ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

ETR-1a
ETR-1b
ETR-1c
ETR-1d
ETR-1e

MSGAVLPAVLVVPKMESVVVPTAESTVINAKDTTPSTAADNDVSPSPSEPDTDATKMFVG
--------------------------- MNENFSSASSARS - - - - ===~ = == === - -

--------- TTRRICVRF- - - - - ===~~~ == ===nennnnoo——— -~ - PNSA

VIEGMHHPVQMKPADTENRNERKLF I GQLSKKHNEENLRE I FAKFGHIEDCSVLRDQDGK
TLK === = = = IVVCFVIR- - - - -

SRGCAFVTFTNRSCAVVATKEMHHSQTMEGCSAPLVVKFADTQKDKDVKTKSMI TGSGAG
------------------------ TEKVEGCSAPLVVKFADTQKDKDVKTKSMI TGSGAG
--------------------------- MSGAVLPAVLVVPKMESVVVPIAESTVINAKDT
--------------------------- MSGAVLPAVLVVPKMESVVVPIAESTVINAKDT
--------------------------- MSGAVLPAVLVVPKMESVVVPIAESTVINAKDT

>< >< .

SPRKGGAASLLONLNPALLOQLGGGONYQAVASLLSL INGQQGOQQOHQOQONVLGILGTV
SPRKGGAASLLONLNPALLOQLGGGONYQAVASLLSL INGQQGOQQOHQOQONVLGILGTG

TPSTAAD- T\TT\\I(‘DC‘D(‘EDTYT‘DR SRCSSARSTASGTROTYVGDYSRSTDQ- - - - - - - - - -
TPSTAAD- PSEPDTL SSARSL GDYSRSTDQ- - --------
TPSTAAD- SPSPSEPDTDRSRCSSARSIAS( GDYSRSTDQ- - - - - - - - - -

LSALGKLTEGGDDASAKSSSEKPRHOALMTSPAPTATSSTSSSASHHHOOHQQOQLSQQQQ
NPLLGNPAMAAQNOFDA I'TMAQ TAHQQOMLALQGFAVOQGAPSQQQQGLFLAHQYSTNYS

QQOHPQQOGLGNPLLGNE “‘)HO\ HOOOMLALQG - FAVOQGAPSQOQQ-
TGSPDSASNATDSSSDDNNVMNNRLTPTS! \QX HP RHPAQLYLQORFPATAAAY

GLAGGMAGAKTTSPVAASLANHQQ T ALTPFAGGAAALDHFQAMOQYALLANLQATGGVGY
GLAGGMAGAKTTSPVAASLANHOQ T ALTPFAGGAAALDHFQAMOQQYALLANLQATGGVGY

----------- CSRVTYSVINRHKLAK - - - - - -AAALSHF I TEKTR- - - - - -~ = = = = - - -
----------- CSRVTYSVINRHKLAK - - - - - - AAALSHF I TEKTR -RLKEPFTI - - - - -
----------- CSRVTYSVINRHKLAK- - - - - -AAALSHFI TEKTR-RLKEPFTI - - - - -

% ke ke oke oo skkkek xx .
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ETR-1a QATTSAAQMVGNGDVKGPDGANLEF I YHLPQDFGDSDL INTFAPFGGILSAKVF IDKVTNL
ETR-1b QATTSAAQMVGNGDVKGPDGANLE I YHLPQDFGDSDL INTFAPFGGILSAKVF IDKVTNL

ETR-1a SKCFGFVSYENAQSATNATSAMNGFQIGSKRLKVOLKVDRGNPYNR
ETR-1b SKCFGFVSYENAQSATNATSAMNGFQIGSKRLKVQLKVDRGNPYNR

Bl- .ETR-1 eh & B isoform il et @] o "o faAp b 0 ¢ Hhom > 9%

AT RO 50 BT > RIS GULRES BT o
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exon 1 23 4 567 8 91011 12

