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PRODUCT INFORMATION

Contents

e 20 pg of pDUO2-mMD2/CD14 provided as DNA

e 1 mlof Hygromycin B Gold at 100 mg/ml

Storage and stability

o Product is shipped at room temperature.

o Upon receipt, store lyophilized DNA at -20°C.

o Resuspended DNA should be stored at -20°C.

e Store Hygromycin B Gold at 4°C or -20°C. The expiry date is
specified on the product label.

Quality control

o Plasmid construct has been confirmed by restriction analysis and
sequencing.

e Plasmid DNA was purified by ion exchange chromatography and
lyophilized.

GENERAL PRODUCT USE

Toll-Like receptors (TLRs) play a critical role in early innate
immunity to invading pathogens by sensing microorganisms.
These evolutionary conserved receptors, homologues of the
Drosophila Toll gene, recognize highly conserved structural
motifs only expressed by microbial pathogens, called pathogen-
associated microbial patterns (PAMPs). PAMPs include various
bacterial cell wall components such as lipopolysaccharides (LPS),
peptidoglycans and lipopeptides, as well as flagellin, bacterial DNA
and viral double-stranded RNA. Stimulation of TLRs by PAMPs
initiates a signaling cascade that involves a number of proteins,
such as MyD88 and IRAK. This signaling cascade leads to the
activation of the transcription factor NF-xB which induces the
secretion of pro-inflammatory cytokines and effector cytokines
that direct the adaptive immune response.

To date ten human and twelve murine TLRs have been
characterized, TLR1 to TLR10 in humans, and TLR1 to TLR9,
TLR11, TLR12 and TLR13 in mice, the homolog of TLR10 being
a pseudogene. In many instances, TLRs require the presence of a
co-receptor to initiate the signaling cascade. One example is TLR4
which interacts with MD2 and CD 14 to induce NF-«B in response
to LPS stimulation.

pDUO?2 is an expression vector designed to co-express two TLRs
or TLR-related genes known to interact with each other.

The genes cloned into pDUO2 comprise the coding sequence
(without introns) from the ATG to the Stop codon.

PLASMID FEATURES

» Mouse MD2 (483 bp) / Mouse CD14 (1101 bp)

MD2 and CD14 are necessary for proper LPS-induced
TLR4 signaling. TLR4 is the receptor for Gram-negative
lipopolysaccharide (LPS). TLR4 alone is not sufficient to confer
LPS responsiveness. MD-2 is a secreted molecule that functionally
interacts with LPS'?. TLR4 physically associates with MD2 and
CD14 to form the complex responsible for LPS recognition and
signaling®.

» hFerH and hFerL composite promoters: Ferritin is a 24 subunit
protein composed of two subunit types, termed H (heavy)
and L (light), which perform complementary functions in the
protein. Ferritin is ubiquitously expressed. Its synthesis is highly
regulated by the iron status of the cell. The iron regulation
is achieved at the translational level through the interaction
between the iron-responsive element (IRE), located in the 5’
untranslated region (5’'UTR) of the ferritin mRNAs, and the iron
regulatory protein®. To eliminate the iron regulation of the ferritin
promoters, the 5’UTR of FerH and FerL have been replaced by
the 5’'UTR of the mouse and chimpanzee elongation factor 1 (EF1)
genes, respectively.

e SV40 enhancer which is comprised of a 72-base-pair repeat
allows the enhancement of gene expression in a large host range.
The enhancement varies from 2-fold in non-permissive cells
to 20-fold in permissive cells. Furthermore, the SV40 enhancer is
able to direct nuclear localization of plasmids®.

e CMVenhancer: Themajorimmediateearlyenhancerofthehuman
cytomegalovirus (HCMV), located between nucleotides -118
and -524, is composed of unique and repeated sequence motifs.
The HCMV enhancer can substitute for the 72-bp repeats of SV40
and is severalfold more active than the SV40 enhancer®.

e SV40 pAn: the Simian Virus 40 late polyadenylation signal
enables efficient cleavage and polyadenylation reactions resulting in
high levels of steady-state mRNA. The efficiency of this signal was
first described by Carswell et al.”

e pMB1 ori: a minimal E. coli origin of replication to limit vector
size, but with the same activity as the longer Ori.

