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FIG. 1A

FIG. 1B

FORWARD PRIMER [GCGGGGCGGTGCGTGACTAC]
REVERSE PRIMER [GGGTGGTGAGGGTTGAGGTTTGTG]

FIG. 2
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Nestin Amino Acid Sequence:

"MEGCMGEESFQMWELNRRLEAYLGRVKALEEQNELLSAGLGGLR

RQSADTSWRAHADDELAALR ALVDQRWREKHAAEVARDNLAEELEGVAGRCEQLRL
ARERTTEEVARNRRAVEAEKCARAWLSSQGAELERELEALRVAHEEERVGLNAQAAC
APRLPAPPRPPAPAPEVEELARRLGEAWRGAVRGYQERVAHMETSLDQTRERLARAVQ
GAR : '
EVRLELQQLQAERGGLLERRAALEQRLEGRWQERLRATEKFQLAVEALEQEKQGLQSQ
JAQVLEGRQQLAHLKMSLSLEVATYRTLLEAENSRLQTPGGGSKTSLSFQDPKLELQF
PRIPEGRRLGSLLPVLSPTSLPSPLPATLETPVPAFLKNQEFLQARTPTLASTPIPPT
PQAPSPAVDAEIRAQDAPLSLLQTQGGRKQAPEPLRAEARVAIPASVLPGPEEPGGQR.
QEASTGQSPEDHASLAPPLSPDHSSLEAKDGESGGSRVFSICRGEGEGQIWGLVEKET
AIEGKVVSSLQQEIWEEEDLNRKEIQDSQVPLEKETLKSLGEEIQESLKTLENQSHET
LERENQECPRSLEEDLETLKSLEKENKRAIKGCGGSETSRKRGCRQLKPTGKEDTQTL
QSLQKENQELMKSLEGNLETFLFPGTENQELVSSLQENLESLTALEKENQEPLRSPEV
GDEEALRPLTKENQEPLRSLEDENKEAFRSLEKENQEPLK TLEEEDQSIVRPLETENH
KSLRSLEEQDQETLRTLEKETQQRRRSLGEQDQMTLRPPEKVDLEPLKSLDQEIARPL
ENENQEFLKSLKEESVEAVKSLETEILESLKSAGQENLETLKSPETQAPLWTREEINK
SGGNESSRKGNSRTTGVCGSEPRDIQTPGRGESGIEISGSMEPGEFEISRGVDKESQ
RNLEEEENLGKGEYQESLRSLEEEGQELPQSADYQRWED TVEKDQELAQESFPGMAGY
ENKDEAELNLREQDGFTGKEEVVEQGELNATEEV WFPGEGHPENPEPKEQRGLVEGAS
VKGGAEGLQDPEGQSQQVGTPGLQAPQGLPEAIEPLVEDDY APGGDQASPEVMLGSEP
AMGESAAGAEPGLGQGYGGLGDPGHLTREEVMEPPLEEESLEAKR VQGLEGFRKDLEE
AGGLGTEFSELPGKSRDPWEPPREGREESEAEAPRGAEEAFPAETLGHTGSDAPSPWP
LGSEEAEEDVPPVLVSPSPTYTPILEDAPGLQPQAEGSQEASWGVQGRAEAGKVESEQ
EELGSGEIPEGLQEEGEESREESEEDELGETLPDSTPLGFYLRSPTSPRWTPLESRGH
PLKETGKEGWDPAVLASEGLEEPSEKEEGEEGEEECGRDSDLSEEFEDLGTEAPFLPG
VPGEVAEPLGQVPQLLLDPAAWDRDGESDGFADEEESGEEGEEDQEEGREPGAGRWGP
GSSVGSLQALSSSQRGEFLESDSVSVSVPWDDSLRGAVAGAPK TALETESQDSAEPSG
SEEESDPVSLEREDKVPGPLEIPSGMEDAGPGADIIGVNGQGPNLEGKSQHVNGGVMN
GLEQSEESGARNALVSEGDRGSPFQEEEGSALKRSSAGAPVHLGQGQFLKFTQREGDR
ESWSSGED"

