PCT/EP2013/065214

WO 2014/013026

1/19

10109/ uoissaldxs asesodsuel |

uoiBaJ Buip E«o&oi
awAzus asesodsue. |
|_|
Hll Areiqi| uisyoid 1o uisloid € Yl

Buipoous 1saialul Jo (S)susk)

WIBISAS 10108A uosodsuel) Jusuodwod-1q (*q

Yll uoibal Buipoo Y1l
awAzus asesodsuel |

:(31) wswas|d s|gesodsue.) snowouoine (‘e

11 "B



PCT/EP2013/065214

WO 2014/013026

2/19

VYNd
polob.e)
dll + dll
VYNd
|f._ louop
dll dll
Jol1sed,
VYNd
..‘4 v, 100.e)
dll
uonesiidal Aq __>o_oo__~
VYNd
|f._ | t louop
dll dll
(g

dll

1l +
—— NGioip
.olsed,

dll
uoisioxa Ag ,1n9,

|f._

dll

dll

VNd
pajeblie]

VNd
180.1e)




PCT/EP2013/065214

WO 2014/013026

3/19

UBWNK ‘Ysieiqaz

uoy so uewnH
‘osnoly ‘sndousy ‘Usieigez

‘usyoIyD .>mf,,: |
‘JolsweH ‘Aexuol ‘uewny

ysiyelgez

ouel ‘g

‘sndousay sislieH ‘uewny

Bid ‘uewny ‘ @snopy

"a-ciebuigiey

4ebuigiey H|d

Jodssed

(8oulid Boi4)

. B4



WO 2014/013026 PCT/EP2013/065214
4/19

Fig. 4
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Fig. 8
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Fig. 9
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Fig. 15

Notl
GCGECCGCATCEACAT GAGEGT CCCCGCTCAGCT CCTGEEECTCCTGLTECTCTGECT CCCAGET GCCAAATGTGACA
P M DMRVY P AQLLOGTULIULILLMWLUPGATZKTCTD
TCCAGATGACCCAGTCTCCTTCCACCCTGTCTGCATCTGTAGGAGACACGAGT CACCAT CACT TGCCGEGCCAGT CAGA
P oM T Q 5 P S TL 8A SV GDRVTI T CRAZ S Q
GTATTAGTAGCTGETTGECCTGGTAT CAGCAGAAACCAGGEAAAGCCCCTAAGCTCCTGATCTATGATGCCTCCAGTT
Ps | S 8 WL A WY Q Q KP G KAPIKILIL I ¥ D A S s
TGGAAAGT GGEETCCCAT CAAGGT TCAGCGGLAGT GGAT CTGEGACAGAAT TCACT CTCACCAT CAGCAGCCT GCAGC
. E S GV P S RF 8 G S G S GTETFTILT I 8 8 L @
CTGATGATTTTGCAACTTAT TACT GCCAACAGNNKNNKNNKNNKNNKNNKACT TT T GGCCAGGEGACCAAGCT GGAGA
PP DDFATYYCQOQ- - - - - - TF GGQOGTK L E
BsiWwl
TCAAACGTACCETGECTGCACCATCTETCTTCATCT TCCCGCCATCTGAT GAGCAGT TGAAATCTGGAACTGCCTCTG
L K R T v A A P 8 V F I F P P S8 D E QL K S GT A 8
TTETCTGCCTCGCTGAATAACT TCTAT CCCAGAGAGECCAAAGTACAGT GCAAGET GGATAACGCCCTCCAATCGEGTA
Y ¥V C L L NNTF Y PREAIKUVYOQWIEKUVDNATLGQS G
ACTCCCAGGAGAGT GT CACAGAGCAGGACAGCAAGCACAGCACCTACAGCCT CAGCAGCACCCTGACGCTGAGCAAAG
PN S @ E 8§ ¥V T E @ D 8 KD B8 T Y L 88 T 1L T L 8 K
CAGACTACGAGAAACACAAAGT CTACGCCT GCGAAGT CACCCAT CAGGEGLCT GAGCTCGCCCGT CACAAAGAGCTTCA
PA D Y E K H K VY Y A CEVTHGOGTL 8§ 8 P VY T K 8§ F
Asull
ACAGGGGAGAGT GTTAGCGCTTTCGAA
PN R G E C =




