 1d). The
presence of short or uncapped telomeres results in higher cellular levels of gamma-H2AX,
an indicator of DNA double strand breaks and damage response (Martinez ef al. 2010). We
observed that TERC~~ MEFs present higher levels of nuclear gamma-H2AX comparing to
TERC proficient cells (Fig. 1i and representative image at Fig 1j). The presence of TA-65
could additionally decrease gamma-H2AX signal in TERC proficient cells but not in TERC
deficient background (Fig. 1i).

Although TA-65 can significantly rescue the percentage of short telomeres in telomerase
proficient cells, TA-65 per se cannot mimic the positive effects of re-introducing telomerase
in a telomerase deficient background (Hemann et al. 2001b; Samper et al. 2001a; Samper et
al. 2001b; Siegl-Cachedenier et al. 2007). These results delineate the mechanism of action of
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TA-65, demonstrating its ability to decrease the percentage of short telomeres and ““signal-
free ends”, only when in the presence of an active telomerase complex.

Dietary supplementation of TA-65 increases TERT expression in some tissues and rescues
short telomeres in mice

Telomere attrition and the accumulation of short telomeres are parallel to the ageing process
in humans and mice, being a probable cause of the appearance of age-related pathologies
(Harley et al. 1990; Canela et al. 2007; Jiang et al. 2008; Calado & Young 2009). Short
telomeres are therefore, both an indicator and a possible cause of healthspan decay with age
either in humans and mice. Following the above-described results with MEFs, we set to
address whether a dietary supplementation with TA-65 could similarly lead to detectable
changes on telomere dynamics 7nn vivo. To this end, we fed two cohorts of mature or old
female mice (1 yr or 2 yrs old, respectively) with control vehicle (fruit mash) or vehicle plus
TA-65 (final concentration of 25mg/kg body weight/day) for 4 months (scheme in Fig 2a,
and detailed information in Materials and Methods). Treated mice demonstrated a complete
tolerance to the administration of the vehicle or vehicle+TA-635 as no deaths or other overt
pathologies related to treatment were observed during this period. In line with this, body
weight was maintained and comparable between the different mouse cohorts throughout the
treatment period (Sup Fig. 2).

It has been previously described that treatment of CD8" T lymphocytes with a similar
telomerase activator compound (TAT?2) leads to an 8-fold increase in hTERT mRNA levels

(Fauce et al. 2008). To follow the effects of TA-65 dietary supplementation 7in vivo, we
examined mTERT mRNA levels in different tissues from the 2-years old TA-65 treated or

5 control cohorts at 3 months post-treatment. Notably, TA-65 treatment resulted in a significant
10-fold increase of mMTERT mRNA (Fig. 2b) and protein (Fig. 2¢) levels in the liver. mTERT
mRNA levels were also modestly increased in other mouse tissues including kidney, lung
and brain, although these increases did not reach statistical significance (Fig. 2b). Of note,
the same patterns were observed in the 1 year old group (Sup Fig. 3a). Interestingly,
increased levels of mTERT in the liver of 2 yrs old TA-65 treated mice correlated with an
increase in mRNA levels of JunB (Fig. 2d) and c-Myc (Fig 2e), two transcription factors
regulated by the MAPK pathway (Gupta et al. 1993; Lefloch ef al. 2008), which is a known
potential mediator of TA-65 action (Fauce ef al. 2008) The same activation was observed in
the 1 yr old group (Sup Fig. 3b,c). Higher levels of c-Myc in the liver were confirmed by
IHC in the 2-year-old group of mice, at time of death (Fig 2f,g). Of note, TA-65 did not
altered significantly the levels of targets of the Wnt (CD44, CyclinD1) or TGFp (Fibronectin,
KlIf4 or p16) pathways (Sup Fig 4), further supporting that TA-65-dependent telomerase
activation occurs through transcription factors regulated by the MAPK pathway, which may
directly or indirectly regulate the mTERT promoter
(hypothetical mechanism in Fig. 2h, based in our current findings and previous results
(Wang et al. 1998; Greenberg et al. 1999; Chang & Karin 2001; Inui ef a/. 2001; Takakura et
al. 2005; Pericuesta ef al. 20006)).

To address the in vivo effect of TA-65 treatment on telomerase-mediated telomere
elongation, we measured telomere length in blood samples from the 1 yr and 2 yrs old
controls and TA-65 treated groups, 3 months post the dietary supplementation period
ending. Telomere length was assessed from peripheral blood leukocytes by using a high-
throughput (HT) Q-FISH technique optimized for blood samples (Canela et a/. 2007).

6 Average telomere length was not significantly increased in the 1 yr or 2 yrs TA-65 treated
eroups compared to the untreated controls (Fig. 3a.c). Interestingly, we observed a
significant decrease of very short telomeres (telomeres below 2, 3 and 4 Kb, Fig. 3b.d) in
the 1 yr and 2 yrs old TA-65 treated groups at 3 months post-treatment, indicating a
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significant and consistent capacity of TA-65 to promote rescue of short telomeres both in
vitro (MEFs) and in vivo (mice). A similar scenario has been previously described in a study
assessing the role of TA-65 in humans, where a reduced percentage of cells with short
telomeres appeared concomitant with minimal effects in the mean telomere length (Harley et

al.2010).