Etr-ldn/\dh/\l/\[/\dﬁm:(\

Bl=.Etr-1 & ® isoform % H & +* ¥ B -Clone ¥l ehEtr-la & NCBI * Etr-la
e EAL(GI:1289521 )48 # - 4p %>t Etr-la » Etr-1c ** 7 exonT % 7 exon9 >

Etr-1d -* 7 exonb = exon7 % 7 exon9 ° Etr-le > 7 exon7 4= exon9 °
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Nhel

., primer1
Xbal
Ncol

4— ‘I\:col

Primer2
plasmid : 49.78
49.83

(3818bp) C.elegans cDNA
l PCR amplify
Xbal
Etr-1 ;
Ncol
Cut with Nhel and Ncol Cut with Xpal and Neol

ligation

Etr-1

Bl=.Etr-1 & ® isoform <~ /§ 48 B -Clone ¥ % Etr-14 3] 7 3 heat shock
promoter(hsp) e /A 48 49. 78 2 49.83 > * F A e PF47 » G 1 # T gci? TR

B 2P AR TR Aot dodr T o
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mb-a

MEDENSNAAGTTPVASSLAATPNANLVSQVENVKDSRWLQVEVCREFLRGQCARSDQECK

mb-b MEDENSNAAGTTPVASSLAATPNANLVSQVENVKDSRWLQVEVCREFLRGQCARSDQECK
drosophila =  ------mmmmmmaa oo MANVVNMNSLLNGKDSRWLQLEVCREFQRNKCSRQDTECK
mus-mb 00 meeememeememeemeeaaa-- MTPVNVALIRDTKWLTLEVCREFQRGTCSRADAECR
human_CHCR ~  ----cmmmmmmeeee oo - MTAVNVALIRDTKWLTLEVCREFQRGTCSRADADCK
mb-a FAHPPPNVDVQOGRVTACYDS IKGRCTRENPKCKYLHPPQH I KDQLL INGRNHLALKNLL
mb-b FAHPPPNVDVQOGRVTACYDS IKGRCTRENPKCKYLHPPQH I KDQLL INGRNHLALKNLL
drosophila FAHPPANVEVONGKVTACYDS IKGRCNRDKPPCKYFHPPQHLKDQLL INGRNHLALKNAL
mus -mb FAHPPRVCHVENGRVVACFDSLKGRCTREN - - CKYLHPPPHLKSQLEVNGRNNL IQOKTA
human_CHCR FAHPPRVCHVENGRVVACFDSLKGRCTREN——CKYLHPPPHLKTQLEINGRNNLIQQKTA
mb-a SAQLNQT - GTPMVNPMMALQQQAAAVNL I PNTP- - - TYPPYYNG- -MMYPQVLQD- - - - -
mb-b SAQLNQT - GTPMVNPMMALQQQAAAVNL I PNTP- - - IYPPYYNG- -MMYPQVLQD- - - - -
drosophila MOOMGIAPGQPVISGQVPAVATNPYLTGIPANS - - - YSPYYTTG- -HLVPALLGPDPVTS
mus -mb AAMFAQHMOLMLONAQMSSLASFPMNPSLAANPAMAENPYMTHPGMGLVPAELLPNGPVL
human_CHCR AAMFAQOQMOLMLONAQMSSLGSEFPMTPS I PANPPMAENPY I PHPGMGLVPAELVPNTPVL
mb-a  ------ PYTAAAVNQOLQTAALLGNV - - - - = - o oo ee oo - GGLLSAQSAAAFMAN
mb-b  a----- PYTAAAVNQ- - - - s e e e e e e e e e e
drosophila QLGPVVPQTVQVAQQKIPRSDRLETS---------camaeaaa - PLAAHHHQQQQLQHQ
mus -mb I SGNPPLALPGVPGPKPIRTDRLEVCREFQRGNCTRGESECRYAHPTDVSMIEVTDNSVT
human_CHCR I PGNPPLAMPGAVGPKLMRSDKLEVCREFQRGNCTRGENDCRYAHPTDASMIEASDNTV
mb-a SSAAAAAAQQTPSPLLRLORKRALEEENTNGNDMTSAAAAHTQLLSLAAGAVPMKRPTLD
11105 T L L e T GAVPMKRPTLD
drosophila LNNTNNNNNHSTAGAAATSTTATTTTNNAAAAAAAAAAAAAAAVMGHHTGSGQEAGGGHD
mus -mb ICMDY IKGRCSREKCKYFHPPPHLOAKLRAAHHOMNHSAANAMALPHGALQLTPKRSALD
human_CHCR ICMDY IKGRCSREKCKYFHPPAHLQARLKAAHHOMNHSAASAMALQPGTLQLIPKRSALE
mb-a - - -KNGAMLYSPVAQQAQQFNPYLLOQTLOGY - - - === === === - - VPAVSCEYMQPPPEF -
mb-b - - -KNGAMLYSPVAQQAQQFNPYLLOQTLOGY - - - == = == === - - - VPAVSCEYMQPPPEF -
drosophila RHVSTGIFLFFSFIMCFCVFELFHIWILAFM- - - - - - == - - - - VEFIQFTTLVCYPHS
mus -mb KANGATPVENPSVFHCQOALANMQIPQOAFIPT------------ VPMMHGATPSTVSTA
human_CHCR KPNGATPVENPTVFHCQOALTNLOLPOPAF TPAGPILCMAPASNI VPMMHGATPTTVSAA
mb-a 0 eemeememeeeeeeoao-

