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Duestion 1) Regarding influence of age ta food mnticipatory activity (FAA), how do vounger or older mice
show TAA?

Answer: Younger mice tend io exhibil nore robust FAA compared to alder mice.’ Previous study has showed
that older rats expressed little Food anticipation belavior and genernl hypoactivity, and both their food
intake during the schaduled mealtime and their general activity throughout the doy were signilicantly
lower than those in youngoer vats. Therefore, the generel hypoactivity and lewesr t'oerd 1'er1ullement ol clclpr
rats may result in a reducition of food anlicipalion.

Question 2) What is the apecial ‘ranson to use ursthane for anasthesm‘? Is it belter to use urethnne for
impunohistoshanistey study?

Answer: Urothano is commonly uscd us an anesthetic in un:!ulnl experiments due to its stoble mlcstlu.tlc
effect, na signifieant inpact on cardiavasenlar and respivatory functions, and high safely, Especially,
it is better to use urcthane for immunohistochemistry study hocause it hins been reported thal the normat
doso-of vrethoro -has no signilieant effcet on c-Fos expression dinduced by the stimlus,

Quostion 3) Fos is a nmkcr far nctivutmg cell. Briefly explain hew to astivate gewe in the activated
cells,

Ansver: Cells receive (.nvnunlneutal stimall through receptors and thetl pctivate: 1nt1nce]1ulm pathways,
This accurs through sxgnahug palhwayb petiveling Lranseription fuctors, which bind to the gene's promoter,
initiating traneeription. Consoquontly, o—fos protein is produced. .Thus, in active cells, e-fos activity
1s drivon by the- actwatiun of its tlnnsm‘mtmn via cellular signaling pat]m’nys stimulated by external
clies.

fmestion 4} There aro na dlffarence in locomotor activity snd food intuke, but the ld"dﬂ)f :rustrlctm]
feeding (RF) shows higher body weight. llow do you oxplain this phenomensn?

Angwer: One possibility is that the RF greup may have adapted netabolically te the rediced cnlmie intake,
leading te increase hedy weight compared to ad libitom {AL) group.

festion §) Food intnke 1s not changed by the activation of orexin. How do yon explain?

Answer: The aclivation of ovexin neurons may compensate for the reduction of foord inteke during the parly
phase of R, and lead te the gradual recovary to normal levels of food intzke with the number of davs of
RF. The activation of orexin newrons remains at a stable level since 1he 8th day of &, so the foed intake
in the late stoge of RF rewains at novtml levels, Morcover, in addition to orexin, food intoke is also
inflienced by moltiple factors seck as leptin.

fuestion 6 Refore incrensing of the FAA, do-yan lask at nnnthar time? IR the hrain’ s actl'mtmn contintous
or just before starting?

Anewer! In my oxperiment, I only obsm'\rad the metivation of the insular cortax (IC) and laleral lypothalemns
{LK) eaused by food restriction during FAA. But T think these brain vegions are not continuously activated.
Further experimentul rescarch will be conducted Uy ohserving whethor these brain regions ave '\cTi\futetl hy
food restriction during perieds other then FAA

Question T) In the relntionship between the LH and IC, what is the major neurotrnnsmtter for arexin
ngurons? ,
Angwer: The main neurotransmitlers are ovexin, acetyicheline, glutamate, G/ABA, olc.

Question 8) What type of axperiment tan yon imgina ta further 1m'est13nte the mlatmnslup betwoen the
IH and IC?

Answer: T will apply optogenetm tecluuques to inhibit newrens in the LH er IC, and ohservae ihe changes
in the mulber of c-Fos positive naurang in IC or LI during FAA in or der to explore the further relationship
between the TC and LI during the formation of FAL
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tuestion 9) Do mica usually take food during the dark time?

Answor: Yes, mice ustally rtake food Juring the datrk time.- ) '
Auestion 10) Locometor activities incresse mot only during 212 to ZI4, but also at 2T 12 to 27 16. Are
there uny differcnces in hehavior betwesn FM period and the night active period?

Answer! The activity of mice diring ZT2 1o 274 is diffevent From thal duri ing %712 to ZT16. the former is
cutiged by RE, Only RF-mice exhibit thiy wetivily, while AL mice do not. Tha latier is mat related to
fecding, but rother the nocturnal ectivity of mice. There is ne difference between RF-mice and Al-mice.
Question 11) Uow do you think of nawron activity in the IC by glving more RF days than 15 days?