TA-65 treatment enhances health-span in female mice

Previous studies have demonstrated that the shortest telomeres are causal of reduced cell
viability (Hemann et a/. 2001b; Hao et al. 2005) and that a stable and enforced expression of
telomerase leads to an improved health-span, accompanied by an extension of lifespan,
possibly through the rescue of short telomeres in mice (Tomas-Loba ef al. 2008). Since
TA-65 influences the percentage of cellular short telomeres through the activation of
telomerase, we were interested in addressing if this compound could have an impact on
health and/or life-span in the treated mice.

The aging process can be evaluated by studying some of the so-called biomarkers of aging.
One established indicator of ageing in mice is glucose intolerance and insulin resistance,
which increase with age (Bailey & Flatt 1982; Guarente 2006). Importantly, TA-65
administration during 4 months significantly improved the capacity to uptake glucose after a
glucose pulse (Area Under the Curve, AUC) in the 1yr old treated mice compared to the
control groups at 6 and 12 months post-treatment (Fig. 4a,d; Materials and Methods).
Furthermore, TA-65 treated mice presented a tendency to show lower levels of blood insulin
6 months-post treatment which, together with the glucose levels at fasting, resulted in a
tendency to have a better HOMA-IR score at 6 months post-treatment (Fig. 4b,c) (Heikkinen
et al. 2007). Of note, although we could observed a better glucose uptake after 12 months in
the 1 yr old group post TA-65 treatment (Fig 4d) we did not find major differences at the
basal insulin levels or HOMA-IR score; the same situation was observed in the 2 yrs old
group of mice (Fig 4e-i) which present a minor amelioration on the glucose tolerance test,
insulin and HOMA-IR parameters post treatment. This situation could indicate that a
discontinued TA-65 intake could result in an attenuation of some health-span improvements
(a situation in agreement with previous observations (Fauce ef al. 2008)), or that old mice
are less refractory to TA-65 treatment.

Liver steatosis is caused by lipid accumulation within hepatocytes both in humans and mice.
Despite being a relatively benign condition, when combined with inflammation it may
progress to serious liver disease (Feldstein et al. 2003; Higuchi & Gores 2003). Although
mouse liver steatosis models involve usually intake of a high-fat diet (and subsequent diet-
induced obesity) (Pfluger ef al. 2008), this condition may also occur in aged mice under
standard diet conditions (Kelder et al. 2007). As expected, lipid droplets were found in liver
sections of both control and TA-65 treated mice at time of death (Fig 4j). Interestingly,
control mice presented the strongest accumulation of fat in the liver at older ages comparing
to the TA-65 treated cohorts, which, together with the previous results, could indicate a liver
protective action of TA-65 (Fig 4j).

Other well-established biomarkers of ageing are the loss of the epidermal and subcutaneous
adipose skin layers (Shimokata ef al. 1989; Tomas-Loba et al. 2008). The weakness of the
skin barrier associates with infections and deficient water exchange. TA-65 treatment
resulted in an increase of subcutaneous fat content and epidermal layer in the 1 yr old group
of mice (Fig. 5a,c and representative image in Fig. 5b), but did not significantly change
these parameters in the 2 yrs old groups (Fig. 5a,c), comparing to the untreated controls. In
line with an improved epithelial fitness, TA-65 treatment increased the in vitro wound-
healing capacity of keratinocytes (Fig 5d) as well as significantly accelerated hair re-grow in
vivo upon plucking of old mice (Fig Se and representative image in Fig 5f); moreover,
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TA-65 treated mice present higher levels of positive Ki67 cells at the epidermis (Fig. 5g and
representative image at Fig. 5h) together with a significant protection of TUNEL positive
cells (Fig. 5i and representative image at Fig. 5j), partially explaining the previous results
and demonstrating TA-65 capacity to favor cell proliferation in vivo.

Bone loss, which results from the imbalance between osteoclast and osteoblasts, is also a
common finding with increasing age both in mice and humans, leading to age-related bone
fragility (Ferguson et al. 2003). Bone density was improved in the 2 yrs old TA-65 treated
group compared to their controls without TA-65 supplementation (measurements at time of
death, Fig. 5k).

Previous findings demonstrated that TA-65 uptake leads to significant changes in blood or
immune parameters in humans (Fauce et al. 2008; Harley et al. 2010). Table 1 summarizes
the hematological analysis of either 1 yr and 2 yrs control mice compared to TA-65 treated
groups. Although no significant differences were observed in the 1 yr old group, we could
observe significant differences in the level of red blood cells (RBC), hemoglobin, and
platelets in the TA-65 treated 2 yrs old group compared to age-matched cohorts. The
absence of differences in the 1 yr old group could be due to the fact that the blood analysis
was performed at time of death, which occurred much after the treatment period in the 1 yr
old group, where the effect of TA-65 has been already partially lost.

