WO 2018/063288 PCT/DEZO09/050315
1/34

Flavor stcore
5

Body

0 1 2 g 1 2 0 1 2
Spiking (0: Beer only ~ 1; Beer+Ester — 2: Beer+DMS+Ester)

FIG. 1



WO 2010/063288 PCT/DEK200%/056315
2/34

al SAM
HMT MMT

AdoHcy
Hey

FIG. 1



WO 2010/063288

HOOG - CH, - GH, - SH

3-Mercaptopropionic acid

NH,

HEC Fl
"§°-CH,-CH,-CH

H.C
SMM

COOH

3/34
O
i
H-C m pH 10
e
I
H- C’\\/
I
O
OPA

FIG. 2

PCT/BE200%/050315

COQOH - CH,-CH, -8

AN
HOOGC - CH-N

CH,

CH,

!
e

S+
HC CH,

SMM-OPA



W0 2010/063288 PCT/DK2009/650315

4/34
A fAsp i—Asn,Ser
I«Glu {SMM‘
&
€ 1.0
§ i
5 08
= ]
2 021
+ 07— » - ,
v 0 1 2 3 4 5 6

Retention time {min)

FIG. 3



WO 2010/063288

Relative fluorescence

1.0 1

06 4

1.0 4

06 4

5/34
I Asp T Asn, Ser

r Glu T SMM
Mutant
8063
Mutant
14018
Wild
type

1 2 3 4 5

Retention time (min}

FIG. 3

PCT/DE2809/050315



WO 2010/063288 PCT/DI2009/058315
6/34

2201
120, :
100 -
80

80
50

40

30

FiG. 3



WO 2010/063288 PCT/DE2009/050315

7/34

MMT activity {counts per min x 1000}
25 -

l Wild-type

20

Py 4
15 4 : -

10

-------

Mutant 8063

0 50 100 150 200 250 300 350
SMM content {fluorescence units x 1000 )

FIG. 4



WO 2010/663288 PCT/DKZ009/050313

8/34
A Content {ppb)
10000
9855
] cv. Power
M Mutant 8063
8000
6000 —
4000 +—
2000
1635
325 266
o 128 ) 18 w22
DMSP  Free DMS DMSP  Free DMS
l Green malt I I Malt ‘

FIG. 5



WO 2010/063288 PCT/BK2009/050315

9/34
Content {ppb)
700
680 [0 ov. Power
B Mutant 8063
800 H
5200
400 H
300 |
200 -
141 139
100 85 85
q 03 04 1 1 4
PSP Free DMS DMSP  Free DMS Free DMS
I { ; { e
Sweet wort Boiled wort Beer

FIG.5



WO 2010/063288 PCT/DK2009/050315

10/34
A _—  —Generg
%06\5
/ o] % “?
x £ 7
Y 3 = )
& o
/ 2 r £ &
"% o Q 06‘
%
%
0
&
o
e}
O
o

— it oo™

~= cV. Power ™
=

FIG. 6



W0 2010/063288 PCT/RKZ009/056315
11/34

e FUH-MMT

= CV. Power

-
Ca"ameﬁzed _

FIG. 6



WG 2010/063288 PCT/DK2009/050315
12/34

»  Screening
M4

g... ------- »  (rossings

M3

FiG.7



PCT/DK2069/050315

WO 2010/063288

13/34

11

FiG. 8



WO 2010/663288

PCT/DE2009/054315

14/34
o < oo <k M iy =N~ D N cuehH M~ W +— L} jo)]
P O W o Q3 D M~ DD I M~O O [=o SR o iy
e oF < 80 O D QO Nt NOYO <0 N~ O o) I I
o — — QNI o 0 OoOMm oot <t g <t o< 0 w0 (]
| H £ 1 i
TS R T O S J__. uJM
2 3 =4 5 6w 7 8 g 10 11
Primer set 1 Primer set 3 Primer set 5
! — P i
 ———! ; | ! i
Primer set 2 Primer set 4 Primer set 6