WO 2014/013026 PCT/EP2013/065214
17/19

Fig. 16

Notl
GCGECCECATGEAGT TTGGECTGAGCTGEGT TTTCCTCGET TGCTCT T TTAAGAGGET GT CCAGT GTCAGGTGCAGCTGG
PM EF 6L 8WV F L VALILUZ RGVYOQCOGQVOQlLl
TGGAGT CT GGGEGAGECGT GGT CCAGCCT GEGAGGT CCCTGAGACTCTCCTGT GCAGCCTCTGGATTCACCT TCAGTA
P E S G G G ¥V VQPGRSILRLSCAASTUGT FTTF 8
GCTATGCTATGCACT GEGT CCGLCAGECT CCAGGCAAGGEECTAGAGT GGET GGCAGT TATATCATAT GAT GGAAGTA
Ps Y A M HWV R QAP GIKGL EWUWV AV | S Y DG S
ATAAATACTACGCAGACT CCGTGAAGGGCCGAT TCACCAT CT CCAGAGACAAT TCCAAGAACACGCTGTATCTGLAAA
PN K Y Y A DS V KGR F T I 8 RDNUSIKNTL Y L Q
TGAACAGCCT GAGAGCTGAGGACACGECT GTGTATTACT GT GOGARGNNKNNKNNKNNKGACNNK T GGEGCCAAGGAA
kM N S L R AEDTAV Y Y CA- - - - - D- WOEGOAQG
Nhel
CCCTGGTCACCGT CTCCTCAGCTAGCACCAAGGECCCAT CGGTCT TCCCCCT GGCACCCT CCTCCAAGAGCACCTCTG
PT L ¥V T V 8 8 A S T K OGP SV F P L AP S S8 K S8 T 8
GGGECACAGCAGCCCT GEECTGCCT GGTCAAGGACTACT TCCOCGAACCGGET GACGET GT CGT GGAACT CAGGCGECCC
PG G T A AL G CL VKDY F PEUZPVTV S WNS G A
TGACCAGCGGCGT GCACACCTTCCCGECT GTCCTACAGT CCTCAGGACT CTACT CCCT CAGCAGCGT GGTGACCGTGC
L T S 6 VHTFP AV L QS S GL Y S L 8 5858V V TV
CCTCCAGCAGCT TGGECACCCAGACCTACAT CT GCAACGT GAAT CACAAGCCCAGCAACACCAAGGT GGACAAGAAAG
PP S 58 S L 6 T Q@ T Y I €NV NHIKUPZSNTKV D K K
TTGAGCCCAAATCTTGTGACAAAACT CACACAT GCCCACCGT GCCCAGCACCTGAACT CCT GEEEEEACCGTCAGTCT
Py E P K S C DKTHTUCPZPTCPAPEILILGTGUP S V
TCCTCTTCCCCCCAAAACCCAAGGACACCCTCATGATCT CCCEGACCCCT GAGGTCACAT GLGT GGT GEGTGGACGT GA
PF L F P P KP KDTILMI S RTUPEUWVTCVV V DV
GCCACGAAGACCCT GAGGT CAAGT TCAACTGGT ACGT GGACGELGT GGAGGET GCAT AAT GCCAAGACAAAGCCGLGEGE
PSs H E DPEV KF NWY V DGVYEUV¥ HNAIKTKPR
AGGAGCAGT ACAACAGCACGTACCGT GT GGT CAGCGT CCTCACCGT CCTGCACCAGGACT GECT GAAT GECAAGGAGT
PE E Q Y N 8 T Y RV YV S V L T V¥ L HQDWWIL N GK E
ACAAGT GCAAGGT CT CCAACAAAGCCCT CCCAGCCCCCAT CGAGAAAACCAT CT CCAAAGCCAAAGGGCAGCCCCGAG
by K € K ¥V 8 N K AL PAPI EKT I 8 KAIKTUGA QPR
AACCACAGGT GTACACCCT GCCCCCAT CCCGGGAT GAGCT GACCAAGAACCAGGET CAGCCT GACCTGCCTGGET CAAAG
PE P Q VY T L PP S RDETLTI KN QVS5LTOCIL V K
GCTTCTATCCCAGCGACAT CGCCGT GGAGT GGGAGAGCAAT GEECAGCCGGAGAACAACT ACAAGACCACGCCTCCCG
PG F Y P S DI AV EWE S NGQPENNYKTTUZPP
TGCTGGACT CCGACGECTCCTTCT TCCT CTACAGCAAGCT CACCGT GCGACAAGAGCAGGET GGCAGCAGGEGAACGTCT
Y L D S D G S F F L ¥ 8 KL T V¥ DK S RWOQQG N V
TCTCATGCTCCGT GATGCAT GAGGCT CTGCACAACCACTACACACAGAAGAGCCTCTCCCTGTCT CCGEAGC T GCAAC
PF S C S VMHEA ALHNUHY T Q@KSL S L S P EL Q
TGGAGGAGAGL T GT GLEGAGGLGLAGGACGEEEAGCT GRACGEECT GTGGACGACCAT CACCATCTTCATCACACTCT

L EE S CAEAQDGETLUDGLWTT I T I F I T1L

TCCTGT TAAGCGT GTGCTACAGT GCCACCGT CACCT TCT TCAAGGT GAAGT GGATCTTCTCCTCGGET GETGGACCTGA

FF L L 8 V C Y 8 ATV T F F KV KW 1| F S8 S8 V V DL
Eco471Il

AGCAGACCATCATCCCCGACT ACAGGAACAT GAT CGGACAGGEEGECECTAGTAAGCT TAGCGET
Pk Q@ T I I P DY R NM I G Q G A + =
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Fig. 17

JK template: Scal strategy (AGT/ACT)

.. AGT ACT TTC GGC ...
.. TCATGA AAG CCG ...
TF G

ACT TTC GGC ...
TGA AAG CCG ... => linearized template
TFG

JH template: Drdl strategy (GACNNNN/NNGTC)

.GA CAT TGG GGT CAG ...
.CT GTA ACC CCA GTC ...

W G Q

G GGT CAG ...
ACC CCA GTC ... => linearized template
W G Q
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