Nestin Nucleotide Sequerice:

BASE COUNT 12382 1176 ¢ 1676 g 764 t ORIGIN 1

atggagggct pratggegea geagtegtit cagatytggg agetoaateg gegeetggag 61
Beclacelgp googggteaa gaegelggag gageagaatg agotgeleag cgeegpacte 121
ggegggcice geegacaate cgeggacace tectggegge cgcalgeega cgacgagelg 181
geggecctge glzogetegt tpaccaacge tggegggaga ageacgeggs cgagglggeg 241
cgegacaace tggctgaaga polggagpec gtggeaggec gatgegagea getgeggetg 301
gccegggage gracgacgaa ggaggtages CECaaccggc gegeegioga gecagagaaa
361 tgegeeegeg cotgpcteag tagecagegg geagagetgg agegegaget agaggeteta
421 cgegtggege acgaggagga gegegteggt ctgaacgege aggetgecty tgceeceege

FIG. 7A
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48] ctgeeegege cgccccggcc focegegecg goccoggags tagaggagct BBcaagpega
541 clgggegags cgtgeegegg gecagtgege gectaccagg agegegtgge acacatgpag

" 601 acgicgetgg accagacceg cgagegectg geeegegegg tgcagegtpe ccgegagptlc

661 Cgectggage tgdagcagct ceaggctgag cgeggaggec tectggageg cagggcagcg
721 ttggaacaga gattggageg cogelggeag gagegeetge gggctactga aaagitceag -
781 ctggcigtge aggccdtgga Beaggagaaa cagggcetac agagecagat cgelcaggte
841 ctggaaggtc Bgeageagcet ggopoacctc aagatgtece tcageetgpa getggeceacy
901 tacaggacce tectggagge tgagaactce cggetgeaaa cacctggegg tggotecang
961 acttcectea gettteagga cececaagelg gagelgeaat tocctaggac cecagaggge
1021 cggegtettg gatettiget ceeagteetg ageecaact! cecteceete accotigect

1081 getacecttg agacaccigt gecageetit citaagaace aagaattect ccaggeeegt
1141 accectacet.tggeeageac coccateece cecacacete aggéaccete tectgetgta
1201 gatgeagaga tcagagecea ggatgetect ctetetetge tecagacaca ggatggpagy
1261 aaacaggctc Cagagcccet gegggotgas gecaggetge ceattectge cageglectg
1321 cetggaceag dggagectgy ggEecagegg caagaggeca glacaggosa
8tececagag 1381 gaccatgect cettggeace acceeleage celgaccact ccagtitaga
Bgctaaggat 1441 ggagaateeg gtpgpictag agtgticage atatgeegag gggaaggtea .
agsgcasate 1501 tgggpgtiag tagagaaaga aacageeata gagggcanag tggtaageag
clgcagcag 1561 garatatggg aagaagagga tetaaacagg aaggaaatec aggactccea
Bsticettty 1621'gaaaaagaa.a cectgaagte telgggagag gagattcaag agtcactgaa .
gactetggaa 1681 aaccagagee atgagacact agaaagggag a'atcaagaat'gtcégaggtc
litagaagaa 1741 gacttagaaa cactaaaaag tctagaaaag gaaaataaaa gagclattaa
aggatgtgea 1801 gotagtgaga ccictagaaa aagaggetgt aggcaactia agectacagg
aaaagaggac 1861 acacagacat tgeaalcect geaaaaggag aalcaagaac taatgaaatc
tcitgaapgt 1921 aatctagaga catttitatt tceaggaacg gaaaatcaag aattagtaap