mb-b e

drosophila FEILTEFAFFVACE- - - - - -

mus -mb TPPASNVPYVPTTTGNQLKY

human_CHCR TTPATSVPFAAPTTGNQLKF

B2 . Muscleblind 7 isoform £ % #& ~ |- & El4r A #gchimuscleblind "= f&

R RAFAR I G R VRAM BT R S R S LR

4 &5+ o Workbench Version 3.2 CLUSTALW Multiple Sequence Alignment e
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® > . muscleblind % i isoform#* 4 & v+ ¥+ B » Clone | - imuscleblind £z NCBI *
K02H8.1 34 (G1:1519701)%% 3 # Fe - 4p $+3+KO02HS.1 » MB-a“> 7 exon5 %

exond > MB-b"> 7 exon5frexon6 o

Nhel «, prigerl
Xbal
:::EEEEEI:» Ncol Neol
'.:.:. 4 A
Mes C.clegans cDNA  Primer2
plasmid : 49.78
s PCR amplify
(3818bp)
Xbal
KO02H8.1
i Ncol
Cut with Nhel and Ncol Cut with Xbal and Ncol
ligation

KO02HS.1




Bl - .muscleblind & isoform /& %8 &l - Clone ¥| 7% muscleblind 4% 3] %
7 heat shock promoter(hsp) 7 48 49.78 2 49.83 » »* T e FFim » RA

VLB RS R A I R R e b e o

T7 promoter T7 promoter

MCS

L4440
double-T7
vector

l ¢ PCR amplify

= NN

Cut with EcoR1 *
‘ Cut with EcoR1

ligation |

T7 promoter 4 > T7 promoter
L4440
double-T7
vector
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Bl ~. 14 feeding » 74 e RNAL F 4 ] o #-& GARNAL HA F3E 3] 7 7 ampicillin

resistant s 48 > ot F AR J HT115 gtk > &2 F PTG ez & 2 F > 1 HT115
A2 T7 polymerase Z##> 5 48 & 2 RNA » 114k & > ;83 3] RNATL e % o
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B4 . feeding * 3% e7RNA1L % % - L4440 5 vector only ¥ muscleblind -

Po P p xRk DG AL FHET CRBtr-1 R AL A2 AR FRE
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