* FMDV IRES: The internal ribosome entry site of the Foot and
Mouth Disease Virus enables the translation of two open reading
frames from one mRNA with high levels of expression®.
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e EM7 is a bacterial promoter that enables the constitutive
expression of the antibiotic resistance gene in E. coli.

e Hph (hygromycin resistance gene): confers resistance to
Hygromycin B both in E. coli and mammalin cells. In bacteria,
hph is expressed from the constitutive E. coli EM7 promoter.
In-mammalian cells, hph is transcribed from the human FerH
composite promoter as a polycistronic mRNA and translated via
the FMDV IRES

e EF1 pAn is a strong polyadenylation signal. InvivoGen uses a
sequence starting after the stop codon of the EF1 cDNA and
finishing after a bent structure rich in GT.

METHODS

Plasmid resuspension

Quickly spin the tube containing the lyophilized plasmid to pellet
the DNA. To obtain a plasmid solution at 1 pg/ul, resuspend the
DNAin 20 pl of sterile H»O. Store resuspended plasmid at -20°C.

Plasmid amplification and cloning

Plasmid amplification and cloning can be performed in E. coli
GT116 or other commonly used laboratory E. coli strains, such as
DH5a.

Hygromycin B usage:

This antibiotic can be used for E. coli at 50-100 pg/ml in liquid or
solid media and at 50-500 pg/ml to select Hygromycin-resistant
mammalian cells.
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Sdal (6)

1 CCTGCAGG
NdeI (182)
101
SnaBI (288)
Ecol1051 (288)
201
301 A
401 ACTAGTCAGGGCCCCAACCCCCCCAAGCCCCCATTTCACAACACGCTGGCGCTACAGGCGCGTGACTTCCCCTTGCTTTGGGGCGGG

[

BspEI (520)
501 GGGCTGAGACTCCTATGTGCTCCGGATTGGTCAGGCACGGCCTTCGGCCCCGCCTCCTGCCACCGCAGATTGGCCGCTAGGCCTCCCCGAGCGCCLTGCC

NgoMI (608)
Nael (610)
601 TCCGAGGGCCGGCGCACCATAAAAGAAGCCGCCCTAGCCACGTCCCCTCGCAGTTCGGCGGTCCCGCGGGTCTGTCTCAAGCTTGCCGCCAGAACACAGY

Xmnl (763)
701 taagtgccgtgtgtggttcccgcgggcctggectctttacgggttatggcccttgegtgecttgaattacttccatgeccctggetgecagtacgtgattc

801 ttgatcccgagcttcgggttggaagtgggtgggagagttcgaggecttgecgettaaggagecccttecgectecgtgettgagttgaggectggettgggeg

901 ctggggccgccgecgtgctaatctggtggcaccttecgegectgtetegetgetttegetaagtctctagecatttaaaatttttgataaccagetgegacg

Bglll (1039)
1001 ctttttttctggcgagatagtcttgtaaatgcgggccaagatctgcacactggtatttcggtttttggggccgecgggcggecgacggggecccgtgegtccc

NgoMI (1173)
Nael (1175)
1101 agcgcacatgttcggcgaggcggggcctgcgagcgcggccaccgagaatcggacgggggtagtctcaaactggccggcctgectctggtgectggectcge

1201 gccgccgtgtatcgccccgecctgggecggcaaggcectggceccggtcggcaccagttgegtgagecggaaagatggccgcttcccggecctgetgecagggage

Xmal (1321)
Smal (1323)
1301 tcaaaatggaggacgcggcgcccgggagagcgggcgggtgagtcacccacacaaaggaaaagggcctttccttcctcatccgtcgettcatgtgactcca

Xhol (1438)
1401 cggagtaccgggcgccgtccaggcacctcgattagttctcgagettttggagtacgtcgtctttaggttggggggaggggttttatgcgatggagtttcc

Dralll (1509)
1501 ccacactgagtgggtggagactgaagagttaggccagcttggcacttgatgtaattctccttggaatttgccctttttgagtttggatcttgectcattc

Ncol (1673)
1601 tcaagcctcagacagtggttcaaagtttttttcttccatttcagGTGTCGTGAAAACTACCCCTAAAAGCCACCATGGAGCGTGTGCTTGGCTTGTTGCT
#Me tGl uArgVal LeuGl yLeulLeulLe