These results demonstrate that TA-65 per se can modestly but significantly enhance overall
organ fitness of both mature (1 yr old) and old (2 yrs old) female mice.

TA-65 intake does not impact on mean or maximum longevity of female mice

The known impact of telomerase in ageing and cancer lead us to address whether TA-65
supplementation could have any beneficial or undesirable effects on mouse survival and
cancer incidence, respectively. Recent evidences demonstrate that enforced expression of
telomerase either from the germline (together with enforced expression of tumor
suppressors), or ectopically in adult/old mice leads to a significant extension of both mean
and maximum lifespan ((Tomas-Loba et al. 2008) and unpublished results).

Analysis of the Kaplan-Meier survival curves of control versus TA-65 treated female mice
demonstrated no significant effects of TA-65 intake on survival (Fig. 6a,b). Accordingly,
TA-65 administration for 4 months did not change statistically the mean or maximal lifespan
of female mice under our experimental conditions.

TA-65 intake does not increase cancer incidence

A disadvantage of mTERT potentiation could be associated to its capacity to favor
proliferation of cancerous cells in murine models (Gonzalez-Suarez ef al. 2001; Artandi ef
al. 2002; Canela et al. 2004; McKay et al. 2008; Tomas-Loba et al. 2008; Rafnar ef al.
2009). To address whether TA-65 supplemented diet had undesirable long-term side effects,
we performed a pathological analysis of all female mice under treatment and controls at time
of death. We observed that TA-65 treated mice presented a similar incidence of malignant
cancers at time of death, with a tendency to show decreased sarcomas and slightly increased
lymphomas (Fig. 6¢.,d). Moreover, although we observed an increased incidence of cancer in
the liver of TA-65 treated mice (were TA-65 treatment resulted in a 10-fold increase of
TERT expression), these values were not significant comparing to the untreated situation
(Fig. 6d).
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Discussion

Strategies to extend heath span conditions with lifetime extension have been the target of
scientific investigation for decades. From the preliminary studies describing the effects of
caloric restriction, which evolve to detailed characterizations of pathways and potential
targets resulting in recent conceivable treatments, the outcome has been continually focused
in a healthier organismal living (Guarente & Kenyon 2000; Hayflick 2000; Kirkwood &
Austad 2000; Kenyon 2010).

Here, we characterize a small molecule compound (TA-65) extracted from the roots of a
medicinal Chinese plant used, among other things, to “protect” the immune system or
“preserve” the liver (Shen ef a/. 2006; Clement-Kruzel ef a/. 2008; Mao et al. 2009). We
demonstrate here that TA-65 leads to a significant rescue of short telomeres through
telomerase activation in MEFs haploinsufficient for the telomerase RNA component. Indeed,
TA-65 treatment increases proliferation and mobilization potential of mouse keratinocytes in
vitro, a situation mimicking telomerase overexpression (Greider 1998; Cerezo et al. 2003).
Recently, Fauce and colleagues demonstrated that TAT?2, a similar molecule, have beneficial
effects in the activation of CD8* T lymphocytes from HIV-infected patients where they
observe an increase of the proliferative potential and enhancement of cytokine/chemokine
production (Fauce et a/. 2008).

The use of TA-65 as a treatment to improve health-span in humans has been tested in past
few years, where subjects took part in an open label comprehensive dietary supplementation
program, which included a TA-65 dose of 10-50mg daily (Harley er a/. 2010). Report
analysis of the first treatment year has been recently released, demonstrating high
tolerability and some beneficial effects in humans (Harley ef a/. 2010). We have now
assessed the specific effects of TA-65 in a blinded study of two cohorts of 1 year old
(mature) or 2 years old (old) female mice where an adjusted dose of TA-65 was
administrated daily for 4 months. TA-65 resulted in a similar rescue of short telomeres in
leukocytes post-treatment as observed with humans, most likely through an activation of
telomerase. Actually, when we measured mRNA transcripts we observe that TA-65 lead to
10 fold increase of telomerase RNA levels in the liver of treated mice comparing to the non-
treated same-age cohorts. These results enforce the previous idea that TA-65 regulates
telomerase at the transcription level, probably through the regulation of the MAPK pathway
(Fauce et al. 2008). Whether or not TA-65 could regulate post-transcriptionally the levels of
telomerase in the liver or other tissues has not been assessed here or elsewhere, although this
is improbable in the case of mouse telomerase since some mTERT post-translational
modifications such as phosphorylation is mediated through the AKT pathway, which seems
not to be influenced by TA-65 (Kang et a/. 1999; Gomez-Garcia et al. 2005; Fauce et al .
2008).

