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A plasmid expressing the human TLR6 gene fused to a GFP gene
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PRODUCT INFORMATION

Content:

* 1 disk of lyophilized E. coli transformed with pUNO-hTLR6-GFP.

E. coli strain is GT116: F-, mcrA, A(mrr-hsdRMS-mcrBC), @80lacZA M15,
AlacX74, recAl, rspL(Strd), endAl, Adcm, AsbcC-sbeD.

* 4 pouches of E. coli Fast-Media® Blas (2 TB and 2 Agar).

Storage and stability:

- Products are shipped at room temperature.

- Transformed bacteria should be stored at -20°C and are stable up to 1 year.

- Store E. coli Fast-Media® Blas at room temperature. Fast-Media® pouches are
stable 18 months when stored properly.

Quality control:

- hTLR6::GFP fusion gene has been fully sequenced, its fluorescence
confirmed and its function tested in HEK293 cells coexpressing an NF-kB
reporter plasmid (pNiFty-SEAP, cat. code: pnifty-seap).

- Plasmid construct has been confirmed by restriction analysis.

- Bacteria have been lyophilized, and their viability upon resuspension has
been verified.

GENERAL PRODUCT USE

pUNO-TLR-GFP plasmids express high-levels of transient or stable TLR-GFP
fusion proteins in a wide range of mammalian cells. These fusion proteins can
be used to study the localization of the TLRs. Transfected cells can be
analyzed for GFP expression by flow cytometry.

pUNO-TLR-GFP plasmids can be used directly for in vitro or in vivo
transfection experiments. They are selectable with blasticidin, an antibiotic
that allows the selection of stable mammalian clones in only a few days.
TLR::GFP fusion genes are under the control of a strong and ubiquitous
composite promoter, called EF1o/HTLV, comprised of the elongation factor 1
alpha (EF-1a) core promoter and the R-US5’ of the human T cell leukemia virus
(HTLV).

PLASMID FEATURES

* Human TLR6::GFP fusion gene (3212 bp)

TLR6, which is closely related to TLR1, is expressed predominantly in spleen,
thymus, ovary and lung'. TLR6 cooperates with TLR2 to recognize diacylated
lipoproteins founs in mycoplasma, such as MALP2 and FSLI1, but is not
required in the recognition of triacylated lipopeptides found in bacteria’.

The hTLR6::GFP fusion gene was generated by fusing at the C terminus of the
human TLR6 gene to a GFP variant. A synthetic intron was added between
both moieties to increase the activity of GFP. This hybrid protein absorbs blue
light (major peak at 480 nm) and emits green light (major peak at 505 nm).
The hTLR6::GFP fusion gene is under the control of the strong and ubiquitous
hEF1/HTLV promoter. This composite promoter comprises the Elongation
Factor-1a (EF-1a) core promoter® and the R segment and part of the US sequence
(R-U5’) of the Human T-Cell Leukemia Virus (HTLV) Type 1 Long Terminal
Repeat'. The SV40 late polyadenylation signal enables efficient cleavage and
polyadenylation reactions resulting in high levels of steady-state mRNA.

¢ Blasticidin resistance (bsr) gene: The bsr gene from Bacillus cereus
encodes a deaminase that confers resistance to the antibiotic Blasticidin S. The
bsr expression cassette is formed by the CMV enhancer/promoter in tandem
with the bacterial EM7 promoter, to allow blasticidin selection in both
mammalian cells and E. coli bacteria, and the human beta globin
polyadenylation signal (hGlo pAn).
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METHODS

Growth of pUNO-transformed bacteria:

Use sterile conditions to do the following:

1- Resuspend the lyophilized E. coli by adding 1 ml of LB medium in the tube
containing the disk. Let sit for 5 minutes. Mix gently by inverting the tube
several times.

2- Streak bacteria taken from this suspension on an blasticidin LB agar plate
prepared with the E. coli Fast-Media® Blas agar provided (see below).

3- Place the plate in an incubator at 37°C overnight.

4- Isolate a single colony and grow the bacteria in TB supplemented with
blasticidin using the Fast-Media® Blas liquid provided (see below).

5- Extract the pUNO plasmid DNA using the method of your choice.

Selection of bacteria with E. coli Fast-Media Blas:
E. coli Fast-Media® Blas is a new, fast and convenient way to prepare liquid
and solid media for bacterial culture by using only a microwave.

1- Pour the contents of a pouch into a clean borosilicate glass bottle or flask.
2- Add 200 ml of distilled water to the flask.

3- Heat in a microwave on MEDIUM power setting (about 400Watts), until
bubbles start appearing (approximately 3 minutes). Do not heat a closed
container. Do not autoclave Fast-Media®.

4- Swirl gently to mix the preparation. Be careful, the bottle and media are
hot, use heatproof pads or gloves and care when handling.

5- Reheat the media for 30 seconds and gently swirl again. Repeat as necessary
to completely dissolve the powder into solution. But be careful to avoid
overboiling and volume loss.

6- Let agar medium cool to 45°C before pouring plates. Let liquid media cool
to 37°C before seeding bacteria.