ApaLI (1711)
1701 GTTGCTTCTGGTGCACGCCTCTCCCGCCCCACCAGAGCCCTGCGAGCTAGACGAGGAAAGTTGTTCCTGCAACTTCTCAGATCCGAAGCCAGATTGGTCC
9k uLeuLeulLeuVal HisAlaSerProAl aProProGluProCysGluLeuAspGl uGluSer CysSer CysAsnPheSerAspProLysProAspTrpSer
Notl (1848) Xmnl (1860) BglII (1893)
1801 AGCGCTTTCAATTGTTTGGGGGCGGCAGATGTGGAATTGTACGGCGGCGGCCGCAGCCTGGAATACCTTCTAAAGCGTGTGGACACGGAAGCAGATCTGG
43k Ser Al aPheAsnCysLeuGl yAl aAl aAspVal Gl uLeuTyrGl yGlyGl yArgSer LeuGluTyrLeuLeuLysArgValAspThr Gl uAl aAspLeuG
1901 GGCAGTTCACTGATATTATCAAGTCTCTGTCCTTAAAGCGGCTTACGGTGCGGGCCGCGCGGATTCCTAGTCGGATTCTATTCGGAGCCCTGCGTGTGCT
76k | yGInPheThrAspllel leLysSerLeuSerLeuLysArgLeuThrValArgAl aAlaArgl leProSerArgllelLeuPheGlyAlaLeuArgValle
BStEII (2043)
Xhol (2038)
2001 CGGGATTTCCGGCCTCCAGGAACTGACTCTTGAAAATCTCGAGGTAACCGGCACCGCGCCGCCACCGCTTCTGGAAGCCACCGGACCCGATCTCAACATC
109k uGlyl l eSer Gl yLeuGl nGluLeuThr LeuGl uAsnLeuGluVal Thr Gl yThr Al aProProProLeulLeuGl uAl aThr Gl yProAspLeuAsnl | e
2101 TTGAACCTCCGCAACGTGTCGTGGGCAACAAGGGATGCCTGGCTCGCAGAACTGCAGCAGTGGCTAAAGCCTGGACTCAAGGTACTGAGTATTGCCCAAG
143k LeuAsnLeuArgAsnVal Ser TrpAl aThr ArgAspAl aTrpLeuAl aGl uLeuGl nGInTrpLeuLysProGlylLeulLysValLeuSer | | eAl aGlnA
2201 CACACTCACTCAACTTTTCCTGCGAACAGGTCCGCGTCTTCCCTGCCCTCTCCACCTTAGACCTGTCTGACAATCCTGAATTGGGCGAGAGAGGACTGAT
176k | aHi sSer LeuAsnPheSer CysGluGlnValArgVal PheProAl aLeuSer Thr LeuAspLeuSerAspAsnProGlulLeuGlyGluArgGlyLeul |
2301 CTCAGCCCTCTGTCCCCTCAAGTTCCCGACCCTCCAAGTTTTAGCGCTGCGTAACGCGGGGATGGAGACGCCCAGCGGCGTGTGCTCTGCGCTGGCCGCA
209k eSer Al aLeuCysProLeuLysPheProThrLeuGlnVal LeuAl aLeuArgAsnAl aGl yMetGluThrProSerGlyVal CysSerAl aLeuAl aAl a
PshAI (2424)
2401 GCAAGGGTACAGCTGCAAGGACTAGACCTTAGTCACAATTCACTGCGGGATGCTGCAGGCGCTCCGAGTTGTGACTGGCCCAGTCAGCTAAACTCGCTCA
243FAlaArgVal Gl nLeuGl nGlyLeuAspLeuSer Hi sAsnSer LeuArgAspAl aAl aGl yAl aProSer CysAspTrpProSer Gl nLeuAsnSer LeuA
2501 ATCTGTCTTTCACTGGGCTGAAGCAGGTACCTAAAGGGCTGCCAGCCAAGCTCAGCGTGCTGGATCTCAGTTACAACAGGCTGGATAGGAACCCTAGCCC
276k snLeuSerPheThr GlyLeuLysGInValProLysGlyLeuProAlaLysLeuSerValLeuAspLeuSer TyrAsnArgLeuAspArgAsnProSerPr
2601 AGATGAGCTGCCCCAAGTGGGGAACCTGTCACTTAAAGGAAATCCCTTTTTGGACTCTGAATCCCACTCGGAGAAGTTTAACTCTGGCGTAGTCACCGCC
309k 0AspGluLeuProGlnVal Gl yAsnLeuSer LeuLysGl yAsnProPhelLeuAspSer Gl uSer Hi sSer Gl uLysPheAsnSer Gl yVal Val ThrAl a