Answer: As the mmber of RF days ‘increases, the nunber of activabed neurens in the snterdior ond indcd e TC
will gradually inercasc 1nd umntdln peak levels, but there will ba ne s:gmfmmﬁ. change in the |:sos.tc11c:r
1<,

Question'12) Lxplain finctionsl difforenco botwoen three subregiony of the IC,

Mnswer: Anterior 1C is mainly, inyolved iu attenlian/emotion/ol factory/gustatory procissing. Middle IC is
:r.amly involved in interoceplive sensation amd ollactory/gusiatary processing, Pesterior IC is wainly
involved in sensorinotor tasks and alfactory/gustatory pr oocssing. . :
Quostien 13) Why do yon give food rostrictions st 1 day, 8 days or 15 days?

Answer: 1t has been repurted thut vedenls express FAA within 3-14 days under the scheduled I{I' ‘paradigm,
Some brein structures began significantly increasing e-Fos expression on the 8" doy of palatable food § -
entraimment. Therefore, we selacted day 15 {14 days of R and 20-hour fasling end day 8 (7 days of R
and 20~hour [‘astlng) of RF for locomolor aclivity and lmwunchistochemical studies of o-Fas. In addition,
1o determine whether 20-hour fasting cen produce FAA mnd its effect on the gxpression of cJos 1u heurons
of the 1C and LH, we also ohserved the effect of 1-day RF (20-hour fasting] on locomotor petiviiy and the
oxpression of ¢Fos in newvons of tlic IC and LM as o contrel for day 8§ or day 15 of BF.

Quastion 14) Why arc you using 8-weok-old mice in this study?

Angwer: Because 1 wanled: Lo use mdubt mice, which refer 1o mice borh 8-12 weeks aftel biveh,

thiestion 15} Ts there any difference of FAA between genders? )

Aswer! A few studies veporied wo slgnilicont differences in Wy betwean male and female mice. Howover,
il has also been reporied Lhet mele mice show significently more FAA tlin Temale uiice.

Question 16) Why did the L-day HF mice only show a significant increaso in c-Fos expression on the Tight
anterior IC but not the 1oft? What does this mean? ,

Answer: L-day [ood restiiction vaused an increase in e-Fos expression of neurons in the biluleral enterior
"IC, and it was only significani on the vright side, suggesting neurons in the right enterior IC can be more
sensitive to the dunper sigeal. Therd may he sone functicpal differances hetween the bilataral anterfor
IC.

fuestion 17} What is ‘Lhe signlficance of thc £irst pericd LIl activation compared 1o IC neutons attivation?
Answer: We speculate that LIE neurons, incloding erexin neurens, ave Tivsi activated during the feod
anticipation period to awshen mice. As the mimbey of RF duys bucresses, the {ood intake and boty weight
of the miee return to normal levels Lo cope with changes in feeding patterns to adapt to RF. Then this
inforinaticn might be trensmitted to the TC by the erexinergic nerve fibers projeated From the LH -and |
gxciting neurons in the IC to be involved in FAA, . _
Question 1B) Mice wsually cat.at night time but you give thenm food at daytime. If you don't eliminate the
clement of light in time, your eaperiment shows tlla nr]aptallon of reversal light and derkness circle;
What do you think of this point? \

Answer: Previous studies have shown that mice can 1111t1c‘1pate faeding time in avtifioial environments
lacking any varietion in light, temperature, or sound that may serve ag o signal of imminent foud access.
FAA in mice can .ba exprossed to menltimes schoduled at any fixed cirveadion phase during the day or night,
As lang ag 2 mouse is maintained by a single daily meal provided ot & Tixed tine of day, it Wwill, within
a fow duys, exhiblt incressed arousel and activity during the hours imiedistely preceding feeding time.
Thus, ulthough mice prefer to eat ot night, i1 will exhibit diurnal FA\N if the foud is supplied during
the daytime, ' :
Quastion 18) Why you didi’ ¢ wdwinister the orexin antlbody in youl laconotor expariment?.

Answer: Decause it has been reporied that mice with owexin nourons ablated had a severe defect in showmg
axpecled Tood-anticipalory Increases in locomotor activity under RBF conditions, suggesting that crexin
neurens in LW ere vequired for the robust expression of FAA in mice during the Toel anticipatory peried.
As oy [urthel research, T will consider the use of orexim antibodies an 1ecept01 blockers te study the
mechanism of FAA formation. )

Quostion 20) Do you think ghrelin is also clovated us e saue us orexin level?

fuswer: Yes, ghrelin levels J.J.Ea{. be[clc- an -anticipated [eeding bout. :
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