We further show here that TA-65 dependent telomerase activation results in a better organ
fitness as demonstrated by the improved scores at the glucose tolerance test and insulin
levels at fasting. These enhancements could be related to the TA-65 dependent ERK
pathway activation in the liver and subsequent telomerase expression, which have been
shown to mediate the glucose tolerance and insulin response (Tomas-Loba et a/. 2008).
Moreover, ERK signal is silenced by the activation of the p38 MAPK, which responds to
external damage signals arising usually with ageing progression and oxidative damage
accumulation, and result in age-related insulin insensitivity and glucose intolerance
(Kyriakis & Avruch 2001; Auet al. 2003; Liet al. 2007; Bluher et al. 2009). TA-65
supplemented mice also present modest enhancement of the subcutaneous and epidermal
thickness, as well as higher bone density, representative of an overall fitness status
improvement. A similar situation has been previously observed in mice overexpressing the
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telomerase catalytic subunit (Tomas-Loba et al. 2008). Analysis of the blood parameters
also demonstrated that 2 yrs old TA-65 treated mice present higher levels of RBC and
hemoglobin comparing to the control cohorts. The decrease of such parameters is a regular
situation experienced during aging progression in healthy old mice and could be related to
RBC fragility and deficient regulation of the stem cell pools (Ewing & Tauber 1964; Finch
& Foster 1973; Tyan 1980; Tyan 1982a; Tyan 1982b; Xing ef al. 2006). Importantly,
improved health-span of TA-65 treated mice is not accompanied by increased cancer
incidence, which may be related to the fact that TERT levels are very modestly increased in
all tissues tested except for the liver. Alternatively, telomerase enhancement in adult (1 yr
old) or very old mice (2 yr old) may have beneficial effects without increasing cancer
incidence owe to the fact that older organisms are more refractory to proliferative stimuli. In
conclusion, the TA-65-dependent mechanisms mediating healthspan improvements could
involve, and be mostly mediated, by the increased levels of telomerase expression. Indeed, it
has been recently observed that systemic telomerase overexpression from the germline leads
to protection from aging associated pathologies (Tomas-Loba ef al. 2008), and a similar
situation could be mimicked expressing telomerase late in life in a telomerase deficient
background (Jaskelioff et al. 2010). Telomerase was also shown to support stem cell
mobilization which could explain a better tissue regeneration capacity through time (Flores
et al. 2005). In line with this, we observed a higher proliferation rate and a partial protection
from cell death in some tissues of TA65 treated mice (Fig. 5g-j and Sup. Fig. 5) comparing
to the control situation although other tissues did not present significant alterations (Sup Fig
5). Even if novel roles have been described for telomerase (for instance, in activating the
Wnt pathway (Park et al. 2009)), the lack of scientific support did not permit to unveil so far
which of its functions could further contribute to the observed effects.

Here, we provide evidence on the role of TA-65 in a healthy ageing improvement but not
survival (either mean or maximum longevity) in female mice. The balance between health
enhancement and longevity do not always correlate. Indeed, if a long-lived mammalian
organism presents regularly health benefits (Berryman et al. 2008; Tomas-Loba et al. 2008)
the opposite as shown to be potentially untrue (Herranz & Serrano 2010). Of importance is
the fact that we feed our mice cohorts for a limited period of time (4 months), being the
impact of the compound shown to be partially lost during the absence period (Fauce et al.
2008); even though, we show that some phenotypic rescues (such as the hair re-growth) can
be maintained longer after TA-65 uptake conclusion. We cannot discard that a longer or
constant dietary supplementation of TA-65 could also impact on lifespan or cancer. In
conclusion, here we described new findings on the potential therapeutic use of TA-65,
delineating for the first time its mechanism of action and organismal response.

Methods

Formulation of TA-65

TA-65 was obtained from 7A Sciences. TA-65 is a >95% pure single chemical entity as
judged by HPLC and NMR (data not shown), which was isolated from a proprietary extract
of the dried root of Astragalus membranaceus (Harley et al. 2010). TA-65 was dissolved in
DMSO at ImM or 10mM stock concentration (1000x final concentration).

Mice, cells and treatments

All G2 Terc™'~ and Terc*'~ mice used in this study were of the same identical genetic
background (C57BL6). Third generation G3 Zerc”’~ and G3 Terc/~ littermate mouse
embryos were derived from crossing G2 Terc”/~ with Terct’~ mice (Fig. 1a). Genotyping
was performed by Southern blotting as described (Blasco ef al. 1997). Mice were maintained
at the Spanish National Cancer Centre (CNIO) under specific pathogen-free conditions in
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accordance with the recommendations of the Federation of European Laboratory Animal
Science Associations.