Uetetgeaa 1981 gagaacttag agtcallpac agctctggaa aaggagaate aagagccact

gagatcteea 2041 gaagtapgeg atgaggagpc actgagaccl clgacaaagg agaatcagga
accectgagg 2101 tetctigaag atgagaacaa agagpecltt agaltrictag aaaaagagaa
ceaggageca 2161 ctgaagacic lagaagaaga ggaccagagl aligtgagac cletagaaac
agagaatcac 2221 aaatcactga ggtctttaga agaacaggac caagagacal tgagaactct
tgaaaaagag 7281 actcéacagc gacggaggtc tetaggggaa caggateaga tgacattaag
acccceagaa 2341 adagtgeate tagaaceact gaaglciclt gaccaggaga tagetagace
lctigaaaat 2401 gagaatcaag agticttaaa gieactcaaa gaagagageg tagaggceagt
adaatcttta 2461 gaaacagaga tectagaate aclgaaglcl gegpgacaag agaacctgga
aacactgaaa 2521 tetceagaaa cteaageace actgtggact ccagaagaaa taaataaz'xtc
agggggeaat 2581 gaatccteta gaaaaggaaa ticaagaacc aclggaglict ptgganptga.
dccaagagac 2641 attcagacte ctggaagagg dgaatcagea atcaltgaga tetctgggag
catggaacct 2701 ggagaatttg agatetecag aggaglagac aaggaaaglc aaaggaatet
g8aagaggaa 2761 gagaacctgg gaaagggaga glaccaagag tcactpaggt cielggagpa
ggagggacag 2821 gagctgccgc agictgeaga tgtgeagage tgpgaagata cgelggagaa
ggaccaagaa 2881 ctggotragg aaageeetee tgegatgact ggagtggaaa ataaggatga
Bgcagagetg 2941 aatctaagpe ageagpatgg cltcactggg aaggaggagg tgptagagea
gggagagetg 3001 aatgecacag aggagglctg glicceagge gaggggeace

FIG. 7B
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.cagagaacce tgageeeaaa 3061 gageagagag gectgpttga gpgagecagt
gtgaagggag gegetgagge cetecaggac 3121 cotgaaggge aatcacaaca
\gEtgggaace ceaggectee aggeteecea ggggetgeea 3181 gagpegatag ageccctggt
.ggaagatgat gtggccecag gggptgacea ageeteccea 3241 gaggteatgt tggopteaga
,gectgecatg ggtgagtetg cigpgpgage tgagecagge 3301 ctggggeagg Begtgegags
‘getggeggac cecaggecate tgaccaggea agaggtgatg 3361 gaaceaccee
iggaagagea gagtttzgag gehaagaggg ticagggett ggaagggect 3421 agaaaggace
'tagaggagge aggtggtolg ggpacagagt tetecgaget geetgpgaag 3481 agoagagace
‘cttgegagee tcccagggag getagpgagg agtcagagee tgageceeee 3541
.aggggagcag aggaggogtt cectgetgag accotgggec acaclggaag tgatgeecet 3601
‘tcacctigpe cletgggetc agaggaapct gagpaggatg taccaccagt getgptetee 3661
‘cccageccan cgtacacece gatectggaa gatgeeectg ggctecagee teaggetgaa 3721
-gggaglcagg aggetagetg gpgegtgeag gggaggecty aagetgggas agtagagage 3781
.gageaggage agitgggttc tggpgagate cocgagggce tecaggagea agggpageag 3841
.agcagagaag agagcgagga ggatgagetc ggggagacce tiecagacts cacteccetg 3901
gecttctace teaggteece caceteceee aggtggacee caclggagag cagaggecac 3961
iceccteaage agactggaaa gpagegetgy gateetgelg tectggetic cgagggectt 4021
,Baggaaccct cagazaagga ggaggeggag gagggagaag aggagtgtgg cogtgactet
4081 gacctgtcag aagaattiga ggacctggge actgaggcac citttetice tzgggtcect
‘4141 ggggagglge cagaacctct gggecaggtly coccagetge tactggatee tgeageetag
14201 gatcgagatg gggagtetga tgggtitgca gatgapgaag aaagtgggga Egagggagag
‘4261 gagpatcagg aggaggggag ggagceagpes gotgggeget geEgeccagy giottotgtt
‘4321 ggeageetee aggecetgag tagotcceag agaggggaal tectggagte tgattctgta
.4381 aglgtcageg teccetggga tgacagettg aggggtacag iggelgatge ceccaagact
‘4441 geectggaaa cgpagteeca ggacagtget gagectictg getcagagea agagtotgac
(4501 cctglttcet tgpagagepea ggacaaagte coiggeccle tagagatece caglgggatg
14361 gaggatgeag geccagggge agacateatt ggtgttaatg gecagggtee caactiggag
14621 gggaagtcac ageatgtaaa tgggggagta atgaacgggc tggageagte tgagpaaagt
.4681 g£8ggcaagga atgegetagt clelgaggga gacegaggga geeeclitea graggaggag
-4741 gegagtecte tgaagaggte ticggcaggs peteetgtte acctgggeca ggptoagtic
4801 ctgaaglica cteagaggpa aggagataga gagtectggl cctcagggga geac //