Mscl (2785)
Ball (2785)
AvrIl (2751) Nhel (2777)
2701 GGAGCTCCATCATCCCAAGCAGTGGCCTTGTCAGGAACTCTGGCTTTGCTCCTAGGAGATCGCCTCTTTGTTTAAAGCTAGCTGGCCAGACATGATAAGA
343k GlyAlaProSerSerGlnAlaValAlalLeuSer Gl yThr LeuAl aLeuLeuLeuGl yAspArgLeuPheVal eee
2801 TACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAA

Hpal (2917)
2901 GCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAA

Pacl (3021)
3001 ATGTGGTATGGAAATGTTAATTAACTAGCCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGAT

[

3101 CTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAAC

3201 TCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCA

3301 CCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGG

ApaLl (3435)
3401 ATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATG

3501 AGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAAC

3601 GCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCA

Pacl (3761) Sdal (3770)
3701 GCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTAATTAACCTGCAGGGCCTGAAATAACCTCTGAAAGAGGAACT

3801 TGGTTAGGTACCTTCTGAGGCTGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAA

Sphl (3905) Sphl (3977)
3901 GCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCATCTCAATTAGTCAGCAACCAT

BssHII (4022) NotlI (4040) SandI (4067)
4001 AGTCCCACTAGTTCCGCCAGAGCGCGCGAGGGCCTCCAGCGGCCGCCCCTCCCCCACAGCAGGGGCGGGGTCCCGCGCCCACCGGAAGGAGCGGGCTCGG
—_

4101 GGCGGGCGGCGCTGATTGGCCGGGGCGGGCCTGACGCCGACGCGGCTATAAGAGACCACAAGCGACCCGCAGGGCCAGACGTTCTTCGCCGAAGCTTGCC

[

4201 GTCAGAACGCAGgtgaggggcgggtgtggcttccgecgggecgeccgagetggaggtecctgetccgagegggecgggecccgectgtegtcggeggggattag

4301 ctgcgagcattcccgettcgagttgecgggeggegegggaggcagagtgcgaggcctageggcaaccccgtagectecgectecgtgtccggettgaggecta

44Q01 gcgtggtgtccgcgccgecgecgegtgectactccggecgeactcetggtettttttttttttgttgttgttgeccctgetgecttegattgecgttcageaa

4501 taggggctaacaaagggagggtgcggggcttgctcgecccggagecccggagaggtcatggttggggaggaatggagggacaggagtggcggctggggeccg

4601 cccgccttcggagcacatgtccgacgccacctggatggggcgaggectggggtttttcccgaagcaaccaggctggggttagegtgecgaggecatgtgg

4701 ccccagcacccggcacgatctggettggeggecgecgegttgeccctgectccctaactagggtgaggccatcccgtccggecaccagttgegtgegtggaaa

Xmal (4811)
Smal (4813)
4801 gatggccgctcccgggccctgttgcaaggagctcaaaatggaggacgcggcagcccggtggagegggcgggtgagtcacccacacaaaggaagagggcect

4901 ggtccctcaccggctgctgecttcctgtgaccccgtggtcctatcggccgcaatagtcacctcgggettttgagcacggectagtcgecggecggggggagggg

Xeml (5059)
5001 atgtaatggcgttggagtttgttcacatttggtgggtggagactagtcaggccagcctggecgctggaagtcatttttggaatttgtccccttgagttttg

5101 agcggagctaattctcgggcttcttagcggttcaaaggtatcttttaaacccttttttagGTGTTGTGAAAACCACCGCTAATTCAAAGCAATCATGTTG
»*MetlLeu
5201 CCATTTATTCTCTTTTCGACGCTGCTTTCTCCCATATTGACTGAATCTGAGAAGCAACAGTGGTTCTGCAACTCCTCCGATGCAATTATTTCCTACAGTT
3k ProPhel leLeuPheSer Thr LeuLeuSerProl leLeuThr GluSer GluLysGI nGl nTrpPheCysAsnSer SerAspAlallelleSerTyrSerT
5301 ATTGTGATCACTTGAAATTCCCTATTTCAATTAGTTCTGAACCCTGCATAAGACTGAGGGGAACCAATGGATTTGTGCATGTTGAGTTCATTCCAAGAGG
36k yrCysAspHisLeuLysPheProl leSer|leSerSerGluProCyslleArglLeuArgGlyThrAsnGlyPheValHisVal GluPhelleProArgGl
Sspl (5411) Ncol (5479)
5401 AAACTTAAAATATTTATATTTCAACCTATTCATCAGTGTCAACTCCATAGAGTTGCCGAAGCGTAAGGAAGTTCTGTGCCATGGACATGATGATGACTAT
69k yAsnLeuLysTyrLeuTyrPheAsnLeuPhel | eSerValAsnSer | | eGluLeuProLysArgLysGluValLeuCysHisGlyHi sAspAspAspTyr
Bsu36l (5574)