FiG. 9



WO 2010/063288

€1
21

121
at

181
1

241
81

20
i

a6t
121

421
141

481
161

541
181

601
2H

681
221

721
24

t81
261

23
281

a0t
o

961
oAl

1021
341

15/34

ATGGCTGCAGCGRCEEGAGACATAAARECATT CCTGGCAGLGTGCCAGRCATLGGRIGAC
A A A A G DV E AFL AACSHLASGD

GCGECATACGRCELCGLCAAGGLOG TG TRBAGLEGL TCEAGECECCERCTACGLGLECE
A A Y & A A K AV L ER L E AP A TR A&

GAGGCCAGGCGACTLGTOGACAGHG TEGOAACBGCELT TCECCGOCBRIGGCOLARBCOANG
E A RRLL G AV RRBAF A AGG P A A

GEECTCGAGTGCTTCCACACCTTCCACTTCOGCAT COACGALGTCATCLTCGACCEOCAL
G L EC FRTFHFRTIHDUY VY L D P H

CTLCAAGEATTCCABCAAAGRAAGAAGC TAACAATGATGEAGATACCCABCATTTTCATY
L g6 F &6 8 K KL T H#H KE I P §TITF 1

CCAGAAGACTRETCATTCACTTTCT ACGAGGGTCT CAACGGGCATCCAGATTCCATCTTE
P E D W §F TF Y EGL H®RHPDSIF

AGGGATAAGACAGTARCAGAGG TEAGATEIGGLAATGRTTGEATATCCATTGCACTTGCA
R B KT V¥ A £ L G C &GN G W I 58 I AL A

GAAAAGTGGRTGCCCTTCGAAGRT TTATERTCTGEATATAAACCCAAGAICTATCAAGATT
E XK W CPFP 5 KV Y GL DI KPRATIKRKI

GCATGEATAAACE TTTACTTRAATECAC TAGACGACGATGGTCTCCCAATCTATGATELG
AW I N L ¥ L N A L DDODGLPTI YDA

BAGGGUAAAACATTGCT TGACAGAGTCRAATTCTATRAATOTGATCT TCTTTCTTACTGT
E G KT L L DR YV EF Y E 3 O L L 8§ Y G

AEAGATAACAAGATAGAACTTGATCGCATTGTTCRATGLATACCACABATTCTTAACCCL
A BN K I ELDRTIWGEGLSECI PGQGTILELNT®
AATCCAGAGGTAATETCARAGATTGTAACTBAAAA TTCAAGTGAGGAGT TCTTGTACTCC
¥ P E A MS K I VT EHN S S E E F L Y

TTRAGCAACTACTATGCTCTCCAGAGT TTTGT TGAGGBACCAATTTGGCC TOGGGTTGAT T
L &8 ¥y AL QGFVYEDOQFGGGEL G LI

GCYCEGBCTBT TGAAGAAGEEATAT CTGTGATAAAGCCTAGTGGTCTTATGGTATTCAAL
A R AV EE & I 8 ¥ I K P 8 G L M ¥ ¥

ATGOOAGGLOAACCAGRAGCAAGGTATCTGTGAGCELL TATTTLTACGCCGTGGATTTCGE
M & & R PG @ &V ¢ ER L F L RRGF R

ATCAATAAGCTCT GLCAAACAAAART TATGCAGBC TGCTRACACAGACATCTCCEUTTTA
I N K L W o T K IImMQ@AaAADTDI S AL

GTTGAAAT TEBAGAAAAATAGCCEACATCEE TTCRAGT TCT TTATGGATCT TR T TREGEAT
YV E I E K H SR YR FEFFHEDL Y GD

CAGCCTRTGTGTGCGCELACAGCAT GAGCATACAT GAAAT CTGATGGCOBCATTTOACAT
g P VYV C AR T AW AY K KBS G G6G6R I §H

FiG. 10

PCT/DK2005/050315

60
20

120
40

180
&0

240
80

300
104
360
120
420
140
48¢
160

540
180

600
200

660
226

720
248

7ap
264

840
280

880
300

860
320

1620
346G

HE0
360



WO 2010/063288

198
361
114
38!

