[RT reaction]

Po(13-95) total RNA (tube #2) 8 pl
RACE32 primer (10 uM) 1 ul
dNTP (@2.5 mM) 4yl
subtotal 13 ul
| 65°C, 5 minthen onice

5 x first strand buffer 4 ul
DTT (0.1M) 1l
RNaseOUT 1l
Superscript 111 (200 U/ yl) 1 ql
subtotal 20
| 50°, 1hr

1l 70°C, 15 min then on ice

RNaseH 1 ul
L 37°C, 20 min

TE 29 ul
$s-cDNA pool 50 ul

X3. =4/ —AK8HDNAT —/LE MDD DB R DT ahz /v

[5-RACE RT reaction]

Po(13-95) total RNA (tube #2) 8 ul
1603-5'RACE-RT primer (2.5 uM) 1 ul
dNTP (@2.5 mM) 4 ul
subtotal 13 ul
1  65°%, 5 min then onice

5 x first strand buffer 4 ul
DTT (0.1M) 1l
RNaseOUT 1 ul
Superscript Il (200 U/ ) 1yl
subtotal 20 ul
1 50°, 1hr

1 70°c, 15 min then on ice

| PCI, CIA treatment

' NH4OAc ppt., air dry ppt.

1603-5RACE RT-ss-cDNA pool ppt.

390 ng total RNA (DNase treated)

TaKaRaBio

Invitrogen
Invitrogen
Invitrogen
Invitrogen

Invitrogen

390 ng total RNA (DNase treated)

TaKaRaBio

[56-RACE poly(A) tailing]

33

DEPC water (dissolve ppt.) ul
5xTdT buffer 10 pl
0.1% BSA 5 pul
dATP (10 uM) 1 4l
TdT 1 ul
Rxn. Vol. 50 4l

1 37 °c, 30 min
1 65°c, 10 min
used for PCR

M4, F =4 contig #1603 5°-RACEDHEE EA L (poly(AYHIIET)
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#21321&1&#6#7#8_&

#8243 84 4548 47 #8 M 49 4104

1

#12#13#14 P N

B2 43 B4 45 40 4T B8 M HD MoH B2 # H RN

1.0% AGE
M: A/Psfl marker

lane 1 2 3 4 5
sample  #345-00#3 #345-00#4 #624-T9H#1 #624-79#2 #624-TH3
g amp.
lane 9 10 1 12 13
sample  #86-00#2 #86-00#3 #89-00#1 #89-004#4 #89-00#6
amp.
lane 1 2 3 4 5
sample  #99-00#1 #106-004#1 #106-00#2 #138-00i#1 #138-00#2
c 2mp.
lane 9 10 11 12 13
sample  #188-00#3 #188-00#t4 #188-00#5 #188-00#6 #117-00#5-1  #117-00#5-2
amp.
lane 1 2 3 4 5 6
D sample #873-09 #874-09 #375-09 0876-09 #14-95 #624-79
amp.

5. A =42 0DDsta[F contig #1603\ DOV TERE L= 7T A~ —D
TV B ED R X SRR R (H27EERREH)
B, C, DTHEA L 728 AFBH#13-95LIAL DR EHIWT b I~ 4 =7 U L TE A HERFSIL Q0D
DTHD.
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[#1603 (part) PCR]

dH,0 78.5 4l MPstl #1 #2

10 x ExTaq Buffer (Takarabio) 10 4l Lane  Target
dNTP (@2.5 mM, Takarabio) 8 ul #1  actin (control)
Sense-primer (100 pM) 1 4 #2  contig #1603
Antisense-primer (100 M) 1

RACE RT ss-cDNA pool 1

ExTaq (Takarabio) 05 .

Rxn. Vol. 100 Bt i

1l (©4°c, 30sec-58°C, 30sec-72°C, 1 min)x 30
I 72°C, 10 min -4 °C, co

GeneAmp PCR System 2400 (Perkin Elmer)
1l 5 plof 100 pul checked by AGE 1.0 % gel

X6. A =74 actini&fxF, contig #1603(part)?DcDNAHIIERE 2
WEETOEICRBTARHAEHER L

[#1603 CORE PCR (Hot start)]

dH,0 74 MPsti #1 #2 #3 #4

10 x ExTaq Buffer (Takarabio) 10 pl Lane Primer sets
dNTP (@2.5 mM, Takarabio) 8 #1  S1+A1(1051A)
Sense-primer (100 pM) 1 #2 S1+A2
Antisense-primer (100 uM) 1 #3  S2+A1(1051A)
RACE RT ss-cDNA pool 1yl #4  S2+A2

subtotal 95 pl

1l 94°c, 5min

1 x ExTaq soln. (Takarabio) 5

Rxn. Vol. 100 pl

1l (94 °c, 30 sec-58 °c, 30 sec - 72 °c, 1 min) x 30

l 72°C,10min-4°C, oo 1.0 % gel

GeneAmp PCR System 2400 (Perkin Elmer)
1l 5plof 100 ul checked by AGE

X|7. A =% contig #1603 COREFEIRDPCREEIEFE R
T F e AAN T T A~ —CTHEIBED B ELNTZ
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_ E%: contig #1603 (731 bp)

hER: ASp—40—2(e.g. 1-5)
(HIRSEE#1:8/9, #3:5/6)