5501 TCTTTTTGCAGAGCTCTGAAAGGAGAGACTGTGAATACATCAATACCATTCTCTTTCGAGGGAATACTATTTCCTAAGGGCCATTACAGATGTGTTGCAG
103k SerPheCysArgAl aLeuLysGlyGluThrValAsnThrSer | | eProPheSer PheGluGlyl | eLeuPheProLysGlyHisTyrArgCysValAl aG
5601 AAGCTATTGCTGGGGATACTGAAGAAAAGCTCTTCTGTTTGAATTTCACCATCATTCACCGCCGTGATGTCAATTAGAATATGCTGAGCTAGGAGCAGGT
136k luAlal | eAl aGl yAspThr Gl uGluLysLeuPheCysLeuAsnPheThr | l el | eHi sArgArgAspValAsneee _—




Xbal (5753)
5701 TTCCCCAATGACACAAAACGTGCAACTTGAAACTCCGCCTGGTCTTTCCAGGTCTAGAGGGGTAACACTTTGTACTGCGTTTGGCTCCACGCTCGATCCA

5801 CTGGCGAGTGTTAGTAACAGCACTGTTGCTTCGTAGCGGAGCATGACGGCCGTGGGAACTCCTCCTTGGTAACAAGGACCCACGGGGCCAAAAGCCACGC

5901 CCACACGGGCCCGTCATGTGTGCAACCCCAGCACGGCGACTTTACTGCGAAACCCACTTTAAAGTGACATTGAAACTGGTACCCACACACTGGTGACAGG

6001 CTAAGGATGCCCTTCAGGTACCCCGAGGTAACACGCGACACTCGGGATCTGAGAAGGGGACTGGGGCTTCTATAAAAGCGCTCGGTTTAAAAAGCTTCTA

Vspl (6179)
BstEII (6111) Asel (6179)
6101 TGCCTGAATAGGTGACCGGAGGTCGGCACCTTTCCTTTGCAATTACTGACCCTATGAATACAACTGACTGTTTGACAATTAATCATCGGCATAGTATATC
-
6201 GGCATAGTATAATACGACTCACTATAGGAGGGCCACCATGAAGAAACCTGAACTGACAGCAACTTCTGTTGAGAAGTTTCTCATTGAAAAATTTGATTCT
> 1#MetLysLysProGluLeuThrAlaThrSerVal GluLysPhelLeul | eGluLysPheAspSer
6301 GTTTCTGATCTCATGCAGCTGTCTGAAGGTGAAGAAAGCAGAGCCTTTTCTTTTGATGTTGGAGGAAGAGGTTATGTTCTGAGGGTCAATTCTTGTGCTG
22k Val SerAspLeuMetGlnLeuSer Gl uGl yGl uGl uSer ArgAl aPheSer PheAspVal Gl yGl yArgGlyTyrVal LeuArgValAsnSer CysAl aA
6401 ATGGTTTTTACAAAGACAGATATGTTTACAGACACTTTGCCTCTGCTGCTCTGCCAATTCCAGAAGTTCTGGACATTGGAGAATTTTCTGAATCTCTCAC
55k spGlyPheTyrLysAspArgTyrVal TyrArgHi sPheAl aSer Al aAl aLeuProl leProGluVal LeuAspl | eGlyGluPheSer GluSerLeuTh
6501 CTACTGCATCAGCAGAAGAGCACAAGGAGTCACTCTCCAGGATCTCCCTGAAACTGAGCTGCCAGCTGTTCTGCAACCTGTTGCTGAAGCAATGGATGCC
88k rTyrCysl leSerArgArgAl aGlnGlyVal Thr LeuGl nAspLeuP roGluThr GluLeuProAl aVal LeuGl nProValAl aGl uAl aMe tAspAl a
6601 ATTGCAGCAGCTGATCTGAGCCAAACCTCTGGATTTGGTCCTTTTGGTCCCCAAGGCATTGGTCAGTACACCACTTGGAGGGATTTCATTTGTGCCATTG
122F | | eAl aAl aAl aAspLeuSer Gl nThr Ser Gl yPheGl yProPheGlyProGInGlyl I eGlyGI nTyrThr Thr TrpArgAspPhel | eCysAlal | eA