FIG. 7C
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ABCG?2 (Berpl) ATP-binding cassette: SP stem cell marker
Oct3/4: Pou/homeodomain transcription factor (ES cell marker)
GLP-1 receptor: 7 MS GPCR

Latrophilin (type 2): 7 MS GPCR

Hes-1: bHLH transcription factor

Nestin: intermediate filament protein

Integrino6 B1: laminen receptor (CD20)

C-kit (CD117): stem cell factor receptor

MDR-1: multidrug resistance transporter

SST-R, 2, 3, 4: somatostatin receptors

SUR-1: sulfonylurea receptor

Kir 6.2: inward rectifying K* channel subunit with SUR-1

Negative for CD34, CD45, CD133, MHCI & II

TG\
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A

TTTAGGAACGCACCGTGCACATGCTTGGTEETCTIGTTAAGTGGARACTGCTGCTTTAGAGTTTGTTTGS
AAGGTCCGGETGACTCATCCCAACATTTACATCCTTAATTGTTARAGCGCTGCCTCCGAGCGCACGCATC

. CTGAGATCCTGAGCCT T TGETTAAGACCEGAGCTCTAT TAAGCTGAARAGATARAAACTCTCCAGATETCT
. TCCAGTAATGTCGARGTTTT TATCCCAGTGTCACARGGARACACCAATGGCTTCCCCECGACAGCTTCCA
- ATGACCTGAAGGCAT T TACT GAAGGAGCTGTGT TAAGTTTTCATAACATCTGCTATCGAGTARBACTGAR

GAGTGGCTTTCTACCT TGTCGAARACCAGT TGAGAARGARATATTATCGAATATCANTGGGATCATGARR

. CCTGGTCTCRACGCCATCCTGGGACCCACRGGTGGAGGCARATCTTCGTTATTAGATGTCTTAGCTGCAA
© GGAAAGATCCARGTGGATTATCTGGAGATGT TCTGATAAATEGAGCACCGCGRACCTGCCAATTTCARATG
* TARTTCAGGTTACGTGGTACAAGATGATGTTGTGATGGGCACTCTGACGETGAGAGARAACTTACAGTTC

TCAGCAGCTCTTCGGCTTGCAACARCTATGACGARTCATCGARRAARACGAACGGATTAACAGGGTCATTC

- AAGAGTTAGGTCTCGATABAGTGGCAGACTCCAAGGT TGGRACTCAGTTTATCCGTGGTCTCTCTGGAGE

AGARAGAARARGGACTAGTATAGGAATGGAGCTTATCACTGATCCTTCCATCTTGTT CT TGEATGAGCCT
ACAACTGGCTTAGACTCAAGCACAGCAAATGCTGTCCTTTTGCTCCTGARAAGGATGTCTARAGCAGGGAC
GAACAATCATCTTCTCCATTCATCAGCCTCGATATTCCATCTTCAAGT TGTTTGATAGCCTCACCTTATT
GGCCTCAGEGARGACTTATGTTCCACGGGCCTGCTCAGGAGGCCTTGGGATACTT TGAATCAGCTGGTTAT
CACTGTGAGGCCTATAATAACCCTGCAGACT ICTTCTTGGACATCAT TAATGGAGATTCCACTGCTGTEG

