Sequence: pEGFP_TLN1_WT.dna (Circular/ 12 357 bp)
Enzymes: 6+ Cutters (196 of 654 total) Unique Cutters Bold
Features: 13 visible, 13 total

Primers: 24 visible, 24 total
Asel Bgll BsaHI\ZlaI‘ Aatll
| | ~| |
5' TAGTTATTAATAGTAATCAATTACGGGGTCATTAGT TCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGAC

B A s R B B A o o i mw m w  E AN wsan e R SR 135

ATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGCGGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTG
[ CMV enhancer

Taqu_ BSAML Zral pop Bgll Tatl Ndel BsaHI Z@! patnr
~ |l - | -

GTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGG
270

CATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCATTTGACGGGTGAACCGTCATGTAGT TCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCC
CMV enhancer

Btgl
Brgzl BsaAl Styl
Bgll Bmrl Tatl Tatl SnaBI Ncol MslI CspCI Tatl

TAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGGATAGCG
405

ATTTACCGGGCGGACCGTAATACGGGTCATGTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCACTACGCCAAAACCGTCATGTAGTTACCCGCACCTATCGC
CMV enhancer I[ CMV promoter >
Zral Banl Ecil

CMV
l ‘ acgcaaatgggcggtagg

GTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGT

CspCI BsaHI

540
CAAACTGAGTGCCCCTAAAGGTTCAGAGGTGGGGTAACTGCAGT TACCCTCAAACAAAACCGTGGTTTTAGTTGCCCTGAAAGGTTTTACAGCATTGT TGAGGCGGGGTAACTGCGTTTACCCGCCATCCGCACA
CMV promoter >
Bstapr 09!
AlwNI Styl
CspCI Ncol
Afel Haell
Agel Tall_N-term_Agel FOR
Bmtl BsaWI Apol ‘
BstYI Nhel BsrFI BanI EcoRI CspCI
accggt
‘ ‘ ‘ ‘ ‘ : CACCATGGTTGCGCTTTCH ‘
ACGGTGGGAGGTCTATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGCGCTACCGGTATTAGGCACCCCAGGCTTTACACGAAT TCGCAGAAGCTGCCACCATGGTTGCGCTTTCGCTGAAGATTAG
675
TGCCACCCTCCAGATATATTCGTCTCGACCAAATCACTTGGCAGTCTAGGCGATCGCGATGGCCATAATCCGTGGGGTCCGAAATGTGCTTAAGCGTCTTCGACGGTGGTACCAACGCGAAAGCGACTTCTAATC
CMV promoter >
Talin-1
M V A L S L K I s —
Btgl
Acul Styl BstYI BanII
‘Ec057MI ‘BbsI ‘NcoI ‘BsaHI BsrBI‘ ‘BamHI ‘EcoOIOQI* ‘Bsp12861
CATTGGGAATGTGGTGAAGACGATGCAATTTGAGCCATCTACCATGGTGTACGACGCCTGCCGCATGATTCGTGAGCGGATCCCAGAGGCCCTGGCTGGCCCTCCCAACGACTTTGGGCTCTTTCTGTCAGATGA
810
GTAACCCTTACACCACTTCTGCTACGTTAAACTCGGTAGATGGTACCACATGCTGCGGACGGCGTACTAAGCACTCGCCTAGGGTCTCCGGGACCGACCGGGAGGGTTGCTGAAACCCGAGAAAGACAGTCTACT
Talin-1
1 GNV V K TMQFEPSTMVYDACRMTIRTE- RTIZPTEA ALAGPUZPNUDTFGTLTFL S DTD —
Btgl
PspFl Styl BsaWI Bgar  Acul
‘TsoI BseYI‘ ‘HindIII ‘NspI ‘NcoI ‘Tatl ‘BsaI BstYI‘ BspEI* ‘ /Ec057MI
-

TGACCCCAAAAAAGGCATCTGGCTAGAGGCTGGGAAAGCTTTGGACTACTACATGCTCCGAAATGGGGACACCATGGAGTACAGAAAAAAGCAGAGACCCCTGAAGATCCGGATGT TAGACGGAACGGTGAAGAC

B o L e e e e 945

ACTGGGGTTTTTTCCGTAGACCGATCTCCGACCCTTTCGAAACCTGATGATGTACGAGGCTTTACCCCTGTGGTACCTCATGTCTTTTTTCGTCTCTGGGGACTTCTAGGCCTACAATCTGCCTTGCCACTTCTG

Talin-1
D P KK G I WULEAGIKALUDYYMULIRNSGUDTMETYRIKIKIOQRU®PLIKTIRMLDGTV K T —
BaeGI KflI
NspI MslI Bsp12861 PpuMI
Bbsl Bdal MslL BspHI Bme15801 Eco01091

TATCATGGTGGATGACTCCAAGACCGTCACAGACATGCTCATGACCATTTGTGCCCGAATTGGTATCACCAACCATGATGAGTATTCACTGGTTCGAGAGCTGATGGAAGAAAAGAAAGATGAGGGGACAGGGAC

1080
ATAGTACCACCTACTGAGGTTCTGGCAGTGTCTGTACGAGTACTGGTAAACACGGGCTTAACCATAGTGGTTGGTACTACTCATAAGTGACCAAGCTCTCGACTACCTTCTTTTCTTTCTACTCCCCTGTCCCTG
Talin-1
I M v DDSKTVTODMILMTTICARTIGTITNMHUDTEY SLVREILMTETEIKIKDEGT G T —
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pEGFP_TLN1_WT.dna (Circular/ 12 357 bp)

Btgl Earl
Styl Ecil Sapl
BstAPI Ncol EcoP15I BspQI BsmBI

CCTGAGAAAAGACAAGACCCTACTGCGAGATGAAAAGAAGATGGAGAAGCTAAAGCAGAAGTTGCACACAGACGATGAGTTGAACTGGCTGGACCATGGGCGGACACTGAGGGAACAGGGAGTGGAAGAGCATGA

GGACTCTTTTCTGTTCTGGGATGACGCTCTACTTTTCTTCTACCTCTTCGATTTCGTCTTCAACGTGTGTCTGCTACTCAACTTGACCGACCTGGTACCCGCCTGTGACTCCCTTGTCCCTCACCTTCTCGTACT

Talin-1
L R K DK T UL L RDEIKKMEI KL KAQ K L HTDDTETILNWTILIDWHG G RT L REIQGV E E H E

Aval
BSOBI BmeT110I

Bsal Tatl Pvull
PfIMI ‘ BsrGI MspA1l Hin4l BssSal Bsgl Hin4l

) | . ]

GACGTTGCTGCTGCGGAGAAAGTTCTTCTACTCAGACCAGAATGTGGATTCCCGAGACCCTGTACAGCTGAACCTTCTCTATGTGCAGGCACGAGATGACATCCTGAATGGCTCCCATCCTGTCTCCTTTGACAA

CTGCAACGACGACGCCTCTTTCAAGAAGATGAGTCTGGTCTTACACCTAAGGGCTCTGGGACATGTCGACT TGGAAGAGATACACGTCCGTGCTCTACTGTAGGACTTACCGAGGGTAGGACAGAGGAAACTGTT

Talin-1
T L L L R R KZFFY S DQNVDSRDU®PVQLNULILY VQARUDUDTILNSGSUHZ®PV S F DK

xmnI Acul BglII
Stul Apol BstYI‘ ‘Xch ‘Fa II Fall EcoNI StyI Eco57MI BstYI
i ‘
GGCCTGTGAATTTGCAGGCTTCCAGTGCCAGATCCAGTTTGGACCTCACAATGAACAGAAGCACAAGGCTGGCTTCCTTGACCTGAAGGACTTCCTGCCCAAGGAGTATGTGAAGCAGAAGGGAGAGCGTAAGAT

CCGGACACTTAAACGTCCGAAGGTCACGGTCTAGGTCAAACCTGGAGTGTTACTTGTCTTCGTGTTCCGACCGAAGGAACTGGACTTCCTGAAGGACGGGTTCCTCATACACTTCGTCTTCCCTCTCGCATTCTA

Talin-1

A CEF A GFQ CQ I Q F GP HNEA QI KH KA AGT FLDIULIKWDT FLPKEY V KIAQKGE R K I

Smil BsaXI
CspClI Styl BsaAI BpuEIl BsaXI EcoNI

CTTTCAGGCACACAAGAATTGTGGGCAGATGAGTGAAATTGAGGCCAAGGTACGCTACGTGAAGCTGGCCCGTTCCCTCAAGACTTACGGTGTCTCCTTCTTCCTAGTCAAGGAAAAGATGAAGGGGAAGAATAA

CspCI

GAAAGTCCGTGTGTTCTTAACACCCGTCTACTCACTTTAACTCCGGTTCCATGCGATGCACTTCGACCGGGCAAGGGAGTTCTGAATGCCACAGAGGAAGAAGGATCAGTTCCTTTTCTACTTCCCCTTCTTATT

Talin-1
F Q AHKNZ CGQMSE T EAIKVHRYV KILA AR SIULIKTY GV S F F L V KEKMIK G K N K

BaeGI
Bsp12861 PspFI
Bme15801

BanI ‘ ~ BstXI Styl Bbsl BseYI Bpll

—
| r R | |
ACTGGTGCCCAGGCTGTTGGGCATCACTAAGGAGTGTGTGATGCGTGTGGATGAGAAGACCAAGGAGGTGATTCAGGAATGGAGCCTCACCAACATCAAACGCTGGGCTGCCTCTCCCAAGAGCTTTACTCTGGA

TGACCACGGGTCCGACAACCCGTAGTGATTCCTCACACACTACGCACACCTACTCTTCTGGTTCCTCCACTAAGTCCTTACCTCGGAGTGGTTGTAGTTTGCGACCCGACGGAGAGGGTTCTCGAAATGAGACCT