Mouse embryonic fibroblasts (MEF) were prepared from day 13.5 embryos as described
(Blasco et al. 1997). Two independent TA-65 treatments were performed using independent
MEEF cultures. G3 Terc”~ and G3 Terc*'~ primary MEF (passage 1) were cultured for 6
days in Dulbecco’s modified Eagle’s medium (DMEM; Gibco, Paisley, UK) supplemented
with 10% fetal bovine serum (FBS) and antibiotic/antimycotic at 37°C / 5% CO?Z. Fresh
TA-65 was added to the media at a final concentration of 1uM or 10uM every 24 to 48
hours, along with change of media, and cells were passaged at day 2 and day 5. Control cells
were treated with 0.1% DMSO.

Aged cohorts of female mice were obtained directly from Harlan Laboratories. Both 1 yr
and 2 yrs old groups were aged under standard conditions and present 100% C57BL/
6JOlaHsd background. Mice were conditioned in a pathogen-free area of CNIO after arrival,
in accordance with the recommendations of the Federation of European Laboratory Animal
Science Associations. Half of the mice were supplemented with 25mg of TA-65 perkg of
mouse body weight perday, mixed in 100p1 of fruit mash, for 4 months. Fruit mash alone
was supplemented to the control cohorts (1001, with the same periodicity as treatment
groups). Mice were daily inspected by an authorized animal facility supervisor, before and
after TA-65 treatment. Mice were sacrificed when presenting signs of illness or tumors in
accordance to the Guidelines for Humane Endpoints for Animals Used in Biomedical
Research.

Telomere repeat amplification protocol (TRAP)

Telomerase activity in G3 Terc”~ and G3 Terc’~ MEF was measured by Telomeric Repeat
Amplification Protocol (TRAP) as described previously (Blasco ef al. 1997). Protein extracts
of HCT116 cells served as a positive control. As negative controls, protein extracts were
treated with 5 ug RNase for 10 min at 30°C before performing the TRAP assay. Radioactive
gels were exposed to BioMax MS films (Kodak) for at least 12 hours at -80°C.
Quantification was done on digitalized films, using ImageJ software (NIH). The mean
intensity of each lane after background subtraction was calculated, normalized by the
dilution factor of the applied protein extract and expressed as folds relative to the
corresponding DMSO treated cells.

Quantitative telomere fluorescence in situ hybridization (Q-FISH) and High throughput (HT)

QFISH

At 70% confluence, primary MEFs (passage 3) were incubated with 0.1mg/mL Colcemide
(Gibco, Paisley, UK) at 37°C for 4 hours to induce metaphases. Cells were then harvested
and fixed in methanol:acetic acid (3:1). Metaphases were spread on glass slides and dried
overnight, and Q-FISH was performed using a PNA-telomeric probe as described previously
(Herrera et al. 1999; Samper et al. 2000).

Metaphases were analyzed with a fluorescence microscope (DMRA?2, Leica, Wetzlar,
Germany) and images were captured with a COHU CCD camera (San Diego, CA, USA)
using the Leica Q-FISH software. Fluorescence intensity of telomeres was quantified by
spot IOD analysis using the TFL-TELO software (provided by P.Landsdorp, Vancouver,
Canada) and normalized to the fluorescence intensity of fluorescent beads (Molecular
Probes, Carlsbad, CA, USA).

HT-QFISH was performed as previously described (Canela ez al. 2007). Briefly, blood was
extracted at the indicated time points after TA-65 treatment was finished. Peripheral blood
leukocytes were plated on a clear bottom black-walled 96-well plate. Telomere length values
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were analyzed using individual telomere spots (> 5000 per sample) corresponding to the
specific binding of a Cy3 labeled telomeric probe. Fluorescence intensities were converted
into Kb as previously described (Mcllrath ef al. 2001; Canela et al. 2007).

Quantitative real-time RT-PCR

Total RNA from liver was extracted with Trizol (Life Technologies). Samples were treated
with DNase /before reverse transcription using random primers and Superscript Reverse
Transcriptase (Life Technologies), following manufacturer’s guidelines. The primers used
were:

Actin-For: GGCACCACACCTTCTACAATG;
Actin-Rev: GTGGTGGTGAAGCTGTAG;

TERT-For: GGATTGCCACTGGCTCCG;
TERT-Rev: TGCCTGACCTCCTCTTGTGAC;
JunB-For: AGC CGC CTC CCG TCT ACA CCA;
JunB-Rev GCC GCT TTC GCTCCA CTT TGA TG;
c-Myc-For: ATGCCCCTCAACGTGAACTTC;
c-Myc-Rev: CGCAACATAGGATGGAGAGCA;
CyclinD1-For: TGCGCCCTCCGTATCTTAC;
CyclinD1-Rev: ATCTTAGAGGCCACGAACATGC;
CD44-For: CAGCCTACTGGAGATCAGGATGA;
CD44-Rev: GGAGTCCTTGGATGAGTCTCGA;
pl16-For: CGTACCCCGATTCAGGTGAT;

pl6-Rev: TTGAGCAGAAGAGCTGCTACGT;
Klf4-For: GCGAACTCACACAGGCGAGAAACC;
KlIf4-Rev: TCGCTTCCTCTTCCTCCGACACA;
Fibronectin-For: TACCAAGGTCAATCCACACCCC;
Fibronectin-Rev: CAGATGGCAAAAGAAAGCAGAGG;

Student’s £test was performed on the A ACt as previously recommended (Yuan et al. 2006;
Matheu et al. 2007).