TE: R4+ —o0—2(eg. 1-4)
(HIRSERE#1:1/9, #3:1/6)

Sense-primer
Antisense-primer

X|8. A =4 contig #1603%, COREFEIE DI/ —= T EMEDTFTA L Ak
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[1st PCR (Hot start)]

dH,0 74 4l MPstl #1 #2

10 x ExTaq Buffer (Takarabio) 10 4l ' o Lane Primer sets

dNTP (@2.5 mM, Takarabio) 8 #1 S3(818S)+ RACE32
#1603-8185(S3) (100 M) 1yl #2 53(818S) + RACE17
RACE32, RACE17 (100 ;M) 1 4

RACE RT ss-cDNA pool 1 4

subtotal 95 4l

L 94%c, Smin Y1Y H LS (340-800 bp)
1 x ExTaq soln. (Takarabio) 5 1 - -
Rxn. Vol. 100 ond PCRI=

l (94 °c, 1 min-42°c, 2min-72°C, 3 min)x 30

1 72°c,10min-4°C, o

1.0 % gel

GeneAmp PCR System 2400 (Perkin Elmer)

| 5plof 100 ul checked by AGE

X|9. # =4 " contig #1603D3’RACE 1st PCR#E 2

[2nd PCR]

dH,O 785 4l Xﬁl ﬂ ﬁ

10 x ExTaq Buffer (Takarabio) 10 Lane Template
dNTP (@2.5 mM, Takarabio) 8 ul #1 1st PCR#1
S4 (100 yM) 1 #2 1st PCR#2
RACE17 (100 pmole/ ) 1

1st PCR product (340-800 bp) 1

ExTaq (takarabio) 05 ul

Rxn. Vol. 100 pl

1 94°c, 5min

1 (94°c, 1 min-48 °C, 2 min -72 °C, 3 min) x 30

l 72°C, 10 min -4 °C, oo

GeneAmp PCR System 2400 (Perkin Elmer)

1 5 plof 100 ul checked by AGE

1.0 % gel

[10. A =% contig #1603703’RACE 2nd PCR#FE R
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[1st PCR (Hot start)]

dH,O 74
10 x ExTaq Buffer (Takarabio) 10 pl
dNTP (@2.5 mM, Takarabio) ul
RACE32 (100 uM) ul
1603-5RACE-A1 (100 uM) pl
RACE RT ss-cDNA pool ul
subtotal 95
1l 94°c, 5min

1 x ExTagq soln. (T: akarabio)v ul
Rxn. Vol. 100 pl

1 (94 °c, 1 min-42°c, 2 min-72 °c, 3 min) x 30

1 72°c, 10 min-4°C, oo

AMPstl rxn.

1.0 % gel

GeneAmp PCR System 2400 (Perkin Elmer)

1 5l of 100 yl checked by AGE

gYHLER

2nd PCR

X11. F =4 contig #16030D5°’RACE 1st PCR#E &

[2nd PCR] (1)
78.5

dH,O ul
10 x ExTaq Buffer (Takarabio) 10
dNTP (@2.5 mM, Takarabio) 8
RACE17 (100 yM) 1
1603-5RACE-A2 (100 uM) 1 pl
1st PCR product (fraction) 1
ExTaq (takarabio) 0.5
Rxn. Vol. 100
l 94°C, 5min

l (94 °c, 1 min-48°C, 2 min-72 °C, 3 min) x 30

l 72°C,10min-4°C, o

GeneAmp PCR System 2400 (Perkin Elmer)

! 5 pl of 100 pl checked by AGE

Lane Templates

#1 1st PCR fraction #1
#2 1st PCR fraction #2
#3 1st PCR fraction #3
#4 1st PCR fraction #4

Specific(?) PCR products

X12. F =4 contig #160305’RACE 2nd PCRFEF (ZD1)
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[2nd PCR] (2)

dH,0 785 MPstl #1 #2
10 x ExTaq Buffer (Takarabio) 10 gl ' Lane  Templates
dNTP (@2.5 mM, Takarabio) 8 #1 1st PCR fraction #2
RACE17 (100 M) 1 #2 1st PCR fraction #3
1603-5RACE-A2 (100 M) 1
1st PCR product (fraction) 1
ExTaq (takarabio 05 4l -
a( ) = Specific(?) PCR products
Rxn. Vol. 100 4l :
1 (94 °c, 30 sec - 58 °cC, 30 sec - 72 °C, 1 min) x 30
| 72°c, 10 min-4°C, oo Cloning & sequencing
iCylcer (BioRad) 1.0 % gel
1l 5 pl of 100 pl checked by AGE

X13. A =4 contig #1603(D5’RACE 2nd PCR#E & (£D2)

[fulldength PCR]