Talin-1
L v PR L L GI TKET CVMARVDEIKTKE V I Q E WS L T NT KU RWAASUZPIKSTF T L D

BplI AfIII Earl

Tsol Tatl Tsol BsrDI EcoRV SmiI Hin4l Mmel

CTTTGGAGACTATCAGGATGGCTACTACTCAGTACAGACGACAGAAGGCGAGCAGATCGCACAGCTCATTGCTGGCTACATAGATATCATCCTTAAGAAGAAAAAAAGCAAGGACCATTTTGGGCTGGAGGGAGA

GAAACCTCTGATAGTCCTACCGATGATGAGTCATGTCTGCTGTCTTCCGCTCGTCTAGCGTGTCGAGTAACGACCGATGTATCTATAGTAGGAATTCTTCTTTTTTTCGTTCCTGGTAAAACCCGACCTCCCTCT

Talin-1

lw)

F G DY QD GY Y SVQTTESGEA QI AQLTIAGY I DI I L KKJIKIKSKDUHTF G L E G

BpmI .
Hin4l .
Eco57MI Acul HincIl EcoP15I BsiHKAI
Accl Hin4l AhdI Eco57MI Hin4I Tatl BplI EcoP15I Bsp12861 Bpll

R | I | | |

TGAAGAGTCTACTATGTTGGAGGACTCAGTGTCtCCCAAAAAGTCAACAGTCCTTCAGCAGCAGTACAACCGAGTGGGGAAAGTGGAGCACGGCTCTGTGGCTCTGCCAGCCATCATGCGCTCTGGAGCCTCTGG

ACTTCTCAGATGATACAACCTCCTGAGTCACAGaGGGTTTTTCAGTTGTCAGGAAGTCGTCGTCATGTTGGCTCACCCCTTTCACCTCGTGCCGAGACACCGAGACGGTCGGTAGTACGCGAGACCTCGGAGACC

Talin-1
E E S T ML E DSV S P K K ST VL QQ QY NRV GKV EHGSVALUZPATIMURSGAS G

1215

1350

1485

1620

1755

1890

2025
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’;:;IFI Acul Haell
BpmI NspI BfUAL Mscl EcoP151 Eco57MI PspFI BpmI Nspl
Apol Eco57MI Sphl BseYI BspMI Eael EcoP151 Nspl BseYI Bgll Eco57MI EcoP15I Sphl

TCCTGAGAATTTCCAGGTGGGGAGCATGCCACCTGCCCAGCAGCAGATCACCAGTGGCCAGATGCACCGAGGACACATGCCACCTCTGACTTCAGCCCAGCAGGCGCTCACTGGAACCATTAACTCCAGCATGCA

AGGACTCTTAAAGGTCCACCCCTCGTACGGTGGACGGGTCGTCGTCTAGTGGTCACCGGTCTACGTGGCTCCTGTGTACGGTGGAGACTGAAGTCGGGTCGTCCGCGAGTGACCTTGGTAATTGAGGTCGTACGT

Talin-1

P ENFQV GSMZPZPAQQQTITSGQMHRTGHMEPZPLTSAQQALTGTTINSSMNAQ

*
BstAPI Bsgl Hin4l Eael MscI* HindIII ~ PfIMI  Hin4l BplI BstYI

| | ~ || | | |

GGCTGTGCAGGCTGCCCAGGCCACTCTGGATGACTTTGAGACTCTACCCCCTCTTGGCCAGGATGCTGCCTCCAAAGCTTGGCGTAAGAACAAGATGGATGAATCAAAGCATGAGATCCACTCCCAGGTAGATGC

CCGACACGTCCGACGGGTCCGGTGAGACCTACTGAAACTCTGAGATGGGGGAGAACCGGTCCTACGACGGAGGTTTCGAACCGCATTCTTGTTCTACCTACTTAGTTTCGTACTCTAGGTGAGGGTCCATCTACG

Talin-1
AV Q AAQ AT L DDTFETL P PL GQ DAASIKA AW R RIKNIKMMDTESKHETIHSAQV DA

Pvull Bsgl EcoP15I

BplL MspAlI‘ Btsal BstYI Sfcl Pstl EcoP15I  Btsal EcoP15I Earl DrdI

CATCACAGCTGGCACTGCCTCTGTGGTAAACCTGACAGCAGGAGATCCTGCAGAGACAGACTATACAGCAGTGGGCTGTGCAGTCACCACCATCTCTTCCAACCTGACGGAGATGTCCCGTGGGGTGAAGCTATT

Btgl Mmel

GTAGTGTCGACCGTGACGGAGACACCATTTGGACTGTCGTCCTCTAGGACGTCTCTGTCTGATATGTCGTCACCCGACACGTCAGTGGTGGTAGAGAAGGTTGGACTGCCTCTACAGGGCACCCCACTTCGATAA

Talin-1
I T A GTASV VNLTASGUDUZPAETIDYTA AV GCAVTT I SSNILTEMSR R GV K L L

BsrFI
NgoMIV Btsal
BpmI BsDI BsiHKAI Afel Sfcl
Eco57MI Bsp12861 EcoP15I Bipl EcoNI Pst
EcoNI Eael Nael Fsel Mmel Eco01091 AlwNI XmnI Blpl Bdal Haell AlwNI Bdal

| /

GGCTGCCCTGCTGGAGGATGAAGGCGGCAATGGCCGGCCCCTTCTGCAAGCAGCAAAGGGCCTTGCAGGGGCTGTGTCGGAACTGCTTCGCAGTGCTCAGCCCGCCAGCGCTGAGCCLCGTCAGAACCTGCTGCA

CCGACGGGACGACCTCCTACTTCCGCCGTTACCGGCCGGGGAAGACGTTCGTCGTTTCCCGGAACGTCCCCGACACAGCCTTGACGAAGCGTCACGAGTCGGGCGGTCGCGACTCGGaGCAGTCTTGGACGACGT

Talin-1
A AL L EDEGSGNGU RUZPTLLAQAAIKSGLAGAVSEILLI RS AQZPASA AEUZPIRIQNILL Q

Sfcl  BpuEl

BfuAlL
BspMI BstXI PfoI* CspCI  Nhel BmtI Btsal BStAPI‘ pstl

| | | | ~ |
GGCAGCCGGGAACGTGGGCCAGGCCAGTGGGGAGCTGTTGCAGCAAATTGGGGAAAGTGACACTGACCCCCACTTCCAGGATGTTCTAATGCAGCTAGCAAACGCAGTGGCAAGTGCTGCAGCCGCCCTGGTCCT

CCGTCGGCCCTTGCACCCGGTCCGGTCACCCCTCGACAACGTCGTTTAACCCCTTTCACTGTGACTGGGGGTGAAGGTCCTACAAGATTACGTCGATCGTTTYCGTCACCGTTCACGACGTCGGCGGGACCAGGA

Talin-1
AAA GNV GQ A S GE 1L LQQI GESDTUDUZPMHT FAOQDVLMQLANAVASA AAAAL VL

Pvull
PspFI BsiHKAL PspFI
BseYI Acul Bsp12861 XcmI MspA1l
BstXI Eco57MI Sfcl Pstl BsrDI BseYI PfIMI Styl

CAAGGCCAAGAGTGTGGCCCAGCGCACAGAGGATTCCGGGCTTCAGACCCAAGTGATTGCTGCAGCTACGCAATGTGCTCTGTCCACTTCCCAGCTGGTGGCCTGTACCAAGGTGGTAGCACCTACAATCAGCTC

GTTCCGGTTCTCACACCGGGTCGCGTGTCTCCTAAGGCCCGAAGTCTGGGTTCACTAACGACGTCGATGCGTTACACGAGACAGGTGAAGGGTCGACCACCGGACATGGTTCCACCATCGTGGATGTTAGTCGAG

Talin-1

1%}

K A K SV AQ RTEDSGLAQTQVIAAATA QT CALSTSAQL VACT KV VAZPTI S

Alel Pvull

‘MSII BseYI\PSpFI‘ Eael Mscl BstXI Sfcl MspA1l Btgl

ACCTGTGTGCCAAGAACAGCTAGTCGAGGCTGGGCGACTGGTGGCCAAAGCTGTGGAGGGCTGTGTGTCTGCCTCGCAAGCAGCTACAGAAGATGGACAGCTGCTTCGAGGGGTAGGAGCAGCAGCCACGGCTGT

TGGACACACGGTTCTTGTCGATCAGCTCCGACCCGCTGACCACCGGTTTCGACACCTCCCGACACACAGACGGAGCGTTCGTCGATGTCTTCTACCTGTCGACGAAGCTCCCCATCCTCGTCGTCGGTGCCGACA

Talin-1
PV CQ EQ L VEAGARILVAIKAVESGT CVSASQAATEUDSGQLULIRGVGAAAT AUV

~CspCl SmlI

2160

2295

2430

2565

2700

2835

2970
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PspFI

BsrFI
Bsawr 55€Y} ‘ ‘BsiEI

BseYI

Taqll petl Tall_aa795_Agel FOR Btgl ‘

EcoP15I BsaAl ‘ Acul Sty
Eco0109T* Sfcl Pl — Eco57MI Tagll  Ncol 'all_For5
\“ ‘ ‘ ‘ TGCCGGTCGGTATGACCAA ‘ ‘ [otgatgc

. :
CACCCAGGCCCTCAATGAGCTGCTGCAGCACGTGAAGGCCCACGCCACCGGAGCTGGGCCTGCCGGTCGGTATGACCAAGCCACTGATACCATCCTCACCGTCACTGAAAACATCTTCAGCTCCATGGGTGATGC