1201
401

1261
421

1321
4itd

1381
461

1441
451

1841
361

1561
£21

1621
G4l

1881
561

1741
581

1801
801

1861
821

1621
841

1481¢
661

26041
681

2101
701

2161
721

16/34

GCTTTATCTGTGTATAGCTEY CARCT TCECCAGLCCARCTAGE TEAAGRAART AT T TGAG
AL BV ¥ S € QL R G F N G V KKIFE

TTCCTTAAAGACGGAT T COAT GAAGT CAGCAGCTCOLTCGATTTIGTCCT TTRATGATRAT
F L KO GF HEVY § 8 8§ L O L 8F DD B

TOTATTGLTGAT GAAAAALTY CUTTTCCTAGCATACC TAGC TAGTT TCT TRCARGAGAAT
S VA B EK I PF LAY L ASF L QE N

AAGTCTAATCCTTGTAAGCCTCCAGCTGEATGTTTARATTTCCAGAATE TTGT TGO TEGEA
K § NP CEPFPAGSLELNFRNL VARG

TTTATGRAGAGT TACCACCACATCCCATTAACTCCTGATAATGTTGTTRTGTTCCCATCE
F M K 8§ Y H K I P L T P D KV V VYV F P 3

CGTGROTRTTRRAATLGAAAAT GO TCT TCRAT TGTTC TCACCTGEAC T TRCAATTATTGAS
R &4 Vv A I E N AL KL F S8 PF &L A T Vv D

GAACACCTAACCAGACACTTGCCOARGCARTGGTTAACATC TTTAGCAA T TRAGBARAGT
E H L TR HLPEKUGW®WL T S L A I EE 8

AACCATECTARAGATACAGTAACTGTAATCGAAGCACCACGCCAATCAGAT TTEC TGATT
N B AKX DY Y TY I E AP AR GS DL LT

GAGTTEATCAGEAAACT GAAGCCTCAGETTGY TATYACTGGCATGRCTCAGTTTGAGGCT
E LI RKLKPGV VY VT GEHWHAGLGFE A

ATGACCAGTGETGOTTTCATGAACTTATTAAGTGTAAGGAAAGATATTGGT TCCCGATTA
I T 8 A A F ¥ N | L &V T ¥ 0O ¥ 6 S8 R L

TTACTAGATATTTCAGAACATCTGRAATTGTCTAGTCTGCCAAGCTCAAATGOTGTATTE
i L O I 5 E H L E L 8§ 8§ L = NG v L

ABATATCTTGCTGERAAGACCOTECO TTCACATGCGRCTATAT TATATEGC TTAGT TAAG
K Y L A G K T L P S8 HAA T L G &L VK

ARTCABGTTTAT TCTOATC TGBAAGT TGCTTTTGCTATCTC TEAAGATCOAACTGT TTAT
N @V Y 53 D L E VY AF AI S g DPT N Y

ARGGCAT TG TCACARAC TATTGAGC T AT TGGAAGEACATACTTCTGTGATEAGLCAGEAC
K AL S &T7T I EL L EGHTS VI S QH

TATTATGGTTGTCTTT TCOATGAGCTACTRGCATT TCAAATTARTGACCGECATOCACAA
Y ¥ 6 ¢ L F HEWLL AF G I GDRUHKEPG

CAAGAGAGAGAACCTECAGAAGTEATATCTAAGGAGATGATAGBGT TTTCAAGTTCAGET
@ ER EP A E Y I &8 KEWMTIGF S5 5 5 A

ATGTCCACCCTAGAAGOAGCTGAGT T TTTCGT TCCT GETTUCATGRAATCLGGTGTCATA
MosS T L E G AEFF VPGS MES GGV T

CATATGEATCTGRACCGCAGLTTCTTGCCAGTACCTTCTGLAGTAAACGLCTCCATTTTE
4 B D L DR S F [ P VP S A VYV N AGS I F

GAAAGT TTTGTTCGTCAGAALATCAC TRATTC TGAAACCGATGTCCGTTCOAGCGAT TCAG
E 5 FV R GWNTITDSETODUVRSSEIAQ

FiG. 10 - continued

PCT/DEK2009/050315

1140
380

1200
404

12649
420

1320
440

1380
ABG

1440
480

1500
500

1560
&20

1820
540

1680
5680

174C
&80
1800
680

1860
6240

1920
840

1980
660

204G
GBO

2108
700

2160
720

2220
740



WO 2010/063288

2221
74

228%
761

2341
781

2401
801

2461
a1

25821
841

2581
861

2641
eat

2701
801

2761
821

2821
941

2881
261

2941
a1

300
100%

3881
1021

3121
1041

381