Histological analyses

We performed c-Myc (sc-764, Santa Cruz biotechnology) Ki67 (M7249, clone TEC-3) and
TUNEL (ApopTag Detection Kit) stainings on paraformaldehyde-fixed, paraffin-embedded
sections (AxioVision and Scion Image software were used for image analysis; quantitation
of immunostainings was determined by counting the number of peroxidase stained nuclei
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over the total number of hematoxylin-stained nuclei) and oil red O staining (fat cells) on
liver frozen sections. Samples were processed and acquired under identical conditions.

For complete blood cell counts, we collected blood samples just before euthanasia. Data
represents information collected from, at least, 5 mice. Counts were done using an Abacus
Junior Vet System.

Glucose Tolerance Tests, Insulin Levels and HOMA-IR

Glucose tolerance test and analysis was performed as described elsewhere (Moynihan et al.
2005). Mice were fasted for at least 6 hr, and injected intraperitoneally with a 50% dextrose
solution (2 g/kg body weight).

Blood insulin levels were measured with an Ultra-Sensitive Mouse Insulin ELISA Kit
(Crystal Chem Inc. #90080), following manufacturers protocol. Mice were fasted for at least
6 h prior to blood insulin analysis. HOMA-IR was calculated as previously described
(Matthews et al. 1985; Heikkinen et al. 2007).

Bone density, skin measurements and cell migration

Bone mineral density was measured in the femur of female mice post-mortem using a Dual
Energy X-ray Absorptiometry (DEXA) scan device. Subcutaneous fat and epidermal layers
measurements were performed as previously described (Tomas-Loba et al. 2008). ImageJ
software was used for skin length measurements.

Cell migration assays were performed on neonatal human epidermal keratinocytes (HEKn).
Briefly, a confluent monolayer of HEKn was scraped with a sterile pipette tip. Migration
into the wound was scored after 24h, 48h or 72h in the presence of DMSO or TA-65 (10
pM). Imagel software was used for length measurements.

Hair re-growth assay was performed and quantified as previously described (Matheu et al.
2007). Briefly, dorsal hair was removed by plucking from a square of approximately 1.5 cm
x 1.5 cm. Hair re-growth was scored two weeks later and a semi-quantitative assessment
using an arbitrary scale from one to four (where four represents complete hair regeneration).

Statistical analyses

Statistical significances were calculated using GraphPad Prism 5 software. An unpaired
student’s £test was used to calculate statistical significances of telomerase activity (TRAP),
mRNA expression levels, protein levels, IHC quantification, glucose tolerance, insulin
levels, HOMA-IR, skin measurements and BMD. Statistical analysis of hair regrowth
experiments was assessed with Fisher’s exact test. Statistical significances of differences in
overall telomere length were determined by Wilcoxon-Mann-Whitney rank sum test. For
statistical analyses of percentage of short telomeres and pathological analysis at time of
death a Chi-square test was used. Finally, a Log-Rank test was used for survival
comparisons between cohorts.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1. TA-65 rescues short telomeres in a telomerase-dependent manner

A. Scheme of mouse crosses. B. Telomerase activity was measured in MEFs extracts grown
in the presence or absence of TA-65 for 24h and 5 days. Two different concentrations of
TA-65 were tested. A cellular extract from HCT116 cells was included as a positive control,
and RNase was added in all experimental settings as negative control. IC, PCR efficiency
control. C. Fold changes in telomerase activity were quantified from the TRAP experiments,
comparing to the values obtained for the control situation (without TA-65). At least 4
independent experiments were used per condition. The mean amounts of telomerase activity
and error bars (standard deviation) in the different experimental settings are shown. One-
way ANOVA was used for statistical analysis. D, E. Telomere fluorescence determined by
Q-FISH on MEFs from the indicated genotypes grown in different concentrations of TA-65.
Histograms represent the frequency of telomere fluorescence in Kb per telomere dot from a
total of 50 nuclei, representing at least 650 telomeric dots per genotype. The red line
indicates telomeres presenting <20 Kb of size. F, G. Comparison of the percentage of
“signal-free” ends and short telomeres (< 8Kb) between MEFs of different genotypes,
growth in the presence or absence of TA-65. Student’s t-test was used for statistical
comparisons. H. Comparison of the percentage of “signal-free” ends and short telomeres (<
8Kb) between MEFs of different genotypes. Student’s #test was used for statistical
comparisons. I. Mean y-H2AX immunofluorescence (green) per nucleus of MEF of the
indicated genotype, in the presence or absence of 5 days incubation with TA-65 (DAPI in
blue; at least 200 nucleus were scored per condition). Quantitative image analysis was
performed using the Definiens Developer Cell software (version XD 1.2; Definiens AG). J.
Representative immuno images showing the y-H2AX (green) and nucleus stainings (DAPI -
Blue), in the indicated genotypes.