- CATTAAACAGAGRAGAAGACTT TARAGCCACAGAGATCATAGAGCCTTCCARGCAGGATAAGCCACTCAT
" AGAAARATTAGCGGAGATTPTATGTCAACTCCTCCTTCTACARAGAGACRAAAGCTGAATTACATCARCTT

TCCGGGEEETEGAGRAGAAGAAGAAGATCACAGTCTTCAAGGAGATCAGCTACACCACCTCCTTCTEGTCATC

"ARCTCAGATGGGTTTCCAAGCGTTCATTCAARAACTTGCTGGETAATCCCCAGBCCTCTATAGCTCAGAT

CATTGTCACAGTCGTACTGGGACTGGTTATAGGTGCCAT TTIACTTTGGGRCTARAA AN TGATTCTACTGGA
ATCCAGRACAGAGCTGGGGTTCTCTITCTTCCTGACGACCAACCAGTGTTTCAGCAGTGTTTCAGCCGTGE

© ARCTCTTTGTGGTAGAGAAGARGCTCTTCATACATGAATACATCAGCGGATACTACAGAGTGTCATCTTA

TTTCCTTGGAARACTGT TATCTGAT T TATTACCCATGAGGATC TTACCARGTATTATAT TTACCTGTATA
GTGTACTTCATGITAGGATTGAAGCCAARGGCAGATGCCTTCTTCGTTATGATGTTTACCCT TATGATGE
TGGCTTATTCAGCCAGTTCCATGGCACTGGCCATAGCAGCAGGETCAGAGTETGGTTTCTGTAGCAACACT
TCTCATGACCATCTET T T TG TG T TTATGATGAT TTTTTCAGGTC TG T TGETCAATCTCACRACCATTGCA
TCTTGGCTGTCATGGCTTCAGTACT TCAGCATICCACGATATGEGAT TTACGGCTTTGCAGCATAATGART
TTTTGGGACARMAACTTCTGCCCAGGACTCAATGCARCAGGARACAATCCTTGTAACTATGCAACATCTAC
TGGCGARGAATATTTGGTAAAGCAGGGCATCGATCTCTCACCCTEEEECTTETGGARCRATCACGTCEGCC
TTGGCTTGTATGATTGTTAT TTTCCTCACAATTGCCTACCTGARATTGTTATTTCTTARARAATATTCTT
ARATTTCCCCTTAATTCAGTATGATTTATCCTCACATARRAAAGRAGCACT TTGATTGAAGTATTCAATC

' AAGTTTTTTTGTTGTTTTCTGTTCCCTTGCCATCACACTGTTGCACAGCAGCAATTGTTTTAAAGAGATA
- CATTTTTAGAAATCACAACARRCTGAATTAAACATGAARGAACCCARGACATCATGTATCGCATATTAGT

PAATCTCCTCAGACAGTARCCATGGGGAAGAAATCTGGTCTAAT TTAT TARTCTARARAAGGAGAATTGA
ATTCTGGARACTCCTGACAAGT TATTACTGTCTCTGECAT TTETTTCCTCATCT TTAARATGAATAGGTA
GGTTAGTAGCCCTTCAGTICTTAATACTTTATGATGCTATGGTTTGCCATTATT TAATAAATGACARATGT
ATTAATGCTATACTGGRAATGTAARATTGAAAATATGTTGCAAARAAGATTCTGTC I TATAGGGTABARA