3105
GTGGGTCCGGGAGTTACTCGACGACGTCGTGCACTTCCGGGTGCGGTGGCCTCGACCCGGACGGCCAGCCATACTGGTTCGGTGACTATGGTAGGAGTGGCAGTGACTTTTGTAGAAGTCGAGGTACCCACTACG
Talin-1
T Q AL NELLQHV KA AHATGAGTPAGRYDQATUDTTILTUVTENTITFSSMGTDA —_
PspFI
| %
SexAl - papr BbvCI BpmI
Tall_For5 XemI | Tthi1il Bpu10I ‘XbaI Eco57MI BstYI
TGGGGAGATGGTGCGCCAGGCCCGCATCCTGGCCCAAGCCACCTCAGACCTGGTCAATGCTATCAAGGCCGATGCTGAGGGGGAGAGTGATCTGGAGAACTCTAGAAAGCTCCTGAGTGCTGCCAAGATCCTCGC
3240
ACCCCTCTACCACGCGGTCCGGGCGTAGGACCGGGTTCGGTGGAGTCTGGACCAGT TACGATAGTTCCGGCTACGACTCCCCCTCTCACTAGACCTCTTGAGATCTTTCGAGGACTCACGACGGTTCTAGGAGCG
Talin-1
GHIENI RO AR G s O N O e CHE N EE N E A N S N T e —_
BbvCI EcoP15I
Bpul0I Pvull
EcoP15I
Bstd BStAPI Pvull i SR
Xch‘ EaeI‘ ‘StyI AIwNI‘ MspAlI‘ ‘ ~Mscl ‘FspI
r
TGATGCCACCGCCAAGATGGTGGAGGCGGCCAAGGGAGCAGCCGCCCACCCTGACAGTGAGGAACAGCAGCAGCGACTGCGTGAAGCAGCTGAGGGGCTTCGCATGGCCACCAATGCAGCTGCGCAGAACGCCAT
3375
ACTACGGTGGCGGTTCTACCACCTCCGCCGGTTCCCTCGTCGGCGGGTGGGACTGTCACTCCTTGTCGTCGTCGCTGACGCACTTCGTCGACTCCCCGAAGCGTACCGGTGGTTACGTCGACGCGTCTTGCGGTA
Talin-1
D ATAIKMVEA AAIKTGAAAHTPUDSTETEQQQ RLREAAEGL I RMATNAAAQNAI —_
GCGTCTTGCGGTA
Tall_aa911 STOP_BamHI_REV
GCGTCTTGCGGTA
Tal_aa913_Spel Rev
GTCTTGCGGTA
Tal_aa913_ Sall REV
BpmI
Eco57MI*
Bsgl
Haell Nspl Eco01091 2;2%1
A|WNI*‘ SphI‘ St PspOMI BacGI
Stul Bsp12861
Tall_aa914 Spel FOR Pstl BetAb] Bme1580I
AlwNI Bgll
‘ ‘ BstAPI BseYI
= AlwNI BsDI  Sfcl Pstl NspI Styl PspFI
GTGCAGCGCCTGGAGCAT! ‘ ‘ ('
CAAGAAGAAGTTGGTGCAGCGCCTGGAGCATGCAGCCAAGCAAGCTGCAGCCTCTGCAACACAGACCATTGCTGCAGCCCAACATGCAGCCTCTGCCCCCAAGGCCTCTGCGGGCCCCCAGCCCCTACTGGTGCA
3510
GTTCTTCTTCAACCACGTCGCGGACCTCGTACGTCGGTTCGTTCGACGTCGGAGACGTTGTGTCTGGTAACGACGTCGGGTTGTACGTCGGAGACGGGGGTTCCGGAGACGCCCGGGGGTCGGGGATGACCACGT
Talin-1
K K K L VQ RLEUHAATIKA® QAAASA AT QTTIAAAQHAASA ATPI KA ASAGTEPAOQZ®PTL L VAQ —

GTTCTTC!
ATTATTCCTAGGTT.

Tall_aa911_STOP_BamHI_REV

GTTCTTCT
tgAtC

Tal_aa913_Spel Rev

GTTCTTCTTCAACCA!
GCTGTTT

Tal_aa913_Sall_REV
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BsiHKAL
Btgl Bsgl Bsgl BlpI BlpI Bsp12861 BsrDI Sfcl PstI

GAGCTGTAAGGCCGTGGCAGAGCAGATTCCGTTGCTGGTGCAGGGTGTCCGAGGAAGTCAAGCTCAGCCTGACAGCCCTAGTGCTCAGCTCGCCCTCATTGCTGCCAGCCAGAGCTTCCTGCAGCCAGGTGGGAA
3645

CTCGACATTCCGGCACCGTCTCGTCTAAGGCAACGACCACGTCCCACAGGCTCCTTCAGTTCGAGTCGGACTGTCGGGATCACGAGTCGAGCGGGAGTAACGACGGTCGGTCTCGAAGGACGTCGGTCCACCCTT

Talin-1
SSRGS K AR EEATE O TR PSS 0EGE A R G SER R EATE PR DRSS PR SERATE LA SE S TEEAT S ARES TR RS ENER NS O P G G K —_—

Acul pvull sty1 [FEOP15I

MspA1l Eco57MI MspA1l  BtgZl Fspl Avrll Btsal Eael* FspI Btsal NmeAIll Bpul0I

GATGGTGGCAGCGGCAAAAGCCTCAGTGCCAACAATTCAGGACCAGGCTTCAGCYATGCAGCTGAGTCAGTGCGCAAAGAACCTAGGCACTGCCCTGGCCGAGCTGCGCACTGCTGCTCAGAAGGCTCAGGAGGC
3780

CTACCACCGTCGCCGTTTTCGGAGTCACGGTTGTTAAGTCCTGGTCCGAAGTCGCTACGTCGACTCAGTCACGCGTTTCTTGGATCCGTGACGGGACCGGCTCGACGCGTGACGACGAGTCTTCCGAGTCCTCCG

Talin-1

MV A A A K A SV P T I Q@ DQ A S AMOQLSQ E A KNIL GGT AL A E L RT A AQ K A Q@ E A —

GTCCTCCG

Tall_aal048_Sall REV

TIiI
Aval BmeT110I
Smll .
Xhol HindIII
Tatl BsoBIL AfITT
Nspl  Bsgl Dralll BsrGI Xbal Sfcl PaeR71 SmIL EcoP15I

ATGTGGACCTTTGGAGATGGATTCTGCACTGAGTGTTGTACAAAATCTAGAGAAAGACCTACAGGAAATAAAAGCAGCAGCTCGAGATGGCAAGCTTAAGCCCTTACCEt GGGGAAACAATGGAGAAGTGTACCCA
3915

TACACCTGGAAACCTCTACCTAAGACGTGACTCACAACATGTTTTAGATCTCTTTCTGGATGTCCTTTATTTTCGTCGTCGAGCTCTACCGTTCGAATTCGGGAATGGACCCCTTTGTTACCTCTTCACATGGGT

Talin-1

GG PRI ERME R SE AT RS ST VEVE O S NS B ER KRG B O S E S TR K FATATEAS RS DGR KK PR PERGE S E S ME S ES S KT, —

TACACCTGGAAACC! GTCGTCGAG! CTCTACCG'I'I'CGAﬁl
AGCTGATT

Tall_aal048_Sall_REV

Tall_aa1076_Xhol REV

Eco53kI Sacl
Bstxd i Banll i Aval
BgIIl 9 BsiHKAL BseVI 9 BfuAl Begl
BstYI EcoP151 Bsp12861 BstXI PspFI Pasl BspMI BstAPI  BsoBI BmeT110I PshAI

AGATCTTGGCAACAGCACCAAAGCGGTGAGCTCTGCCATCGCCAAGCTGCTGGGGGAGATTGCCCAGGGCAACGAGAACTATGCAGGTATTGCAGCTCGGGATGTAGCTGGTGGACTAAGGTCACTAGCCCAGGC

TCTAGAACCGTTGTCGTGGTTTCGCCACTCGAGACGGTAGCGGTTCGACGACCCCCTCTAACGGGTCCCGTTYGCTCTTGATACGTCCATAACGTCGAGCCCTACATCGACCACCTGATTCCAGTGATCGGGTCCG

Talin-1

p- LG N S T K A WSS A L A K | I G E I AQ G N E NY A G I A A RD VM A GG L R S L A Q A e

KflI
PpuMI
AlwNI Sfcl Btsal Eco01091

Hin4I* BstYI Pstl Hin4I* Bsgl XemI Earl EcoP151 Pasl AIfT

TGCGCGGGGTGTGGCTGCGCTGACATCAGATCCTGCAGTGCAGGCCATTGTGCTTGACACAGCCAGCGACGT TCTGGACAAGGCCAGCAGCCTCATTGAAGAGGCAAAAAAAGCATCTGGACACCCAGGGGACCC

4185

ACGCGCCCCACACCGACGCGACTGTAGTCTAGGACGTCACGTCCGGTAACACGAACTGTGTCGGTCGCTGCAAGACCTGTTCCGGTCGTCGGAGTAACTTCTCCGTTTTTTTCGTAGACCTGTGGGTCCCCTGGG

Talin-1

AR GV A AL TS DUZPAVQATI VL DTASUDUVILDI KA ASSILIEEAIKIKASGHU?®PGT DU®P —

Mscl* BmgBI

BsmBI

Eael*
Pvull
Taqll Bpu10I AlfI Btsal MspA1l MspA1l Bgll Mmel

AGAAAGCCAGCAAAGGCTTGCTCAGGTAGCTAAAGCAGTGACCCAAGCCCTGAACCGCTGTGTCAGCTGCCTGCCTGGCCAAAGAGACGTGGATAATGCCCTACGAGCCGTTGGAGATGCCAGCAAGCGACTCCT

iR i i i i i it i e 4320

TCTTTCGGTCGTTTCCGAACGAGTCCATCGATTTCGTCACTGGGTTCGGGACTTGGCGACACAGTCGACGGACGGACCGGTTTCTCTGCACCTATTACGGGATGCTCGGCAACCTCTACGGTCGTTCGCTGAGGA

Talin-1

E S Q Q RL AQ V AKAVTAQALNIRTCVSsS CLU?PGQ RDVIDNAILWIRAVGI DA ASIKRL L —_—
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Pvull BmeT1101 AlwNL
BseYI Aval PpuMI* Aval
Pstl MspAll EcoO109I* BsoBI
BsoBI
Sfcl PspFI BstXI BseRI Bsu361