1061

3241
1081

17/34

CAGCTOGTGAAAGATAGCTAT GATTTC T CAGCAGGCGETGC TTCTGAAATTATATACGGE
O L VY K D& Y 3 F 8 AGGAGSETILITLIYS®G

AACACCTRTCTCGOECT LT TCAACAAGC TTBT TCTT TRCTRCATGCAAGAACAGRGLACE
N T & L AL FNEKLVLCCH®OQEOQQSGT

FIECTTTTCCOC TTGRGAACC AAGGGGUAT TACGTCAACGC AGCAARG T TTETRAATGCA
L LF P LG T NG HY Y HNAARKF VYV NA

ACCACCTTGACTATTCCAAUGAAGGC AGAT TCAGGO TT CAAGATCBAACCAAGTRCTCTA
T T LTI P T HKADSEGEGF KTIEPSISAL

GOCGACADADTAGAGAAGGTETCTCAGCCATRGRTCTATAT TTCTGGOCCCAGAATCAAL
A f T L E K ¥ S Q & WV Y I 5GP TTIH

COTACTGECTTCCTATACAGT GACGACBATATAGLAGAGCTGETT TCTETLTGTGCGACA
P T G F LY &S$DDODTIAEUL LSV CAT

TACOGAGDOAGRETEAT GATABATACC TCCTECTCTBRTCTAAAGT TORAAGCCALCEGE
¥ G A R ¥ V I DT 8 8 &85 a6 L EF & AT S

TACAGCCAGTGOAATTTGGAAAGATGTCTT TCTAATGTCAAGTCTTCAAAGCCCTCATTE
C s aWHNLE®SRCILSHNVYKSZSEKZPSF

TCLATTETCCTRCTCAGAGAGLTATCC TTTBAGCTGADCACGRLTGOGC TTGATT TLEGE
8 v ¥ L6 &t L 5 FE LT T ASE F G

TTTCTEATTATGAGEGACTCATCCTTRATTGACACAT TTTACAGTTTCOCAAGCT TGAGT
F LI M 8§D S 8L VDTF Y S$FP 8L 8

CGACCACACAGGACBTTGAAGTACALGTTCAGGRAAGC TGTTRGATC TTAAGAACCAGAAG
B P H S T L KY T F & KIELL&LKHNIQREK

GATCAGCAT TTCTCTRATCTCATCCT TGAGCAGAAGHAGACAT TRAAGAATCGTGCCEAG
® @ HF 5D L I L EGKET L KHBHRATD

CAGTTOATCAAGACECT TRAGAGCTGCGRCTORGACGCTETGAGOTGCCAT GGCAGEATE
g L I £ T L ESBCSG6WDEAVY & CHGG T

TCGATGCTTGCAAAACC GACCGCCTACATTGRCAAR TCACTCAAGG TEGACGECTT TRAR
g ML A KF T AY I & K 5 L KV DI G&FE

GOOAAGC TGRACAGCCACAACATEAGEGAAGCLCTECT GAGET CLACCREGCTGTGCATT
G kK & B S5 B 8 W B E A& L L R 37T 6L CI

AGCAGCAGCEGE TERACAGBEGTECCGEACTACTGLOGCTTCAGE TTTGCTCTOEAGAGS
s § s aWT &GV P DY CRFS&FALES

GRCGALT TCGACCGEGCCATERAGTECATOEOCUBGTTCAGGGABC TAETCCTTRHTGGE
G b FDR AMETGTIARTFRELWVYILGES

GETGCTAAGGTGAATAG TAGCARCTAG
G A K V N B B H ¥
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. 1 i)

ov. Haruna Nijo  MAAAAGDVEAFLAACGASBDAAYBAAKAVLERL EAPATRAEARRLLBAVRRRFAAGOP AA
cv. Prestige MAAAAGDVEAFLAACGASODAAYGAAKAVLE R EAPAT RAEARRL LGAVRRRFAAGEP AR
B1 120

ov. Haruna Nijo  GLEGFRTFHFRIMDVVL.DP HLOGF OQRKK L TUME TPSL I PEDWSFTE YEGL NRHPOSTE
cv. Prestige GLECFRTFHFRIHDVYL.DPHLOGF GGRKKL TMME 1P SIF IPEDWSFTFVEGLNRHPOS IF
- 121 180

ov. Haruna Nje  ADKTVAELGCGHEW IS AL AEKNCPERYYELDINERET KEAWINLYLHAL DDDGLPEY DA
cv, Prestige ROKTVAELGOGHGWIS I ALAEKNOPSKYYGL DT NPRET K TAWINL YLNALDODGL PIYDA
181 240

cv. Haruna Nijo  SGKTLLORVEFYESDLLSYCRONKIELDRIVGCTPQIL NPNPEARGKI VT ENSSEEFLYS
cv. Prastige EGKTLLDRVEFYESDL L. SYCRDRKIELDR IVGC T PQIE NPNFEAMSKTIVTENSSEEFLYS
241 380

