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1. Do you think that 2- day fastmg in mice is foo long"

A: This method was 1mplememed as prcwously describcd (Ahima., 1996, Gawﬂova 1999 Wiiliams. 2012)

2. Whether the 7g bcdy weight loss is good for animal welfare" _
ACAl expenmcnts were carried out mth male littermates or CD—] mice that were appmxrmate]y 813 weeks old So, around ?g
body wclght loss (approx 20% from original body welght) may not affect on ammal welfare. '

3, Where were AgRP and POMC expressed" Were they expressed in the PVH VMH or ARC"

A, Co—expressmn of AgRP and NPY: is found only in the ventromedial ARC neurons. In parallel, in the v'cnt_rolatetjal ARC, there |
are neurons that co-express CART and POMC. AgRP and POMC were expressed in ARC specifically, which means PVH and
VMH do not express these neuropepndm Even if we obtained the whole hypotha]amus mcludmg P‘VH VMH and ARC AgRP
and POMC exprcssmns werfe orlgmatcd from the ARC, ' ' . R
4. The mRNA levels of AgRP in PACAP (-~} mice mhlblted food intake 4 h after refeedmg However. food intake 4 Lk after '
refeeding was not changed between PACAP( {-) and (+£+)

A Although food intake of PACAP (-z’-—) mice 4 h after rcfcedmg showed a tendency to decrease as compared w1th that of PACAP
(+/+) mice, it should be noted that the reduction of food intake of PACAP (—f—) 8 h after rcfecdmg showed stanstlcally significant.
5. Are there any differences hetween daily and post fastmg food intake? .

A. As you mentioned, the food intake after fasting for 2 days do not eccur in our daily fife, thereby the situation of mice was
different. Indced, CRH stress—relatcd neuropeptide expression, was significantly increased in the hypothalamué of PACAP (-/)
mice, which suggcstcd stress response might be involved in the fasting experiment. However, we m:ed the ﬁJ_rther expenments to
clarify the detail of the difference of daily and post-ﬁastmg food intake.

| 6. What is the different t‘unctmn between PACAP38 and PACAP27? -

' A PACAPZ’;‘ was shown to display the similar biologicel activity as compared with PACAP38, but they have a dlffercnt

peripheral dlstnbutlon. _

7. Can PACAP (-/-) mice gi-o_w normal? :

A. PACAP (-/-) mice had.previoﬁs]y been generated, -backerossed inte a CD-1 background and hiad a high surviving rate.
However, in a C57BL/6 background PACAP (~/-) mice have high mortality durmg Jjuvenile because of mai- adaptation io thc
ambient femperature.

8. Wh_y you did not see any diﬂ'érences in body weight between fwo genotypes? :

A. The reason why body 'weight is not changed between two genotypes may be due to the decreased energy expenditure in
PACAP (+/-) mice. It was previously reported that the expressions of UCP1 and Pgcla, which contribute to the basal metabolism,
were decreased in me'bro\x;'n adipocyte tissue of PACAP (-/-) mice than that of PACAP (+) mice (Bruce AA, 2008}




BERROEEOES

12-Do PACAP inhibitors have any side effects? Is it possﬂ]le for-clinical application? _
A As far as we exarined, any abnormal behawor were not observed aﬂer Le. m_]eetxon of PACIR mhlbltor and it is poss1ble tor
' apply PACAP 1nh1b1t10n as.a potential strategy for the development of anti- obesny drugs.
-10, Did yon check hourly food intake for 8 h after refeeding?
A We examined it and these results indicated that food intake was Sighjﬁcant]y clevated at all-tirme points after refeeding as.
compared to that in non-fasted control l‘mce In addition, we have eVJdenoe that food consumption mcreased contlnv.ously for $h
compared with 41 after refeedmg '
11. How about the circadjan cycle" Were PACAP and PACIR expression changed during the day"
A. n general, mice will eat more in the nocturnal and less in the diurnal periods regardmg the circadian cycle To the best of our .
_k:nowledge PACAP and PACIR expressmn remained unchanged during the day '
12. How was the water intake? Did you allow mice to free access to Water durmg fasting?
Al We did not examine the water intake in our studies. Feading studies were pe‘rfomled in home oages with ad Ilblturn access to |
water durlng fasting. ' ' _ i '
13. How about circadian or stress responses on feeding behavior?
A, Tt is reported that circadian cycle is normal in PACAP {-/-) mice (Draglch et aI 2010) but there isa possxblhty that the stress
responses may be involved i in feeding behavior.
14. Do you think overexpression is the good way to study endogenous funciions of PACAP"
A. Yes, we demonstrated the beneﬂt of overexpresswn for studying the endogenom PACAP in our studies. -
15. What are the differences of exogenous injection of PACAP and AAV injection? . _
AT thmk one ¢lear difference would be a time course PACAP 1n_1ect10ns can be used to see acute or transient effect of the drug
while the overexpression can be osed to test the chromc effect of gene prod'uct
16. For elevated-plus maze test, how about the total entry? _ _ _
A We found the nurnber of entries onto the open arms in the elevated-plus maze test was mcreased in PACAP (-f—} as compared
PACAP (+/+) in our experiments, _ ' '
17. Did yon check the blood glucose or 1nsulm level? _ _ _
A We did not check b]ood glucose or insulin level n-our studles Further experlrnents shou]d be needed to clanfy this pomt
18 Did you check Orexin or CRH expression? B C SR ’
A We found that CRH" expressmn was mgmﬁeant]y mcreased durmg the fastmg and: refeedmg condltlon ini PACAP (+/+) and
(-/-) but no dlﬂ'erence was observed between two genotypes However Orexm expressxon only 51gmﬂcantly increased i in (+;’+) in
our experiments. ' ' ) )
19. How sbout the dmrnal and nocturnal food intake in the mice applled W:tll DREAD-suppressmn in VMH?
A We checked the daily food infake but no difference was observed due to the short plasma half- life of CNO i in mice.
20, Why dld you refed animals dunng the day‘? I guess you may see more enhanced eﬂ'ects durmg the mght What do you
think? _ ‘ :
A We also. though that 1 more enhanced effects will be clearly observecl during the mght But further experiment is needed to
clarify the effect of time of day wlth regard to the post fastmg feedmg

EAEORERP S, D%W%E§§Fi\ Eﬁ%%ﬁ‘k?f‘%iﬁi&ﬁt&?%&b“ﬁ@#ﬁ %E%ﬁb'ﬁbl%%@&:wﬂ&l
B (Fﬁi) DREMEGLDIT Eéﬁ?&&ﬁ“@“é%@c‘:wgﬁbto