GAGTGACTtGCTTCCTCCAAGCACGGGGACATTTCAAGAAGCACAGAGCCGATTGAATGAAGCTGCAGCTGGGTTAAATCAGGCCGCCACAGAACTGGTGCAAGCCTCCCGAGGAACTCCTCAGGACCTGGCTCG

CTCACTGAaCGAAGGAGGTTCGTGCCCCTGTAAAGTTCTTCGTGTCTCGGCTAACTTACTTCGACGTCGACCCAATTTAGTCCGGCGGTGTCTTGACCACGTTCGGAGGGCTCCTTGAGGAGTCCTGGACCGAGC

Talin-1
S bL L PP ST GTF QEAQS RLNZEAAAGLNQAATEILVQASIRGTPAQDL AR

EcoO1091  Aval

Acul
Eagl  BsiEl Sfil BsoBl BanlI Msil Acul

Eael Eco57MI PfoI* Eael Bgll BmeT110I Bsp12861 Taqll Bbsl Mmel Eco57MI

GGCCTCCGGCCGATTTGGACAGGACTTCAGCACCTTCCTGGAAGCTGGTGTGGAGATGGCCGGACAGGCCCCGAGCCAGGAGGACCGAGCCCAGGTGGTGTCCAACCTGAAGGGCATATCCATGTCTTCAAGCAA

CCGGAGGCCGGCTAAACCTGTCCTGAAGTCGTGGAAGGACCTTCGACCACACCTCTACCGGCCTGTCCGGGGCTCGGTCCTCCTGGCTCGGGTCCACCACAGGTTGGACTTCCCGTATAGGTACAGAAGTTCGTT

Talin-1
AS GRF GQ DF ST FLEASGVIEMAGAOQAPSQEDW RAQQVV S NLIKSGTI SMS S s K

BseYI

PspFI
BaeGI
BsiHKAI Banl
Bsp12861 XemlI
Bme15801
BmeT110I

Xmal Apall

Bgll
BpuEI Pvull BsoBI | Srfl Dralll

Bpu10I Stul AlwNI SmlI MspA1l TspMI | Smal Btsal MslI ‘ MscI*

ACTTCTCCTTGCCGCTAAGGCCTTGTCCACAGACCCTGCTTCTCCCAACCTCAAGAGTCAGCTGGCTGCGGCTGCCCGGGCAGTGACGGACAGCATCAACCAGCTCATCACCATGTGCACCCAGCAGGCACCTGG

TGAAGAGGAACGGCGATTCCGGAACAGGTGTCTGGGACGAAGAGGGTTGGAGTTCTCAGTCGACCGACGCCGACGGGCCCGTCACTGCCTGTCGTAGTTGGTCGAGTAGTGGTACACGTGGGTCGTCCGTGGACC

Talin-1
L L L AAKALSTIDUZPASU PNILI KIS QLA AAAARAVTD S I NQL I TMCTAQQAUP G

PpuMI  StyI
BpmI Pcil PIFI EcoO1091  Avrll

EcoP15I PfoI* Eco57MI* AfITII NspI Tth111l Styl

CCAGAAGGAGTGTGACAATGCACTTCGGCAGCTAGAGACAGTCCGAGAACTCCTGGAGAATCCAGTCCAGCCCATCAACGACATGTCCTACTTCGGTTGCTTGGACAGTGTCATGGAGAACTCCAAGGTCCTAGG

GGTCTTCCTCACACTGTTACGTGAAGCCGTCGATCTCTGTCAGGCTCTTGAGGACCTCTTAGGTCAGGTCGGGTAGTTGCTGTACAGGATGAAGCCAACGAACCTGTCACAGTACCTCTTGAGGTTCCAGGATCC

Talin-1

(9]

Q K E CDNALIRQLETVVREILLENPVQ?PTINUDMMSYFGTCLDSVMENSIK VL

BsrDI Styl Bgll Bgll

TGAGGCCATGACTGGCATCTCCCAAAATGCCAAGAATGGAAATCTGCCGGAGTTTGGAGATGCCATTGCCACAGCCTCCAAGGCTCTCTGTGGCTTCACGGAGGCAGCCGCACAGGCAGCATATCTAGTTGGTGT

ACTCCGGTACTGACCGTAGAGGGTTTTACGGTTCTTACCTTTAGACGGCCTCAAACCTCTACGGTAACGGTGTCGGAGGTTCCGAGAGACACCGAAGTGCCTCCGTCGGCGTGTCCGTCGTATAGATCAACCACA

Talin-1
E AMT G I S Q NAIKNGNIWLUPTETFGDA ATIATA ASI KA ALTCGTFTEAAAQAAY L V GV

CspCI CspCI  Hin4I AlwNI Hin4I Sfcl

CTCTGACCCCAACAGCCAAGCTGGACAGCAAGGACTGGTGGAACCCACACAGTTTGCCCGTGCAAACCAGGCAATTCAGATGGCCTGTCAGAGTCTGGGGGAGCCTGGCTGTACCCAGGCCCAGGTGTTATCTGC

GAGACTGGGGTTGTCGGTTCGACCTGTCGTTCCTGACCACCTTGGGTGTGTCAAACGGGCACGTTTGGTCCGTTAAGTCTACCGGACAGTCTCAGACCCCCTCGGACCGACATGGGTCCGGGTCCACAATAGACG

Talin-1

S DP NSQAGQQGLVETPTQTFARANQATIQMATCG QS STLTGETZPGTC CTQAQUVLSA

Pvull Tatl Eael Mscl
Pstl Tsol MspAll Hin4l Btsal Hin4l Haell BsrGI StyI BstXI Tatl

AGCCACTATTGTAGCCAAACACACATCTGCATTGTGTAACAGCTGTCGCCTGGCTTCCGCTAGGACTGCCAATCCCACTGCCAAGCGCCAGTTTGTACAGTCAGCCAAGGAGGTGGCCAACAGTACAGCCAATCT

TCGGTGATAACATCGGTTTGTGTGTAGACGTAACACATTGTCGACAGCGGACCGAAGGCGATCCTGACGGTTAGGGTGACGGTTCGCGGTCAAACATGTCAGTCGGTTCCTCCACCGGTTGTCATGTCGGTTAGA

Talin-1
A T I V A KHTSAL CNJSTCWRILASARTANUPTAIK R QTFVQ SAIKEVANSTANL

BmeT1101I

Eael*

Taqll

EcoNI

4455

4590

4725

4860

4995

5130

5265
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BaeGI
EcoP1SL  pop12ser Bpml
Earl Bmrl Bme15801 NmeAIII Ajul Eco57MI

TGTCAAGACCATCAAGGCACTAGATGGGGACTTCACAGAAGAGAACCGTGCCCAGTGCCGAGCAGCCACAGCCCCTCTGCTGGAAGCTGTGGATAACCTGAGTGCCTTTGCCTCCAACCCTGAGTTCTCCAGCGT
5400

ACAGTTCTGGTAGTTCCGTGATCTACCCCTGAAGTGTCTTCTCTTGGCACGGGTCACGGCTCGTCGGTGTCGGGGAGACGACCTTCGACACCTATTGGACTCACGGAAACGGAGGTTGGGACTCAAGAGGTCGCA

Talin-1
V K T I K AL DGDTFTETENIRAQT CRAATA AZPLL EAVDNILSATFASNUZPTETF S S V —

Aval

Btgl g;“"ilz%l BpmI

Styl P BanlI BsoBI

Mmel Ajul Bsu36I Bgll Ncol Mmel Hin4l Bsp12861 Eco57MI Hin4l Bsal BmeT1101

CCCTGCCCAGATCAGCCCTGAGGGCAGAGCAGCCATGGAGCCCATTGTAATCTCTGCTAAGACAATGT TGGAGAGTGCTGGAGGGCTCATCCAGACAGCTCGGGCGTTAGCAGTCAATCCCCGAGACCCCCCACG

Aval
BmeT110I BsoBI

5535

GGGACGGGTCTAGTCGGGACTCCCGTCTCGTCGGTACCTCGGGTAACATTAGAGACGATTCTGTTACAACCTCTCACGACCTCCCGAGTAGGTCTGTCGAGCCCGCAATCGTCAGTTAGGGGCTCTGGGGGGTGC

Talin-1
P AQ I S P EGRAAME®PTITI VI SAIKTMLESAGS GTLTQTARALAVNUZPIRIDUZPPR —

Pvull
Pasl MspA1l

Bmtl Eael Tall_aal653_Agel FOR Bgll

‘ | BpmI Pvull PpuMI
Nhel Mscl CoooT BsrDI Eco57MI MspAll Eco01091
‘ ‘ GACAAAGCCCCAGGGCAG! ‘ ‘ ‘ ‘

TTGGTCTGTGCTAGCTGGCCACTCTCGGACTGTCTCAGATTCCATCAAGAAACTTATTACAAGCATGAGGGACAAAGCCCCAGGGCAGCTGGAGTGTGAGACAGCCATTGCGGCTCTGAACAGCTGCTTGCGGGA

5670

AACCAGACACGATCGACCGGTGAGAGCCTGACAGAGTCTAAGGTAGTTCTTTGAATAATGTTCGTACTCCCTGTTTCGGGGTCCCGTCGACCTCACACTCTGTCGGTAACGCCGAGACTTGTCGACGAACGCCCT

Talin-1
W S VL AGHSIRTV S DS 1T K KL I T SMIRUDIKAPSGQLET CETATIAALNSTCTLRD —

Alel
MsiI Mscl

Taqll Btsal Eael
EcoNI MspA1l BpuEl SmIl EcoP15I MslL Btsal PstI Apol MspA1l Afel Haell

CCTAGATCAGGCTTCGCTTGCCGCTGTCAGCCAGCAGCTTGCTCCCCGTGAAGGAATCTCTCAAGAGGCTTTGCACACCCAGATGCTCACTGCAGTGCAAGAAATTTCTCATCTCATTGAGCCGCTGGCCAGCGC