ov. Haruna Nijjo LSAVGALOGFVEDOTGL @ TARAVEERT SVTKPSGL /T NUGGRP GRAVEERL FL RRGFR
ov, Prestige LSNYCALOGF YEDQFGELGL TARAVEEGI SYIKPSGLIYFNMGGRP GAGVCERLFLARGFR
3681 360

ov. HanmaMijo  INKLWQTKIMGAADTOISALVEIZKNSRRAF EFFMOLYADOPYCART AWAYIKSAGRISH
cv. Prestige TNKLWOTKIMOAADTDISALYEIEKNSRHRFEF FMDLVGDAPY CARTAWAYMKSAOR 1 SH
361 420

ov. Haruna Mo ALSYYSCOLROPHOYKKTFEFLKOGFHEVESSL DLEFDDDEVADEKTPFL AYL ASFLOEN
cv. Prestige ALSVYSCOL ROPROVKK IFEFLKDGFHEY 55 8LDLAFDDDSVADEKIPFLAYLASFLOEN
421 480

ov. Haruna Nijo  KSNPOERPAGCLNFRNLVAGFUMKSYHHIPLTPONVVVEPSRAVATENALRLFSPGLATVD
cv. Prastige KSHPCEPRAGCLNFRNLYAGFMKSYHHI PLTPDNVVVF PSRAVALENALRLFSPGLAIVD
481 540

ov. Haruna MNijo  EHLTRHLPKQWLTSL AT EESHHAKDTVTVIEAPROSOL L IEL IRWLIPOVVVTGMACGT EA
ov, Prestige EHLTRHLPKOW: TELATEESHHAKDT VIV I EAPROS DL L TELIRKLKPOVWW TEMARE EA

FiG, 11
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£41 680
ov. Haruna Nijo  TTBAAFVNLLSVTKDVASRLLLDISEHLELSSL PESNGVL KYLAGKTL PEHAALLOGL VK
ov. Prastige ITSAAFVNLL SVTKDVGSRLLLDISEHLELSSLPSSNGVLKYLAGKTL PSHAALL OGL VK
801 660
ov. Harunta Nijo NQUYSDLEVAFAISEDPTVYKALSOT IELLEGHT SV ISQHYYGOL FHELL AF QO TGDRHPG
cv. Prastige NQVYSDLEVAFALSEDP TVYKAL BAT IELLEGHTSY ISQHYYECL FHELL AFGTGOAHPY
651 720
cv. Maruna Nijp  QEREPAEVISKEMIGFSSSAMSTLEGAEFFVPGSHE SGV IHEDLDREFLPVPBAVYNASIF
cv. Prastige QEREFAEVISKEMIGFSSSAMSTLEGAE FFVPGESME SGV THEOLDRSFLPVPSAVNASTF
721 780
cv. Haruna Mijo  ESFVRONITDSETDVRSSIORLVKDSVGF SAGBASE IT YGNTCLALFNKL VLCOMOEQGT
cv. Prestige ESFVRONITDBETDVRSSIGOLVKDSYGF SAGGASE LT YGNTCLALFNKL VL COMOEQRT
78% 840
cv. Haruna Nijo  LLFPLGTHGHYUNAAKEVNATTLTIPTKADSGFK IEPSALADTLEXVSOPIVY ISGRTIN
cv. Prestige LLFPLGTNGHYVNAAKEVNAT TLTIPTKADSGFK IEPSALANTLEKVSOPIYY TSGR TIN
841 900
cv, Haruna Nijo ~ PTGFL YSDDDIAELLSVCATYRARYVIDTSSSEL EF A THOSOWN LERCL SNVKSBKRSE
cv. Prastige PTOFL YSDODIAEL LEVCATYGARYY IDTSEEGL EFQATGCBQWNN LERCL SNVKSBK PSE
) %01 960
cv. Haruna Nijo SYVLLGELSFELTTAGLDFGFLIMEDSSLVDTFYSFPSLSRPHSTLKY TFRKLELGLKNGK
cv. Prastige BYVLLGELSFELTTAGL IFGFLIMEDNSSLVDTFYSFPELERPHSTLKY TFRKLLGLENGK
981 1020
cv. Haruna Nijo  DOWF SDLILEQKETLKNRADGE I ESCOGWDAVGCHGG IBMLAKPTAY IGKSLKVDGFE
av. Prastige DOHFSDLILEGKETLKNRADGLI KGR ESCGWDAVACHAGISHEAKPTAY TGKSLKVOGFE
1021 1080
v, Harung Nijo  GKLOSHMMREALLRSTGLCISSSERTAY POYCRFSFALESGEFDRAMECIARPAELYLGG
ov. Prastige GXLOSHNMRE ALLRSTGLOTSSSEWTAY P DYCRF SF AL ESGHF IRAMECT ARFRELVL GG
1081
ov, Maruna Nijo  BAKVNHSH
ov. Prostige GAKYNGSH

