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2016-D-26 Sequencing of huntingtin orthologs in several primate species

Elena Cattaneo , Giulio Paolo Formenti (University of Milan) FTPRIIGE @ &5 FHEE

Within the framework of the project “Intermediate allele identification in non-human primates through Htt Exonl
sequencing”l have spent three weeks at Primate Research Institute with the general goal of sequencing Htt orthologs (rHtt —
real Htt) and paralogs (pHtt) in up to 107 samples belonging to different individuals from 34 non-human primate species.
These samples were available through PRI and their collaborators (essentially Japanese Monkey Center — IMC).

We are after the identification, if present, of a primate species with Hitt genetic features similar to humans (i. e. high number
of CAG repeats). Incidentally, the presence of an Htt pseudogene (pHtt) in the family of Callithricidae could also be
investigated.

When at PRI, I immediately met the PRI collaborator from the Japanese Monkey Center at their annual meeting to
establish a cooperative research effort that would have allowed samples retrieval. During the same meeting I have also
presented in public our experimemal plan.

After PRI 50th anniversary I have installed in the laboratory, verified the presence of all consumables that were
previously ordered and started a series of preliminary experiments with the DNA already available.

While the preliminary experiments were on-going (PCR amplification, cloning, plasmid extraction and sequencing) I
received a first batch of 12 from PRI tissues by Dr. Nagume Tani for DNA extraction, from which DNA was extracted and
the samples were also processed. That week I have also presented our experimental plan to the weekly meeting of the
Molecular Biology Section.

Finally, we could meet with Dr. Takashi Hayakawa from JMC to decide which samples to process from their tissue bank.
We firstly decided to focus on New World Monkeys (100 samples): some of them harbour both rHtt and pHtt and represent
a group of usually small primates, potentially suitable for disease modelling.

While I kept processing the first 12 samples from PRI I have prepared the first 21 tissue samples from JMC for DNA
extraction. However I have noticed that when amplifying the Callithricidae samples, where both rHtt and pHtt is present, we
get preferential amplification of pHtt over rHitt. So I designed a new strategy to selectively amplify the rHtt in those species.
Despite this, amplification of rHtt in three new species (S. sciureus, A. trivirgatus, A. belzebuth) was achieved.

Results from sequencing of the samples from first 12 samples from PRI suffers the same issue reported above (i. e.
preferential amplification of pHtt over tHtt) and moreover in IMC samples pHtt is present where it should not suggesting
that there could have been some DNA contamination in the sample. This is possible since Dr. Hayakawa had reported that
several of these samples were very old.

I have cloned and sent plasmid for sequencing from tissue samples of IMC, and started to apply the new strategy for
assessing only rHtt.

Unexpected events related to personal matters forced me to return back to Italy ahead of time. At that point, results of
sequencing for JMC samples were not conclusive. They suggested that some contamination is likely to be present but that it
is also possible to sequence rHtt/pHit from them. I was also unable to obtain results for the new strategy for assessing only
rHit in time. However I have applied it successfully once back in Italy, implying that it can be used also on the japanese
samples.
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H26-A4 Phylogenetic and population genetic studies for conservation of nonhuman primates in Myanmar (Aye Mi San)
H26-A15 The genetic profile of Taiwabese Macaque groups (Su Hsiu-hui * Fok Hoi Ting)

H26-A23 Study on phylogeography of macaques and langurs in Nepal (Mukesh Chalise)

H26-A24 Study of ecology and phylogeography of primates in Sri Lanka (Charmalie Anuradhie Dona Nahallage)
<TH2 TEE>

H27-A4 MtDNA phylogeography of slow lorises in Vietnam: Conservation and reintroduction program (Hao Luong Van)
H27-AS5 Phylogenetic and population genetic studies for conservation of nonhuman primates in Myanmar (Aye Mi San)
H27-A12 Ecological and phylogeographical study on Assamese macaques in Bhutan (Tshewang Norbu)

H27-A26 Molecular classification of the grey langur and purple-faced langur in Sri Lanka (Charmalie AD Nahallage)
H27-A36 The genetic profile of Taiwanese macaque groups (Hsiu-hui Su)

H27-A37 Study on phylogeography of macaques and langurs in Nepal (Mukesh Chalise)

<Rk 2 BFEE>

H28-A1 Phylogenetic and population genetic studies for conservation of nonhuman primates in Myanmar (Aye Mi San)
H28-A20 Study on phylogeography of macaques and langurs in Nepal (Mukesh Chalise)

H28-A21 Ecological and phylogeographical study on Assamese macaques in Bhutan (Tshewang Norbu)
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P-5 Lucie Rigaill (Primate Research Institute) Does female urine modulate male sexual behaviors in Japanese
macaques ?

P-6 Julie Duboscq (Wildlife Research Centre, Kyoto University) Connecting the dots: linking host behavior to
parasite transmission and infection risk
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