. ARGCCACCGTGATAGRAAAAAARATCTTTTTGATAAGCACATTARAGTTAATAGAACTT

TG\ A
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B

MSSSNVEVFIPVSQGNTNGFPATASNDLKAFTEGAVLSFHNICY
RVKLESGFLPCRKPVEKEILSNINGIMKPGLNAILGPTGGGKSSLLDVLAARKDPSGL,
SGDVLINGAPRPANFKCNSGYVVQDDVVMGTLTVRENLQFSAALRLATTMTNHEKNER
INRVIQELGLDKYVADSKVGTQFIRGVSGGERKRTSIGMELITDPSILFLDEPTTGLDS
STANAVLLLLKRMSKQGRTIFSIHQPRYSIFKLFDSLTLLAS GRLMFHGPAQEALGY
FESAGYHCEAYNNPADFFLDIINGDSTAVALNREEDFE A TENIEPSKQDKPLIEKLAE
IYVNSSFYKETKAELHQLSGGEKKKKITVF KEISYTTSFCHQLRWVSKRSFKNLLGNP
QASIAQIVTVVLGLVIGAIYFGLKNDSTGIQNRAGVLEE LTTNQCFSSVSAVELFVV
EKKLFIHEYISGY YRVSSYFLGKLLSDLLPMRMLPSIIFTCIVYFMLGLKPKADAFEV
MMFTLMMVAYSASSMALATAAGQSVVSVATLLMTICFVFMMIFSGLLVNLTTIASWI.S
WLQYFSIPRYGFTALQHNEFLGQNFCPGLNATGNNPCNYATCTGEEYLVKQGIDLSPW
GLWENHVALACMIVIFLTIAYLKLLFLKKYS

TG 18D
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A

atggccggcgcccccg‘gcccgctgcgcpttgcgctgctgctgctcgggatggtgggcagggccggcccccgcccccagggtgccactg
tgtccctctgggagacggtgcagaaatggégagaataccgacgccagtgccagcgctccctgactgaggatccacctcctgccacagact_
tgttctgoaaccggaccttcgatgaatacgcctgctggccagatggggagccaggctcgttcgtgaatgtcagctgcccctggtacctgccc
tgggccagcagtg’cgccgcagggccacgtgtaccggttctgcacagctgaaggcctctggctgcagaaggacaactccagcctgccctg

gagggabttgtcggagtgcgaggagtcdaagcgaggggagagaagctccccggaggagcagctcctgttcctctacatcatctacacgg

tgggctacgcactctccttctctgctctgghtatcgcctctgcgatcctcctcggcttcagacacctgcactgcaccaggaactacatccacct

gaaccigttigeatecticatcefgegageattgtecgicticatcaaggacgéageectpaagtggatgtatageacagecgeccageage

accagtgggatgggcotecictectaccaggactctetgagetgeegectggtgtttetgeteatgoagtactgtgtggegeccaattactactg
gctcttggtggagggcgtgtacctgtaca(:act_gctggccttctéggtcttctctgagcaatggatcttcaggctctacgtgagc'ataggctgg
geigticCectgetgtiigttgtoccotgggecatigtcaagtacetetatgaggacgagpecigetggaccaggaactocaacatgaactac

tggctcattatccggctgcccattctctttggcattggggtgaacttcctcatctttgttcgggtcatctgcatcgtggtatccaaactgaaggcc

aatctcatgtgcaagacagacatcaaatgcagacttgccaagtccaegctgacactcatccccctgctggggactcatgaggtcatctttgcc
tﬁgtgatggacgagcacgcccgggggascctgcgcttcatcaagctgtttacagagctctccttcacctccttccaggggctgatggtggcc
atcttatactgctttgtcaacaatgaggtccagctggaatttcggaagagctgggagcgctggcggcttgagcacttgcacatccagaggga

cagcags;‘,atgaagcccctcaagtgtcccgccagcagcctgagcagtggagccacggcgggcagcagcatgtacacagccacttgccag

geeteotgeagetgagaciceagegeetgecctecetggggicetigetgeaggecgggtgpecaatcoaggagaageagectectaattt
gatcacagtggegagaggagaggaaaaacgategetgtgaanatgaggaggatigeticttptgaaaccacaggeccigggaticecee

agacagagccgcaaatcaaccccagactcaa_.actcaaggtcaacggcﬁaﬁagtgaaactggggcﬁgcaagaggaggtggttct'gaaa