FIG. 11 - continued
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D Mutant 8063
G3076 A
] intron 5
E Exon s }__—_—__—A Exon 6
WT GGT - 1137t - AGGT - 67 5t - AGGt -+ 70 nt - tggt --- 130 nt - agGC - 784nt - CAG
Mut. GGT - 1737t - AGGT - 67 nt - AGat - 707l - tggt - 130nt - agGC - 184nt .- CAG

H

A

5' Splice site 3’ Spiice site

-2 -1 : 1 2 -2 -1 : 1 2

Base composition in percent

G 9 79 100 0 0 100 62 24
A 64 7 0 0 100 O 14 18
C 14 8 0 0 0 0 15 18
T 12 6 0 100 G & g 39

Consensus A G : G T A G : G T
intron 5, Mutant B063 A :

w
o
_.!
x>
ja]
[
o
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E cv. Prasgtige

Line 8063, Product 2
Line 8083, Product 3
Line 8083, Procus 4

GOVEAFLAACGASGDA

IGAAAGDVEAFLAKCOASED,
biAAAAGOVEAF LAAGTASGDARY GRAKAY

cv. Prastige [ 61}
Line BOGS, Product 2 [ 51) |
Line 8063, Produd 3 ( &1) R
Line 8083, Product 4 { &1) |

cv. Prastige (12¢) i § ERHCFSRYGLETNPRATK S
Line 8063, Product 2 (121) G I HEIFSKVEGLOTNRRATI
Line 8063, Product 3 (121} [ { ]
Line 8063, Produdt 4 (121}

ov. Prestige (181)
Line 8083, Procuct 2 (181)
Line B0G3, Product 3 (18t}
Line BO63, Product 4 (181)

cv. Prastige {241}
Line 8063, Product2 (241}
Line 8063, Produdt 8 (241) |
Line 8063, Produci 4  (241)

ov, Prestige (301
Line B063, Product 2 (301)
Line BOE3 Product3  (301) §&
Line 8063, Product 4 (280}
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e 3076 ) )
y G Genomic DNA, cv. Prestige
Primer set no. 20
P SEEE———
S 3076 )
5 A Genomic DNA, Mutant 8083
Primer seino. 20
—
—— 3076 )
Genomic DNA, cv. Prestige
3 G Pri
rimer set no. 21
—
—_— 3076 )
Genomic DNA, Mutant 8063
4 A )
Primer set nc. 21
P S
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A Mutant 14018
Gi462-A

e B S e S 7 8 i1 (12)

Wild-  Muiant
type 14018 Product 5 G688 bp
N I Product 6 Product 6 1050 bo
Product 5 — \\ — Product? Product 7 771 bp
1— Product 8 Product 8 644 bp
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D Mutant 14018
Gi1462—A
f Intron 2
i Exon 2 M Exon 3
WT GAT - 145nt - TGGT - 40nt--- AGgt--- 79nt - aggt --- 2750t --- agGT -~ 202nt - CAG
Mut. GAT ... 1455t - TGGT .- 40nt - AGat - 79 nt - aggt -~ 275nt - agGT - 202nt - CAG

§' Splice site 3' Splice site

-2 -1 : 1 2 -2 -1 : 1 2

Base composition in percent

G g 79 100 0 0 100 62 24

A 64 7 0 0 100 O 14 18

C 14 8 0 0 0 0 15 18

T 12 6 0 100 0 0 9 39

Consensus A G : G T A G : G T

intron 2, Mutant 14018 A G : G T A G : G ¢C
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Ncol

- Ndel
~ Sacll
- EcoRI
EcoRI

BamHI

pET19b-MMT

e >

pET18b-Line14018-Prods
pET19b-Line14018-Prod7

pET48b-Line14018-Prods
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v, Prastige {1}
Line 14018, Product & {1
Line 14018, Product 7 (1}
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