A Vehicle or Vehicle +TA-65
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Birth  —
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Figure 2. TA-65 leads to an increased TERT expression in vivo

A. Scheme of the TA-65 treatment plan. B. Fold change in mMTERT mRNA levels 3 months
post treatment in different tissues of 2 years old TA-65 treated mice compared to age-
matched controls. mMTERT mRNA values were normalized to actin. Student’s t-test was used
for statistical comparisons. C. mTERT protein expression in liver extracts from control or 2
years old TA-65 treated mice (NS: non-specific band) using a mTERT antibody previously
validated by us (Martinez ef al. 2010)). As controls, mTERT protein expression is detected
in wild-type MEFs but not in TERT~'~ MEFs (Liu et al. 2000). Quantification of mTERT
expression is presented in the right panel (fold changes in telomerase activity are plotted,
comparing to the values obtained for the control situation (without TA-65)). The
quantification was made with Scion Image Software. Student’s t-test was used for statistical
comparisons. D. Fold change in JunB mRNA levels 3 months post treatment in different
tissues of 2 years old TA-65 treated mice compared to age-matched controls. JunB mRNA
values were normalized to actin. E. Fold change in c-Myc mRNA levels 3 months post
treatment in different tissues of 2 years old TA-65 treated mice compared to age-matched
controls. c-Myc mRNA values were normalized to actin. Student’s t-test was used for
statistical comparisons. F. Percentage of c-Myc positive cells, quantified from at least 3
independent mice. Measures were realized post mortem in cancer-free mice. Student’s t-test
was used for statistical comparisons. At least 5 high power fields (HPF, x100) were used per
independent mouse (around 3000 cells scored per mouse, AxioVision was used for image
analysis). G. Representative IHC of c-Myc staining in either control or TA-65 treated 2
years old female mice. H. Hypothetical model of action of TA-65 based in ours and previous
results.

Aging Cell. Author manuscript; available in PMC 2013 April 16.



£ 80y
5 f i b 1 yr old group
@ 601 n= = -
S n ...15 n=15 3 months post-treatment
g 40 Control
£ B TA-65
T 207
c
2 o
=
B p<0,0001
]
0,207 223/ o 0,51 <0,0001 o 0]
@ 253929 '
5 0,15 5 041 448/ ' § o8- p<0,001
58 T £ 253929 ES '
2= 5 =031 2 =061 816l
2 20,101 =2 T 2 253929 1753/
2N W 0,2 615/ 004
Y VvV o v Y T 625540
£ — (054 126/ £ = 625540 £ =—
% ' 625540 % 0,14 - % 0.2 -
0,00-4_— 0,04 0,0
C —_—
£ 807
= p=0,37
604 n=10 ~2 yrs old group
s . n=15 3 months post-treatment
2 404 Control
@
E B TA-65
E 20
g
o O0-
s
D p<0,0001
1
0.20 222/ 05 p<0,0001
207 414118 h I — 1,07
8 8 .| e 8 os p=0,001
| 41 £ oed
230‘15 P 414118 £ 1256/
s< S £0,3- 2 So,6 414118
— i m p— 9
£gow £2 ., 005/ bt 2489/
e Y 227/ gy 10a6576 & L0 1046576
5 0,054 1046576 & 0.1 S (ol
0,00~ 0;0- 0,0

Figure 3. TA-65 rescues short telomeres in vivo

A, C. HT-QFISH telomere length analysis of the 1 year old (A) or 2 year old (C), control or
TA-65 treated group, 3 month post-treatment. B, D. Percentage of short telomeres (fraction
of telomeres presenting a size below 2, 3 or 4 Kb), 3 month post-treatment, in the 1 year old
(B) or 2 year old (D) group of mice. Data are given as mean+SEM.
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Figure 4. TA-65 treatment increases metabolic fitness

A, D, G. Glucose tolerance measured as fold changes to the area under the curve (AUC) at
the indicated time post-treatment in the 1 yr or 2 yrs old cohort of mice. B, E, H. Insulin
levels at the indicated times post-treatment in the 1 yr or 2 yrs old cohort of mice. C, F, I.
Homeostatic model assessment scores (HOMA) at the indicated time post-treatment in the 1
yr or 2 yrs old cohort of mice. TA-65 supplemented mice present a better score at 6 months
post treatment, indicating a better metabolic rate. J. Oil red O staining of lipid droplets in
frozen liver sections from either controls or TA-65 treated mice on a standard diet. Measures
were realized post mortem in cancer-free mice. Quantification of Oil Red O area is presented
in the right panel (5 images per mice; Photoshop CS3 and Scion Image software were used
for image analysis).
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Figure 5. TA-65 treatment delays some age-associated pathologies