5805
GGATCTAGTCCGAAGCGAACGGCGACAGTCGGTCGTCGAACGAGGGGCACTTCCTTAGAGAGTTCTCCGAAACGTGTGGGTCTACGAGTGACGTCACGTTCTTTAAAGAGTAGAGTAACTCGGCGACCGGTCGCG

Talin-1
L DQ A S L AAV SQQL AP RESGI SQEALHTQMILTAVQETISHIL I EZPL A S A —

Pvull
BseYI  PspFI st
M:S/L-)\ I;} Acul Tatl PstI
P Eco57MI Totl Sfcl BStAPI
Tstl

Dralll Bmrl Scal Taqll Btsal Bpul0I
) |

TGCTCGGGCTGAAGCCTCCCAGCTGGGACACAAGGTGTCCCAAATGGCCCAGTACTTTGAACCACTCACCCTGGCTGCAGTGGGTGCTGCGTCTAAGACCCTGAGCCACCCYCAGCAGATGGCACTTCTGGACCA

BmeT1101

Aval Tstl
BsoBI BseYI_

=

5940

ACGAGCCCGACTTCGGAGGGTCGACCCTGTGTTCCACAGGGTTTACCGGGTCATGAAACTTGGTGAGTGGGACCGACGTCACCCACGACGCAGATTCTGGGACTCGGTGGGCGTCGTCTACCGTGAAGACCTGGT

Talin-1
AR AEASQL GHI KV SQMAQYF EPLTLAAVGAASTKTILSHZPQQMATLTL DRAQ —

Acl1 BstAPI EcoNI BpmI
EcoP15I AlwNI StyI Bgll BstEIL Taqll BseRI Eco57MI* Bsgl

GACTAAAACGTTGGCAGAGTCTGCCTTGCAGTTGCTATATACTGCCAAGGAGGCTGGTGGTAACCCCAAGCAAGCAGCACACACCCAGGAAGCCCTGGAGGAGGCTGTGCAGATGATGACAGAGGCCGTAGAAGA
6075

CTGATTTTGCAACCGTCTCAGACGGAACGTCAACGATATATGACGGTTCCTCCGACCACCATTGGGGTTCGTTCGTCGTGTGTGGGTCCTTCGGGACCTCCTCCGACACGTCTACTACTGTCTCCGGCATCTTCT

Talin-1

|

T K T L A E S ALQL LY TAIKTEA AGSG GNP KA QAAHTA QEA ALETEAVQMMTE AV E
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Sfcl PpuMI

BbsI BStAPI Pstl TanI‘ ‘ECOONQI BStEII

CCTGACGACGACCCTCAACGAAGCAGCCAGTGCTGCAGGAGTCGTTGGCGGCATGGTGGACTCTATCACTCAGGCCATCAACCAGCTAGATGAAGGACCTATGGGTGACCCAGAAGGCTCATTCGTAGATTACCA

GGACTGCTGCTGGGAGTTGCTTCGTCGGTCACGACGTCCTCAGCAACCGCCGTACCACCTGAGATAGTGAGTCCGGTAGTTGGTCGATCTACTTCCTGGATACCCACTGGGTCTTCCGAGTAAGCATCTAATGGT

Talin-1

L T T TLNZEAASAAGVV GGMVIDSTITTAQATINQLDEGZPMGHDU®PEGSF V DY Q

Earl

Btgl

Styl Bf"“g} Acul Pvull

‘NcoI ‘Styl ‘BerI ‘BstEII Tsol P EcoOlOQI‘ Ec057MI‘ MspAll Eael
M ‘

GACAACCATGGTGAGGACAGCCAAGGCCATTGCTGTCACTGTTCAGGAGATGGTAACCAAGTCAAACACCAGCCCTGAAGAGCTAGGCCCTCTTGCCAACCAGCTGACCAGTGACTATGGCCGACTGGCCTCACA

CTGTTGGTACCACTCCTGTCGGTTCCGGTAACGACAGTGACAAGTCCTCTACCATTGGTTCAGTTTGTGGTCGGGACTTCTCGATCCGGGAGAACGGTTGGTCGACTGGTCACTGATACCGGCTGACCGGAGTGT

Talin-1

T T MV RTAIKATIAV T VQEMVTIKSNTS®PETETILGPLANOQLTSDY GRL A SAQ

Aarl
PspFI BfuAI
Btgl
PSt pyulr Tatl BseYI StyI BspMI
Sfcl MspAll Earl Hin4l Haell Hin4l AlwNI Ncol BstEIL Styl BanI Bmrl Btsal

AGCCAAGCCTGCAGCTGTGGCTGCTGAAAATGAAGAGATAGGCGCTCACATCAAACACCGAGTACAGGAGCTGGGCCATGGCTGCTCTGCTCTGGTCACCAAGGCAGGTGCCTTGCAGTGTAGCCCCAGTGATGT

TCGGTTCGGACGTCGACACCGACGACTTTTACTTCTCTATCCGCGAGTGTAGTTTGTGGCTCATGTCCTCGACCCGGTACCGACGAGACGAGACCAGTGGTTCCGTCCACGGAACGTCACATCGGGGTCACTACA

Talin-1

A K P A AV A AENTETETIGAHTIKMHIRVAQEILSGHTS GT CSA ALVTIKAGALAQTCSU®PS DUV

BaeGI

Sacl BpmI BanI
Bsp12861 *
S;"E.I( " Bme15801 Bsal FC0°7M1 BseYI Acc651
Accl Eco53kI Bsp12861 BplI Bsgl M Bpll PspFI Kpnl /StuI* BstAPI BsrDI

| | ( r

CTACACCAAGAAGGAGCTCATAGAGTGTGCCCGCAGAGTGTCAGAGAAGGTCTCCCATGTTCTGGCTGCACTCCAGGCTGGGAATCGTGGTACCCAGGCCTGCATTACAGCAGCCAGTGCTGTGTCTGGTATCAT

GATGTGGTTCTTCCTCGAGTATCTCACACGGGCGTCTCACAGTCTCTTCCAGAGGGTACAAGACCGACGTGAGGTCCGACCCTTAGCACCATGGGTCCGGACGTAATGTCGTCGGTCACGACACAGACCATAGTA

Talin-1

Y T K K E L I E CARI RV S E KV S HVLAALAQAGNR RS GTA QACTITAASA AVSGTII

styr Pl

PpuMI
EcoP15I EcoP15I MslI Tall For 6 Eco01091
‘ ‘ GCAAAGGTTCTTGTGGAGG ‘

TGCTGACCTCGACACCACCATCATGTTCGCTACTGCTGGCACACTTAACCGTGAGGGTGCTGAAACTTTTGCTGACCACCGGGAGGGTATCTTAAAGACAGCAAAGGTTCTTGTGGAGGACACCAAGGTCCTAGT

ACGACTGGAGCTGTGGTGGTAGTACAAGCGATGACGACCGTGTGAATTGGCACTCCCACGACTTTGAAAACGACTGGTGGCCCTCCCATAGAATTTCTGTCGTTTCCAAGAACACCTCCTGTGGTTCCAGGATCA

Talin-1

<

ADL DTTTIMFATAGTL NIREGAETFADW H R REGTI L KTAI KV L V EDT K V L

Pvull
BseYI
MspAll PspFI Eael Styl
BsmI Bsgl Bmrl Btgl Mscl Avrll Bsgl BbsI

GCAGAATGCAGCTGGGAGCCAGGAGAAGTTGGCACAAGCCGCCCAGTCCTCCGTGGCCACCATTACCCGCCTCGCTGATGTGGTCAAGCTCGGTGCAGCCAGCCTAGGAGCCGAAGACCCTGAAACTCAGGTGGT

CGTCTTACGTCGACCCTCGGTCCTCTTCAACCGTGTTCGGCGGGTCAGGAGGCACCGGTGGTAATGGGCGGAGCGACTACACCAGTTCGAGCCACGTCGGTCGGATCCTCGGCTTCTGGGACTTTGAGTCCACCA

Talin-1
Q NA A G SQ E KL AQAAQ SSVATTITW RULADYVVKILGAASTULGATET DUZPTETAGQV YV

6210

6345

6480

6615

6750

6885
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Pasl
Eco0109I* BstXI
StyI BstEIL Haell PstI Sfcl Btsal
BclI* Taqll Tsol Afel Sfcl MspAll BpuEIl PstI Smil StyI BstXI BstEII  BpuEI

GCTGATCAATGCAGTAAAGGACGTAGCCAAGGCCCTGGGTGACCTCATCAGCGCTACGAAGGCTGCAGCGGGCAAAGTTGGGGATGACCCTGCAGTGTGGCAGCTCAAGAACTCTGCCAAGGTGATGGTGACCAA
7020

CGACTAGTTACGTCATTTCCTGCATCGGTTCCGGGACCCACTGGAGTAGTCGCGATGCTTCCGACGTCGCCCGTTTCAACCCCTACTGGGACGTCACACCGTCGAGTTCTTGAGACGGTTCCACTACCACTGGTT

Talin-1
L I N AV K DV A KA L GD L I S AT KA AAAGI KV G DIDUZPA AV WAQUL KNS AIKVMV TN —
BanIl
Apal
BaeGI
Eco01091 gsp1125886c§1 farl
co me BsiHKAIL BbsI BfuAI
BstDI Smil PspOMI Bgll Bsp12861 AlwNI BspMI

TGTGACATCATTGCTCAAGACAGTGAAGGCTGTGGAAGATGAGGCCACCAAAGGCACACGGGCCCTAGAGGCAACCACAGAGCACATACGTCAGGAACTGGCGGTCTTCTGTTCCCCAGAGCCACCTGCCAAGAC
7155

ACACTGTAGTAACGAGTTCTGTCACTTCCGACACCTTCTACTCCGGTGGTTTCCGTGTGCCCGGGATCTCCGTTGGTGTCTCGTGTATGCAGTCCTTGACCGCCAGAAGACAAGGGGTCTCGGTGGACGGTTCTG