gtggotettctaacotcagecaaacacagagegegagtgacgggagecteetotgetigeattactigggaicaccaceetececitotict
ctcaaagggaagctgitigtgtgtetggptigcttatticectoatettgececcteateteactgeecagtitcttittgagggpetitgtitgggoc
actgccagcagctgtttctggaaatggctgtaggtggtgttgagaaagaatgagcattgagacggtgctcgcttctcctccaggtatttgagtt '
gttttggtgcctgcctctgccatgcccagagaatcagggcaggcttgccaccggggaacccagccctggggtatgagctgccaagtctattt
taaagaogctcaagaatcctctggggttcatctagggacacgttaggaatgtccagactgtgggtgtagattacctgccacttccaggagcc

cagagg‘gccaagagagacattgcctccacctctccttggaaatactttatctgtgaCcacacgctgtctcttgagaatttggatacactctctag
cittagggeaccatgaagagactctctiagggaaaccaatagtccecatcageaccatggaggeaggeteceectgecttigaaattcccee

acttgggagcttgtatatabttcactcactﬁtctttaﬁgctgtgaa’tagtctgtgtgcacaatgggGaaﬁctgacttctcccatctagtggaaatg
agcgaaatcatgpitgtagtgatgtty

B

MAGAPGPLRLALLLLGMVGRAGPRPQGATVSLWETVQKWREYRRQCQRSLTEDPPPA
TDLFCNRTFDEYACWPDGEPGSFVNVSCPWYLPWASSVPQGHVYRFCTAEGLWLQKD
NSSLPWRDLSECEESKRGERSSPEEQLLFLYIIYTVGYALSFSALVIASAILLGFRHLHCTR
NYIHLNLFASFILRALSVFIKDAALK WMYSTAAQQHQWDGLLS YODSLSCRLVFLLMQ
YCVAANYYWLLVEGVYLYTLLAFSVFSEQWIFRLYVSIGWGVPLLFVVPWGIVKYLYE
DEGCWTRNSNMNY WLIIRLPILFGIGVNFLIFVRVICIVVSKLKANLMCKTDIKCRLAKST
LTLIPLLGTHEVIFAFVMDEHARGTLRFIKLFTELSFTSFQGLMVAILYCFVNNEVQLEFR
KSWERWRLEHLHIQRDSSMKPLKCPTSSLSSGATAGSSMYTATCQASCS
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Figure .GLP-1(7-36)amide and Tolbutamide stimulate [Ca?'}; influx in stem cells.

(A) Fura 2 loaded cells bathed in 5.6 mM glucose show a [Ca**]; increase in response o
10 oM GLP-1. Increasing the extracellular glucose to 20 mM (20 G) also caused an increase
of [Ca**]; but application of GLP-1 in 20 mM glucose failed to produce a [Ca®"}; response. A
third application of GLP-1 on returning to 5.6 mM glucose produced a [Ca**]; response. (B)
The glucose-dependent effects of GLP-1 were reproduced by 10 mM forskolin, suggesting

: that [Ca?*], elevation is cAMP-mediated. (C) The GLP-1 mediated increase of [Ca?*]; was .

rever51b1y inhibited by 10 nM exendin (2-3%). This effect is not due to receptor
desensitization (D) as application of GLP-1 in the presence of exendin (9-39) failed to
produce a response whereas subsequent applications of GLP-1 after washout of exendin
produced repeated [Ca?*]; elevations. (E) The GLP-1-mediated increase of [Ca?']; is inhibited
by 0.5 mM extracellular La’*, suggesting that GLP-1 stimulates Ca** influx. (F) Stem cells

- bathed in 5.6 mM glucose were stimulated with 100 pM tolbutamide (Tolbut.) and respond to

repeated applications with increases in [Ca?*],. Application of 10 nM GLP-1 also stimulates
an increase of [Ca®"]; suggesting that GLP-1 acts by depolarizing the cells.
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