DEPC water 35 MP::.' ﬂ f;’-
10 x KOD-plus Buffer (Toyobo) 5 Lane Primer sets
dNTP 5 #1 1603-full-N1 + C1
MgSO, 2 #2 1603-full-N2 + C2
primer N-end (100 M) 05
primer C-end (100 M) 05
ss-cDNA (6/2RT) T “ Full-length cDNA
KOD-plus (Toyobo) 1
Rxn. Vol. 50 ul
l 94 °C, 2min
l (94 °c, 15 sec - 58 °C, 30 sec - 68 °C, 90 sec) x 35
l 4°C, 1.0 % gel

iCylcer (BioRad)
1 3 plof 100 pl checked by AGE

X14. F =4 contig #1603 cDNA PCRHE R
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KC854329|DIOX4

1000
KC854330|DIOX5
1000
1000 contig1603-fuil
EXB63677 Morus notabilis
Naringenin, 2-oxoglutarate 3-dioxygenase
GQ500141|CODM
TRI oMY
RIC -IPOTOO
KC854331|DIOX6
GQ500140|DIOX2
1000
GQ500139|T60ODM
0.1

XI15. =74 contig #1603D 2 F cDNAELF| % FA\ /=43 7 Rkt

10 20 30 40 50 60 70 80
D T T T T T T T e e e I |

Pol603 FFQEPESN——__]GSGNSQS PVIDLOKLLSPEPIIGELELDKE]
T60DM ANENLLLPMER SVIINDHETPV IDIENLLS PEP I IGKLELDRL
CODM T[:ES PLNNIjzASVIT~DPETVPVIDLONLLS PED) cKLE:LD@L
DIOX2 CIVENLQLPVEASV{IDDEETVEVIDLE LgsE‘EPVTE LELDRL
DIOX4 SVQELA@AEYLT* DI}EDNVTVT SMIDQSVPVIDLOKVILSPEPIIG 1
DIOX5 ; SVOELAKQSILAEVPRRY IRDPHD TLENNVTAT SMMDO S PV IFLOKY]
DIOX6 ] TVQELARLIVEEIPSRY ICTDIEN LTI—E}Y TVPVIDLONT

90 100 110 120 130 140 150 160

N | i | | N - I | | I |

Po1603 RCREWGFFQVVNHGVDIILL
T60DM ’ACKEWGE‘FQVVNHGVDFA.S VD)
cobpM SACKEWGFFQQVNHGVM Tﬁn
DIOX2 SACKEWGFFQVVNHGVDITSILVD
DIOX4 SACKEWGFFQVVNHGVDNLL
DIOX5 SACKEWGFFQVVNHGVDNLL
DIOX6 SACKEWGE‘FQ@NHGVDJZS

170 180

I e e

Po1603 MRNPRLFEMLPLPLRETIESYS
T60DM  LRK LRETIESYSSEMRKLS
cobM LRK I PLP@RETEESYES@\'IKKLS
DIOX2 LRK EKLPLPLRETIESYSSEMKKLS
DIOX4 MR LE‘PKLPLPLRETEESYESE@:LS \
DIOX5 MRKPRLFPKLPLPLRETIESYSSE]
DIOX6  §

250 260 270 280 290 300 310 320

. P T O T e S L T R L T R L | 1 L

Pol603 SDREGLTILLOLNEVDIZLET KI| IKPLPNZA] {Zj=DTE EIMTHGIYRSVEHRAT INSSKERT SVA| RD
T60DM SDFGGLTILLEVEGLQI T T SVKPLPNAFVVNVED|IL FIMTNGIy@stHRAVVNsT RLSTIATHFHDES
cobM SDEELTILLQINEVEGLOT RNISIKPLPEF;EE[LVNVM I[LE IMTNGIYRSVEHRAVVNS TKERLS IATFHD)
DIOX2 SDFGGLIILLQLNEVEGLOTRNEG ISQKPLPNAFVVNV«:-DVLEIMTNGEYRSVE]HRAVVNSTKERLSIATFHD
DIOX4 sDEleGLT I LLOLNEVEELOIRRER IHVEI R pLoNa FVVLEDR FlE IMSNG T YRSVEHRA[IVN STRERLS TATH
DIOXS5 SDVEGLTILLOLIEVDELOTRKE ‘\IE:_JZKPLPNAE'VWE DlaslE IMSNG I YRSVEHRRIT INsEKERLSa 17 D
DIOX6 1SDEDELTILLOLNEVECLQIKKEERWIS IKPLPNAFTVINVEDVLE

330 340 350

I | I - | |

Pol603 b
T60DM V] : LVEECKT]
copM 2 SRRKLDGKSFLD
DIOX2 SRKLDGKSFLDEP};E—
DIOX4 RKLEEKS FLD SR IREGDEGAKIVQVD - -~ -
DIOX5 FlSRRKLEIGKS FLDS[LR I[ZEGDEHC PRLDVKGPCH
DIOX6 SR LD GRS PLDCMRM = = =~ = === e = == — e e

X16. A =4 contig #1603DHEE T I/ BEEL % AV 2 r T HHRODDsED T F A Ak
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