Talin-1
vV T S L L K T V K AV E DEATKGTIRALEATTEWHTITRQEL AV F CS P EP P A K T —
Accl
Sall | Hincll BsrDI
StyI
Acul
Eco57MI

Bbsl EcoP15I

Tall_aa2197_Sall_For
‘ ‘ IAATTCCTGTCGACAGGAAGATGT

CTCTACCCCTGAAGACTTCATCCGAATGACCAAGGGTATTACTATGGCAACAGCCAAAGCCGTTGCTGCTGGCAATTCCTGTCGACAGGAAGATGTCATTGCCACAGCCAATCTGAGCCGACGGGCTATTGCGGA

MslL ‘

7290

GAGATGGGGACTTCTGAAGTAGGCTTACTGGTTCCCATAATGATACCGTTGTCGGTTTCGGCAACGACGACCGTTAAGGACAGCTGTCCTTCTACAGTAACGGTGTCGGTTAGACTCGGCTGCCCGATAACGCCT

Talin-1

s T P EDTFIRMTIKSGTITMATA A KA AVAAGNSTCRQEUDVIATA ANILSIRIRATIAD

Sfol

Narl | o

BanII

Bsp12861 EcoP15I

BsaH Haell Eael
BstEIL
Kasl ||| paqm EcoP151 Al
‘NspI Banl‘ ‘ aq /Bsgl ‘ _Tsol ‘Xch Ec057MI‘
e

CATGCTTCGGGCTTGCAAGGAAGCAGCTTTCCACCCAGAAGTGGCGCCTGATGTACGGCTCCGAGCCCTGCACTATGGCCGGGAGTGTGCCAATGGT TACCTGGAACTGCTGGACCACGTGCTGCTGACCCTTCA

BsaAL
PmiI

GTACGAAGCCCGAACGTTCCTTCGTCGAAAGGTGGGTCTTCACCGCGGACTACATGCCGAGGCTCGGGACGTGATACCGGCCCTCACACGGTTACCAATGGACCTTGACGACCTGGTGCACGACGACTGGGAAGT

Talin-1

R AC K EAAF H?PEVAPDV RLIRALUHYGHRIET CANSGY L EL L DHWVL L T L Q

Sacl
BanII
BsiHKAI
Bsp12861

Eco53kI

Acul

Eco57MIL PpuMI

Eco01091I DrdI

EcoP15I tin1aa2300-BshTI_Forw

| ||
Bdal EcoP15I 2aaACCGGT
‘ ‘ GACCCTACTGTCAT

GAAGCCAAACCCAGACCTGAAGCAGCAGCTAACTGGACACTCAAAGCGGGTTGCTGGCTCTGTGACTGAGCTCATCCAGGCTGCTGAAGCCATGAAAGGAACAGAGTGGGTGGACCCAGAGGACCCTACTGTCAT

Bdal Taqll

Acul
Eco57MI

CTTCGGTTTGGGTCTGGACTTCGTCGTCGATTGACCTGTGAGTTTCGCCCAACGACCGAGACACTGACTCGAGTAGGTCCGACGACTTCGGTACTTTCCTTGTCTCACCCACCTGGGTCTCCTGGGATGACAGTA

Talin-1

K P NP DL KQQL T GH S K RVAGSVTEILTIAQAAEAMIKSGTEWVDU?PETDTZ&PTVI

BsrDI
Ajul

7425

7560
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Sacl

BanII

BsiHKAL

Eco53kI Bsp12861

‘ ‘ Pstl BomI
tinlaa2300-BshTI_Forw St ‘ . SI;EI

| PvuIl co Acul

Ajul  Bgll BstXI  MspAll Pasl Styl Eco57MI Ecil BtgZI

TGCTGAGAATGAQC ‘

TGCTGAGAATGAJCTCTTGGGAGCCGCAGCCGCCATCGAGGCTGCAGCCAAGAAGCTGGAGCAGCTGAAGCCCAGGGCCAAACCCAAGGAGGCGGATGAGTCCTTGAACTTTGAGGAACAAATCCTAGAAGCTGC

B o o B L B L  maaeaea 7695

ACGACTCTTACTCGAGAACCCTCGGCGTCGGCGGTAGCTCCGACGTCGGTTCTTCGACCTCGTCGACTTCGGGTCCCGGTTTGGGTTCCTCCGCCTACTCAGGAACTTGAAACTCCTTGTTTAGGATCTTCGACG

Talin-1
ANE S NENEEENGENAT AR ATEAT TERERATFARNAN K K ER O N ER PN REVARE K PR KR E AN DI E INSENERNNEEESNE E g T ERN AR A —_—
BaeGI
Narl
Bt BsaHI Sfol
PstT  xeml  DSIHKAL EcoP151
Bsp12861 KasI PluTI
Sfcl Apall Bme15801 BpuEI Smll Banl Haell BstXI Btsal Eco01091

CAAGTCCATCGCTGCAGCCACCAGTGCACTGGTAAAGGCTGCGTCAGCAGCCCAGAGGGAGCTGGTGGCTCAAGGAAAGGTGGGCGCCATTCCAGCCAATGCACTGGATGATGGGCAGTGGTCGCAGGGCCTCAT

7830
GTTCAGGTAGCGACGTCGGTGGTCACGTGACCATTTCCGACGCAGTCGTCGGGTCTCCCTCGACCACCGAGTTCCTTTCCACCCGCGGTAAGGTCGGTTACGTGACCTACTACCCGTCACCAGCGTCCCGGAGTA
Talin-1
K S I AAAT S AL V KA AASAAQRTETLVAQGI KV GATIUPANALTUDTUDGA QWSQG L I —
Eael
Pvull BbvCI
MspA1I Tall For 8 MspALI Nhel  Bmtl 1sor Al Bputor gipr ML AwNI*
GCCACCAACAATCTGTGT! ‘ ‘ \‘ ‘ ‘ ‘
TTCCGCTGCCCGTATGGTGGCTGCGGCCACCAACAATCTGTGTGAAGCAGCTAACGCAGCTGTCCAGGGCCATGCTAGCCAGGAGAAACTCATTTCCTCAGCCAAGCAAGTAGCTGCCTCCACAGCTCAGCTCCT
7965
AAGGCGACGGGCATACCACCGACGCCGGTGGTTGTTAGACACACTTCGTCGATTGCGTCGACAGGTCCCGGTACGATCGGTCCTCTTTGAGTAAAGGAGTCGGTTCGTTCATCGACGGAGGTGTCGAGTCGAGGA
Talin-1
S AARMVAAATNNTLTCEA AANAAVQGHASAGQEJ KTLTISSAIKSI QVAASTAQL L —_
BpmI
Eco57MI* Hin4I* BsDI Btsal SexAI* BbsI
Hin4I* EcoPlSI‘ BerI‘ BstXI‘ EarI‘ ‘ Eco01091 ‘ ‘EcoNI SfcI‘ Pstl ‘BstBI BsmBI
GGTAGCTTGCAAGGTCAAAGCAGATCAGGACTCTGAGGCAATGAAACGGCTCCAGGCTGCTGGCAATGCAGTGAAGAGGGCCTCAGATAACCTGGTAAAGGCGGCCCAGAAAGCTGCAGCCTTCGAAGACCAGGA
8100
CCATCGAACGTTCCAGTTTCGTCTAGTCCTGAGACTCCGTTACTTTGCCGAGGTCCGACGACCGTTACGTCACTTCTCCCGGAGTCTATTGGACCATTTCCGCCGGGTCTTTCGACGTCGGAAGCTTCTGGTCCT
Talin-1
V A C KV KA DQD SEAMZEKT RLI QAAGNAVI KH RASUDNILV K AAQIKAAATFE DA QE —p
BsrDI FaII‘
tallaa2496-BshTI-Forw
Acul
SoaACCe0 Earl Fall Earl BstYI Eco57MI
TGGGGGCATTGCCCAGATTATCGCA( ‘ H
GAATGAGACGGTGGTGGTGAAGGAGAAAATGGTTGGGGGCATTGCCCAGATTATCGCAGCACAGGAAGAGATGCTTCGGAAGGAACGAGAGCTGGAAGAGGCTCGGAAAAAGCTCGCCCAGATCCGGCAGCAGCA
8235
CTTACTCTGCCACCACCACTTCCTCTTTTACCAACCCCCGTAACGGGTCTAATAGCGTCGTGTCCTTCTCTACGAAGCCTTCCTTGCTCTCGACCTTCTCCGAGCCTTTTTCGAGCGGGTCTAGGCCGTCGTCGT
Talin-1
N E A K E N G O D A A O E N E T R E O E N E N E A O RO ora —p

GGTCTAGGCCGTCGTCGT

tallaa2530-stop-stop-BamHI-Rev
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BstYI
BamHI
BsaWI
BspEI*  Ppil  Tstl*
TstI* .
EcoP15I | | Banl  Ppil
GFP_N-term_BamHI_Link_FOR Alel BaeGI
EcoP151 BsIHKAI ‘ ‘ ‘ Msil Bsp12861
Tatl BsmBI Bsp12861 | BseRI Bme15801 Eael
‘ ‘ E'AGGATCCGGAATGGTGAGCAAGGGCGAG ‘ ‘ ‘

GTACAAGTTCTTGCCTTCAGAGCTTCGAGACGAGCACGGAGGATCCGGAATGGTGAGCAAGGGCGAGGAGCTGTTCACCGGGGTGGTGCCCATCCTGGTCGAGCTGGACGGCGACGTAAACGGCCACAAGTTCAG
8370

CATGTTCAAGAACGGAAGTCTCGAAGCTCTGCTCGTGCCTCCTAGGCCTTACCACTCGTTCCCGCTCCTCGACAAGTGGCCCCACCACGGGTAGGACCAGCTCGACCTGCCGCTGCATTTGCCGGTGTTCAAGTC