6701 CTGATCCTCATGTCTATCACTGGCAGACTGTGATGGATGACACAGTTTCTGCTTCTGTTGCTCAGGCACTGGATGAACTCATGCTGTGGGCAGAAGATTG
155k | aAspProHisVal TyrHisTrpGl nThr ValMe tAspAspThr Val Ser Al aSer ValAl aGl nAl aLeuAspGluLeuMetLeuT rpAl aGl uAspCy
Xeml (6829)
6801 TCCTGAAGTCAGACACCTGGTCCATGCTGATTTTGGAAGCAACAATGTTCTGACAGACAATGGCAGAATCACTGCAGTCATTGACTGGTCTGAAGCCATG
188k sProGluValArgHisLeuVal Hi sAl aAspPheGlySerAsnAsnVal LeuThrAspAsnGlyArgl leThrAlaVal |l eAspTrpSer Gl uAl aMet
6901 TTTGGAGATTCTCAATATGAGGTTGCCAACATTTTTTTTTGGAGACCTTGGCTGGCTTGCATGGAACAACAAACAAGATATTTTGAAAGAAGACACCCAG
222k PheGlyAspSer GInTyrGluValAl aAsnl | ePhePheTrpArgProTrpLeuAl aCysMetGluGlInGlnThrArgTyrPheGl uArgArgHisProG
7001 AACTGGCTGGTTCCCCCAGACTGAGAGCCTACATGCTCAGAATTGGCCTGGACCAACTGTATCAATCTCTGGTTGATGGAAACTTTGATGATGCTGCTTG
255k luLeuAl aGlySerProArgLeuArgAl aTyrMetLeuArgl | eGl yLeuAspGlnLeuTyrGlnSer LeuValAspGl yAsnPheAspAspAl aAlaTr
7101 GGCACAAGGAAGATGTGATGCCATTGTGAGGTCTGGTGCTGGAACTGTTGGAAGAACTCAAATTGCAAGAAGGTCTGCTGCTGTTTGGACTGATGGATGT
288k pAl aGlnGlyArgCysAspAlal leValArgSerGlyAlaGlyThrVal GlyArgThrGlnl | eAl aArgArgSerAlaAlaVal TrpThrAspGlyCys
Sspl (7265)
7201 GTTGAAGTTCTGGCTGACTCTGGAAACAGGAGACCCTCCACAAGACCCAGAGCCAAGGAATGAATATTAGCTAGATTATCCCTAATACCTGCCACCCCAC
322k ValGluVal LeuAl aAspSer Gl yAsnArgArgProSer ThrArgProArgAl aLysGlueee
Mscl (7349)
Ball (7349)
7301 TCTTAATCAGTGGTGGAAGAACGGTCTCAGAACTGTTTGTTTCAATTGGCCATTTAAGTTTAGTAGTAAAAGACTGGTTAATGATAACAATGCATCGTAA

Scal (7492)
7401 AACCTTCAGAAGGAAAGGAGAATGTTTTGTGGACCACTTTGGTTTTCTTTTTTGCGTGTGGCAGTTTTAAGTTATTAGTTTTTAAAATCAGTACTTTTTA

7501 ATGGAAACAACTTGACCAAAAATTTGTCACAGAATTTTGAGACCCATTAAAAAAGTTAAATGAGAAACCTGTGTGTTCCTTTGGTCAACACCGAGACATT

Hpal (7667)
7601 TAGGTGAAAGACATCTAATTCTGGTTTTACGAATCTGGAAACTTCTTGAAAATGTAATTCTTGAGTTAACACTTCTGGGTGGAGAATAGGGTTGTTTTCC

7701 CCCCACATAATTGGAAGGGGAAGGAATATCATTTAAAGCTATGGGAGGGTTGCTTTGATTACAACACTGGAGAGAAATGCAGCATGTTGCTGATTGCCTG

7801 TCACTAAAACAGGCCAAAAACTGAGTCCTTGGGTTGCATAGAAAGCTG
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