A. Thickness of the subcutaneous fat layer at time of death in the different mice cohorts. B.
Representative images of subcutaneous fat and epidermal layers in mice feed with vehicle or
vehicle plus TA-65. C. Thickness of the skin epidermal layer, at time of death, in the
different mice cohorts. D. Stimulation of wound closure in HEKn cells incubated in the
presence of TA-65. Images were taken after incubating for 24, 48 and 72 hours. Wound
closure was calculated and is presented in the right panel. E. Hair re-growth capacity was
quantified in arbitrary units (a.u., see Materials and Methods) 14 d after plucking. Fisher’s
Exact test was used for statistical analysis. Experiments were carried 12 months post the
ending to the TA-65 supplementation period in the 1 yr old cohort of mice. Six independent
mouse were used. F. Representative images of hair-regrowth. Images were acquired in
anesthetized female mice of the 1 yr old group before and 14 days after hair plucking. G.
Percentage of Ki67-positive cells in the epidermis (tail skin) from mice non-treated (control)
or treated with TA-65. Student’s t-test was used for statistical assessments. At least 6 high-
power fields (HPF, x100) were used per independent mouse (around 2000 skin epidermis
cells scored per mouse). H. Representative Ki67 immunohistochemistry images of skin
epidermis (tail) from the indicated mice cohorts. I. Percentage of TUNEL-positive (Apoptag
detection kit) cells in the epidermis (tail skin) from mice non-treated (control) or treated
with TA-65. Student’s t-test was used for statistical assessments. At least 6 HPF (x100) were
used per independent mouse (around 2000 skin epidermis cells scored per mouse). J.
Representative TUNEL stained images of skin from the indicated mice cohorts. K. Femur
bone mineral density (BMD femur) measured at the time of death in the 2 yrs old cohorts.
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Figure 6. Dietary supplementation of TA-65 has no effect on lifespan in female mice

A, B. Survival curves of the indicated control of TA-65 treated 1 yr and 2 yrs old mouse cohorts.
Alive mice are plotted as a vertical line. The Log rank test was used for statistical analysis. C.
Percentage of mice with the indicated tumour at their time of death. (* Of note that 100% [2 mice] and
33% [1 mice] of the mice presenting adenomas also present lymphomas in the control and TA-65
situations, respectively). D. Percentage of cancer penetrance (histiocytic sarcomas and lymphomas) in
the liver of the indicated mice cohorts.

Table 1

Values for relevant blood/immune variables among TA-65 treated and controls, in both aged cohorts.

Blood/Immune Control TA-65 T- Control TA-65 T-
variables 1yrold 1yr old test 2 yrs old 2 yrs old test
(time of death) | (time of death) (time of death) | (time of death)
wac | 10 74 54 0.1 8,1 45 x
LYM % 49,6 50,0 n.s 414 36,9 n.s
MI % 2,5 4,7 n.s 6,8 42 n.s
GR % 479 449 n.s 51,7 62,2 n.s
rBC | 10°1% 7.1 7.1 - 48 63 ok
1
HGB g/dl 10,1 10,0 n.s 7,6 92 w3k
HCT % 243 239 n.s 215 26,6 w%
A
et | 1O 354 289 ns 292 587 x

Aging Cell. Author manuscript; available in PMC 2013 April 16.






NDNA

oK

www.skindnaturkey.com .

)' LIFE BENGTH

www.lifelength.com 5

T.A.T. (Telomere Analysis Test)

Her insan DNA duzeyinde essizdir. Anti-
aging tedavi de DNA diizeyinde kigiye
Ozel olmalidir.

Bireylerin genetik olarak yaglanma
egilimlerini belirleyen testtir.

@ Skilk + Esneklik Kabiliyeti

© UV Dayanikliig + Pigmentasyon
©® Glikasyon Direnci (A.G.E.)

O Serbest Radikal Direnci

© Hassasiyet + Inflamasyona Yatkinlik

Kritik dizeyde kisalmig telomerlerin
boyunu ve miktarini dlgen genetik testtir.
Test biyolojik yas tespiti icin kullanilr.
Yillik élcimler yaparak yaslanma hizi
belirlenip, ydnetilebilir.

www.tasciences.com
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Astragallus bitkisinden elde edilen 6zel

| TA-65 MD® 250 Unite, 90 kapsiil
Tl ‘-—rb bir molekul ile formule edilmis besin
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desteqidir.
Yemeklerden 2-3 saat sonra gliinde 1
kapsul alinmasi onerilir.

Uzun sareli kullanimi gavenli olup, dizenli
alinmasi Onerilir.

TA-65 for Skin 30 ml - 118 ml

Anti-aging amagcl cilt bakim kremidir.
Patentli TA-65° etken maddesi icerir.
Temiz cilde giinde 2 kez uygulanir.

Tam yas ve cilt tiplerine uygundur.
Paraben icermez.

Airless tup icinde kullanima sunulur.
Dermatolojik olarak test edilmisgtir.
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