S T TS IR SRS - S S ST o [ S T . | S S ST o S T Rt S
G GS GMV S K GEE L F TGV VP I LV ELUDGT DUVNGH K S
Linkkeri > >
Talin-1 EGFP
Y K F L P S ELRDTEUHGSGSS GMV S K GETETLTFTGV VZP I L VETLUDSGHDUVNTGHZKF s —

CATG:
ATTATTCCTAGGaa:
tallaa2530-stop-stop-Bam...

lGAACGGAAGTCTCGAAGCTCTGCTCG z

ATTATTCCTAGGaa:

tallaa2541-stop-stop-BamHI-Rev

GAACGGAAGTCTCGAY GCTCTGCTCGTG
Igl ATTATTCCTAGGaa:
tallaa2541 L2509P-stopstop_BamHI_Rev
I GAAGTCTCGAAGCTCTGCTCGTGCCTCCTAG?E
Tall_aa2541 BamHI_Link_REV
Acul
BaeGI Alel
Begl Eco57ZM1 Bsp12861 MslT Acul
Bcgl BtgZIl Bsgl BsrfI Bme15801 BssSal Eco57MI Btsal

CGTGTCCGGCGAGGGCGAGGGCGATGCCACCTACGGCAAGCTGACCCTGAAGTTCATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCTCGTGACCACCCTGACCTACGGCGTGCAGTGCTTCAGCCG

8505
GCACAGGCCGCTCCCGCTCCCGCTACGGTGGATGCCGTTCGACTGGGACTTCAAGTAGACGTGGTGGCCGTTCGACGGGCACGGGACCGGGTGGGAGCACTGGTGGGACTGGATGCCGCACGTCACGAAGTCGGC
. 30 , . ., ., 3 ., , ., , 4 , ., ., ., 4 , . ., ., 50 , , , , 55 , ., ., . 60 ., . . , 65 , ., , 70 . .
V S GE GEGDATYGKLTLJKT F 11T CTTGIKTIL®PVPWPTILVTTLTYGVQCTF SR
EGFP
V S GE GE GDATYGKTULTTLZ KT FTIOCTTSGIKTLUZPVZPWPTILVTTTLTYGVQCTF s R =
agcactggtggnnnnnnnnnnnncacgtcacgaagtcggc
EGFP1.2
‘BsgI ‘EciI ‘PfoI* ‘PpiI ‘NmeAIH
CTACCCCGACCACATGAAGCAGCACGACTTCTTCAAGTCCGCCATGCCCGAAGGCTACGTCCAGGAGCGCACCATCTTCTTCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACAC
8640
GATGGGGCTGGTGTACTTCGTCGTGCTGAAGAAGT TCAGGCGGTACGGGCTTCCGATGCAGGTCCTCGCGTGGTAGAAGAAGTTCCTGCTGCCGTTGATGTTCTGGGCGCGGCTCCACTTCAAGCTCCCGCTGTG
. 75 , . . , 8 ., , , , 8 , ., , , 9 , ., ., , 9 , , , , 100 , ., ., 0%, ., ., ., 110 , , , , 115 , .,
Y P DHMKQHDTFFKSAMZPEGYVQERTIFF KDDGNYIKTRAEVIKTFEGHDT
EGFP
Y P DHM KQ HDFFKSAMZPETGY VQERTTIFFKDUDGNYIKTHRAEVIKTFETGTDT —
gatgggga
EGFP1.2
BaeGI
Alel Acul Bsp12861 BpmlI
Ppil MsII Eco57MI Bme15801 Tatl Eco57MI Eael Fall MslI

CCTGGTGAACCGCATCGAGCTGAAGGGCATCGACTTCAAGGAGGACGGCAACATCCTGGGGCACAAGCTGGAGTACAACTACAACAGCCACAACGTCTATATCATGGCCGACAAGCAGAAGAACGGCATCAAGGT
B o s o L s A o e e o R B e 8775
GGACCACTTGGCGTAGCTCGACTTCCCGTAGCTGAAGTTCCTCCTGCCGTTGTAGGACCCCGTGTTCGACCTCATGTTGATGTTGTCGGTGTTGCAGATATAGTACCGGCTGTTCGTCTTCTTGCCGTAGTTCCA

120 , . ., 125 . P P P P T T
Lo =X :N"'RE I E B K 6 T ID IF K& GE B! '6G. :N' I I 68 H K Ik E & Nt %" IN' S HI N

L v NRTIEULIKGTIDU FIKEUDSGNTILGHI KILIEYNYNSUHNVYIMAUDI KA QI KNGTI KV —
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Ecil Bpu10I

Bl BsiHKAL
Ecil BstYI Fall Bsgl EcoP15I EcoP15I Bpu10I ‘ Bsp12861 ‘TanI

GAACTTCAAGATCCGCCACAACATCGAGGACGGCAGCGTGCAGCTCGCCGACCACTACCAGCAGAACACCCCCATCGGCGACGGCCCCGTGCTGCTGCCCGACAACCACTACCTGAGCACCCAGTCCGCCCTGAG

8910

CTTGAAGTTCTAGGCGGTGTTGTAGCTCCTGCCGTCGCACGTCGAGCGGCTGGTGATGGTCGTCTTGTGGGGGTAGCCGCTGCCGGGGCACGACGACGGGCTGTTGGTGATGGACTCGTGGGTCAGGCGGGACTC

. 165 L P M M 1 4 185 4 4 . 190 P P R T L L
N F K I R H N I E D G S V Q L A HY QQ N TP I GD GU®P V L L P DNWMHY L S TQS A L S

BanlII
Apal
BaeGI
Bsp1286I
BmeT110I
Bme 15801

Smal
Aval
BstYI
Xmal
Bsor | EamHI
TspMI BsaWI
PspOMI Hin4I*
SaclIl BstYI
& ;
BpmI Tatl MspA1l Bdal BclI*

EcoP15I NmeAIIl Eco57MI BsrGI Btgl Xbal* BsaBI*

CAAAGACCCCAACGAGAAGCGCGATCACATGGTCCTGCTGGAGT TCGTGACCGCCGCCGGGATCACTCTCGGCATGGACGAGCTGTACAAGTAACCGCGGGCCCGGGATCCACCGGATCTAGATAACTGATCATA

9045
GTTTCTGGGGTTGCTCTTCGCGCTAGTGTACCAGGACGACCTCAAGCACTGGCGGCGGCCCTAGTGAGAGCCGTACCTGCTCGACATGTTCATTGGCGCCCGGGCCCTAGGTGGCCTAGATCTATTGACTAGTAT
L 210 o o, 0215, o, o, 020 o, 0225, o 0230 . o, o, o, 235 , ,
K DP NE KU RDMHMV L L EFVTAAGTITILGMUDETL Y Kg@A
EGFP
K DP NE KU RIDMHMV L LETFVTAAGTITILGMUDTETLY KA —
lagcactgg' ggnnnnnnnnnnnnk
IEI - cacgtcacgaagtcggcgatggggc|
EGFP1.2
CCGTACCTGCTCGACATGTTCATTGGCGC;:@
GFP_C-term_Cfr42I_REV
Hpal
Hin4I*‘ ‘BdaI* ‘Drdl MfeI‘ BsmlI HincIl Tsol  Psil
ATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAA
9180

TAGTCGGTATGGTGTAAACATCTCCAAAATGAACGAAATTTTTTGGAGGGTGTGGAGGGGGACTTGGACTTTGTATTTTACTTACGTTAACAACAACAATTGAACAAATAACGTCGAATATTACCAATGTTTATT

40 poly(A) al

AfIII
Apol Btsal BsmI Smil Sspl Apol Apol

AGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAAGGCGTAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTT
9315

TCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATTCCGCATTTAACATTCGCAATTATAAAACAATTTTAAGCGCAATTTAAA

SV40 poly(A) signal ] 4 f1 oni
CACCAAACAGGTTTGAGTA
EBV
AloI
Ppil
Tsol Psil Taqll BsaXI

TTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTT TGGAACAAGAGTCCACTATTAAAGAACGTGGACTC
9450

AACAATTTAGTCGAGTAAAAAATTGGTTATCCGGCTTTAGCCGTTTTAGGGAATATTTAGTTTTCTTATCTGGCTCTATCCCAACTCACAACAAGGTCAAACCTTGTTCTCAGGTGATAATTTCTTGCACCTGAG

< f1 ori

AloI BsaAl BanII
DrdI BsaXI Ppil Mmel Dralll BtgZI Banl Bsp12861

CAACGTCAAAGGGCGAAAAACCGTCTATCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGC
9585

GTTGCAGTTTCCCGCTTTTTGGCAGATAGTCCCGCTACCGGGTGATGCACTTGGTAGTGGGATTAGTTCAAAAAACCCCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTAAATCTCG

< f1 ori

Drinted from SnanGene®: Satiirdav 232 1an 2021 17 26 Paae 17



pEGFP_TLN1_WT.dna (Circular/ 12 357 bp)

BsrFI
NgoMIV‘ ‘NaeI ‘BsrBI ‘HaeII ‘HaeII ‘TsoI ‘SfcI
TTGACGGGGAAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACA
9720

AACTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGCGATCCCGCGACCGTTCACATCGCCAGTGCGACGCGCATTGGTGGTGTGGGCGGCGCGAATTACGCGGCGATGT

< f1 ori

BsrBI ‘BSPHI BV Sspl  Earl
—

GGGCGCGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAA
9855

CCCGCGCAGTCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATTTATGTAAGT TTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTT

< flod [ AmpR promoter >
BseVI Nspl VST
Pvull Sphl AIfT
Bsu361 MspAl1l  Ecil AIfl PspFI BStAPI P

‘ EcoP15I SexAT*
[

| K ] N |

GAGTCCTGAGGCGGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCA
et it e i e e it e e i e 9990
CTCAGGACTCCGCCTTTCTTGGTCGACACCTTACACACAGTCAATCCCACACCTTTCAGGGGTCCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTCCACACCTTTCAGGGGT

> | SV40 promoter >

AmpR promoter

BseYI NspI Btgl

StyI
AIfT PspFI BstAPI Sphl AlfL _EcoP15I Ecil Ecil Bmrl Ecil Ecil Ncol

B ~ | | I | |

GGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATT
B A R e e e e R S e 10125
CCGAGGGGTCGTCCGTCTTCATACGTTTCGTACGTAGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAA

SV40 promoter >

[ SV40 ori

Sfil Stul StyI ClaI*
NmeAIIl Bpll Bgll NmeAIIl Bpll BseRI ‘AvrII BspDI* BsaBI*
a

TTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAGATCGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGA

ettt i 10260
AAAAAATAAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTCTAGCTAGTTCTCTGTCCTACTCCTAGCAAAGCGTACTAACT
i I
M 1 E
SV40 promoter >
NeoR/KanR
SV40 ori
M I E =
Narl
E:gi BaeGI BsaHI
BfuAI Bsp12861 Kasl Sfol PIuTI

BspMI Taqll BsiEI Bme15801 Bmrl Banl ‘ Haell
[

ACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTT

B o L e e e e 10395
TGTTCTACCTAACGTGCGTCCAAGAGGCCGGCGAACCCACCTCTCCGATAAGCCGATACTGACCCGTGTTGTCTGTTAGCCGACGAGACTACGGCGGCACAAGGCCGACAGTCGCGTCCCCGCGGGCCAAGAAAA
" S " " " " 10 " " " 15 " " M 20 . " " " 25 " M " " 30 . " " " 35 " " " 40 " M " 45 " "
Q DG L HAGSGPAAMWVYVTETRTLTFGTYDWAGQAOQTTIGTCSTDAAUVTEFTRTLTSAQTGTRTGPUVLF
NeoR/KanR >
Q D GL HAGSGPAAWVET RTLTEFGYDMWAQQTTIGT CSTDAAVTFT RTLTSAQGRTEPUVLF -
Bsawr oM BaeGl Pvull BsiHKAI
Taqu DsP12861 MspA1l Bspl286l LI Acul
DrdI‘ ‘ % Bme1s8or EaeI‘ ‘MscI Fspl P ‘ ‘ P  Tthiiil Eco57MI
W' 7 [

TGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCT
10530

ACAGTTCTGGCTGGACAGGCCACGGGACTTACTTGACGTTCTGCTCCGTCGCGCCGATAGCACCGACCGGTGCTGCCCGCAAGGAACGCGTCGACACGAGCTGCAACAGTGACTTCGCCCTTCCCTGACCGACGA

. 50 . . . ., 55 .+ ., . . 60 .+ . . , 65 . 4 4 4 70 .+ 4 . o 75 . . . ., 80 .+ . . 4 8 .+ . 4 o, 90 . .

v K T bL S G A L NE L QD EAARIL SWILATTGV P CAAV L DV V TEAGI RDWL L
NeoR/KanR >

vV K T bL S G AL NZELQDEAARIL SWULATTGVPCAAV L DV V TEAGIR RUDWL L —
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BfuAI
Hin4I* BstYI Hin4l Hin4l* BciVl NmeAIII‘ ‘Hin4I BsrDI BspMI BtgZI

ATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAA
10665

TAACCCGCTTCACGGCCCCGTCCTAGAGGACAGTAGAGTGGAACGAGGACGGCTCTTTCATAGGTAGTACCGACTACGTTACGCCGCCGACGTATGCGAACTAGGCCGATGGACGGGTAAGCTGGTGGTTCGCTT

115, ., 120 . P T
I M ADAMU RIRL HTL D P A T

L 95 . 100 4 .., 105 . L 110 . .
S
NeoR/KanR >

L G EV P GQ DL L S S HULAP A E K V

L G EV P GQ DLlLL S S HLAPAEJ KVSIMADAMARBRRILMHTILIDUZPA AT CUZPFDHA QAK -_—)

Earl
BsiHKAI P52AL Sapl BanII NspI
Bsp12861 Fall BsrfI Fall BspQIL Bsp12861 BpuEI Smil Sphl BstYI

ACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGA
10800

TGTAGCGTAGCTCGCTCGTGCATGAGCCTACCTTCGGCCAGAACAGCTAGTCCTACTAGACCTGCTTCTCGTAGTCCCCGAGCGCGGTCGGCTTGACAAGCGGTCCGAGTTCCGCTCGTACGGGCTGCCGCTCCT
. 140 . . ., 145 . . . ., 150 . . . . 155 . . . . 160 . 4 o . 165 .+ . ., 170 . . ., 175
H R I E R A RTWRMEAGILV DOQDDIL DEEHQGL AP AE L F A R L K
NeoR/KanR >

H R I E RARTWIRMEAGLV DQIDDLDEEHQGLAPAETULTFARILIKASMZPUDGTED -_—)

BsrFI  Nael
Btgl NgoMIV BseYI

StyI Eael Ecil
NcoI MslI BtgZl Eael Taqll PspFI RsrII Tsol
1

TCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATAT
10935

AGAGCAGCACTGGGTACCGCTACGGACGAACGGCTTATAGTACCACCTTTTACCGGCGAAAAGACCTAAGTAGCTGACACCGGCCGACCCACACCGCCTGGCGATAGTCCTGTATCGCAACCGATGGGCACTATA
. . 4,190 4 4 4, 195 o, 2000 444 205 .oy 2100w 215 . .
L vv T HGUDA AT CLU®PNTMVENSGIR R FSGTF I DCGI RL GV A DI RY Q DI A
NeoR/KanR >

L v v THGIDA AT CLU®PNTIMVENSGA RTFSGF I DU CGH RL GV ADA RYQDTIALATRDII -_—)

Earl
Sapl Acul
BspQI Eco57MI BssSal BsrBI BtgZI BplI BsrBI BstBI BplI

TGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGAAATG

B e ara  Ba wEL E  ma me me R a Ee 11070

ACGACTTCTCGAACCGCCGCTTACCCGACTGGCGAAGGAGCACGAAATGCCATAGCGGCGAGGGCTAAGCGTCGCGTAGCGGAAGATAGCGGAAGAACTGCTCAAGAAGACTCGCCCTGAGACCCCAAGCTTTAC

240 L L . 245 L L . 250 " L . 255 L L 260 L L . 265
F L v L Y G I A AP DS Q R I A F Y R L L DEF F HA

NeoR/KanR >
A E E L GG EWAD R FL VLY GI A AP DSQU R TIATFY R L L DEF F A

BpmI
BsrfI
NgoMIV
BfuAl
BssSal BsaHI Eco57MI
BsaHI‘ ‘TanI ‘BspMI PfoI‘ ‘NaeI ‘BstYI

ACCGACCAAGCGACGCCCAACCTGCCATCACGAGATTTCGATTCCACCGCCGCCTTCTATGAAAGGTTGGGCTTCGGAATCGTTTTCCGGGACGCCGGCTGGATGATCCTCCAGCGCGGGGATCTCATGCTGGAG

B A s R B B A o o i mw m w  E AN wsan e R SR 11205

TGGCTGGTTCGCTGCGGGTTGGACGGTAGTGCTCTAAAGCTAAGGTGGCGGCGGAAGATACTTTCCAACCCGAAGCCTTAGCAAAAGGCCCTGCGGCCGACCTACTAGGAGGTCGCGCCCCTAGAGTACGACCTC

StyI BpmI
Avrll Eco57MI BsaWI ‘TanI

TTCTTCGCCCACCCTAGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTT

B e ara  Ba wEL E  ma me me R a Ee 11340

AAGAAGCGGGTGGGATCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCACAACCCAGCAAACAAGTATTTGCGCCCCAA
| HSV TK poly(A) signal ]

BanIl
Pasl Bsal Pasl Bsp12861

CGGTCCCAGGGCTGGCACTCTGTCGATACCCCACCGAGACCCCATTGGGGCCAATACGCCCGCGTTTCTTCCTTTTCCCCACCCCACCCCCCAAGTTCGGGTGAAGGCCCAGGGCTCGCAGCCAACGTCGGGGCG

B A s R B B A o o i mw m w  E AN wsan e R SR 11475

GCCAGGGTCCCGACCGTGAGACAGCTATGGGGTGGCTCTGGGGTAACCCCGGTTATGCGGGCGCAAAGAAGGAAAAGGGGTGGGGTGGGGGGTTCAAGCCCACTTCCGGGTCCCGAGCGTCGGTTGCAGCCCCGC

BstAPI
EcoO109I  AlwNI Bsu361 Dral Dral BstYI BstYI BspHI Ppil

GCAGGCCCTGCCATAGCCTCAGGTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCG

B e ara  Ba wEL E  ma me me R a Ee 11610

CGTCCGGGACGGTATCGGAGTCCAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGC
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Smil

Ppil BstYI EC°P15I‘ BstYI BpuEl MspALI

TTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTA
11745

AAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGAT

[ ori >

Acul
Eco57MI EcoP15I Sfcl EcoP15I

CCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTG

B Ao o Wt e e e R a  a e w ma e 11880

GGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGAC

ori >
BaeGI
BsiHKAL
Bsp12861
Bme 15801 BseYI
AlwNI Mmel BpuEI Smil BsaWI MspA1l BsiEl Apall PspFI

TTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACC

B o L e e e e 12015

AATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGG

ori >

Sfel Haell Mmer BsaWL - Ecl gqy BssSal

TACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAAC

B Ao o Wt e e e R a  a e w ma e 12150

ATGTGGCTTGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTG

ori >

Smil. D"ﬂ‘ ‘BdaI BpuEl Bdal Ecil

‘w | | |

GCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGC

B o L e e e e 12285

CGGACCATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACG

ori >
Pcil
AfIIII‘ ‘NspI ‘NsiI
TGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCATGCAT 3’
eee 12357

ACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGTACGTA 5’
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