Note: Do not reheat solidified Fast-Media® as the antibiotic will be
permanently destroyed by the procedure.
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Sefl (11) Agel (90)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACCGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

HindIII (246) Bsu36I (293)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG
301
401
Agel (553)
501 CTGAGATCACCGGTAGGAGGGCCATCATGACCAAAGACAAAGAACCTATTGTTAAA
> 1FMetThrLysAspLysGluProl leVallLys

601 AGCTTCCATTTTGTTTGCCTTATGATCATAATAGTTGGAACCAGAATCCAGTTCTCCGACGGAAATGAATTTGCAGTAGACAAGTCAAAAAGAGGTCTTA

11k SerPheHisPheVal CysLeuMetl lellelleValGlyThrArgl|leGlnPheSerAspGl yAsnGl uPheAl aValAspLysSerLysArgGlyLeul
701 TTCATGTTCCAAAAGACCTACCGCTGAAAACCAAAGTCTTAGATATGTCTCAGAACTACATCGCTGAGCTTCAGGTCTCTGACATGAGCTTTCTATCAGA

44F | eHisValProLysAspLeuProLeuLysThrLysVal LeuAspMetSer Gl nAsnTyrl | eAl aGl uLeuGlnVal SerAspMetSer PhelLeuSer Gl
801 GTTGACAGTTTTGAGACTTTCCCATAACAGAATCCAGCTACTTGATTTAAGTGTTTTCAAGTTCAACCAGGATTTAGAATATTTGGATTTATCTCATAAT

77FuLeuThrVal LeuArgLeuSer Hi sAsnArgl | eGl nLeuLeuAspLeuSer Val PheLysPheAsnGl nAspLeuGl uTyrLeuAspLeuSer Hi sAsn

EcoRV (914) BglII (948)

901 CAGTTGCAAAAGATATCCTGCCATCCTATTGTGAGTTTCAGGCATTTAGATCTCTCATTCAATGATTTCAAGGCCCTGCCCATCTGTAAGGAATTTGGCA
111k GlnLeuGlnLysl I eSerCysHisProl leVal Ser PheArgHi sLeuAspLeuSer PheAsnAspPhelLysAl aLeuProl | eCysLysGl uPheGlyA
1001 ACTTATCACAACTGAATTTCTTGGGATTGAGTGCTATGAAGCTGCAAAAATTAGATTTGCTGCCAATTGCTCACTTGCATCTAAGTTATATCCTTCTGGA
144k snlLeuSer Gl nLeuAsnPhelLeuGlyLeuSerAl aMetLyslLeuGlnLysLeuAspLeulLeuProl |l eAl aHisLeuHisLeuSer Tyrl leLeulLeuAs
1101 TTTAAGAAATTATTATATAAAAGAAAATGAGACAGAAAGTCTACAAATTCTGAATGCAAAAACCCTTCACCTTGTTTTTCACCCAACTAGTTTATTCGCT
177F pLeuArgAsnTyrTyrl I eLysGl uAsnGluThr Gl uSerLeuGlnl | eLeuAsnAl aLysThr LeuHisLeuVal PheHisProThr Ser LeuPheAl a

PshAI (1266)
1201 ATCCAAGTGAACATATCAGTTAATACTTTAGGGTGCTTACAACTGACTAATATTAAATTGAATGATGACAACTGTCAAGTTTTCATTAAATTTTTATCAG
211F 11 eGInValAsnl leSerValAsnThrLeuGl yCysLeuGlnLeuThrAsnl | eLysLeuAsnAspAspAsnCysGlnVal Phel | eLysPheLeuSer G
1301 AACTCACCAGAGGTTCAACCTTACTGAATTTTACCCTCAACCACATAGAAACGACTTGGAAATGCCTGGTCAGAGTCTTTCAATTTCTTTGGCCCAAACC
244F |uLeuThrArgGlySer Thr LeuLeuAsnPheThr LeuAsnHis| | eGluThr Thr TrpLysCysLeuValArgVal PheGl nPheLeuTrpProLysPr
1401 TGTGGAATATCTCAATATTTACAATTTAACAATAATTGAAAGCATTCGTGAAGAAGATTTTACTTATTCTAAAACGACATTGAAAGCATTGACAATAGAA
277FoVal GluTyrLeuAsnl leTyrAsnLeuThr I lel leGluSer|1eArgGluGluAspPheThr TyrSerLysThr ThrLeuLysAlaLeuThr|1eGlu
1501 CATATCACGAACCAAGTTTTTCTGTTTTCACAGACAGCTTTGTACACCGTGTTTTCTGAGATGAACATTATGATGTTAACCATTTCAGATACACCTTTTA
311k Hisl leThrAsnGlnVal PheLeuPheSer GInThrAlaLeuTyrThr Val PheSer Gl uMetAsnl | eMetMetLeuThr | | eSerAspThrProPhel
1601 TACACATGCTGTGTCCTCATGCACCAAGCACATTCAAGTTTTTGAACTTTACCCAGAACGTTTTCACAGATAGTATTTTTGAAAAATGTTCCACGTTAGT
344F | eHisMetLeuCysProHisAlaProSer Thr PheLysPheLeuAsnPheThr Gl nAsnVal PheThrAspSer | | ePheGluLysCysSer Thr LeuVa
1701 TAAATTGGAGACACTTATCTTACAAAAGAATGGATTAAAAGACCTTTTCAAAGTAGGTCTCATGACGAAGGATATGCCTTCTTTGGAAATACTGGATGTT
377F I LysLeuGluThrLeul l eLeuGl nLysAsnGlyLeuLysAspLeuPhelLysVal Gl yLeuMetThrLysAspMetProSerLeuGlul | eLeuAspVal
1801 AGCTGGAATTCTTTGGAATCTGGTAGACATAAAGAAAACTGCACTTGGGTTGAGAGTATAGTGGTGTTAAATTTGTCTTCAAATATGCTTACTGACTCTG
411F Ser TrpAsnSer LeuGl uSer Gl yArgHi sLysGluAsnCysThr TrpVal Gl uSer | | eVal Val LeuAsnLeuSer SerAsnMetLeuThrAspSerV
1901 TTTTCAGATGTTTACCTCCCAGGATCAAGGTACTTGATCTTCACAGCAATAAAATAAAGAGCGTTCCTAAACAAGTCGTAAAACTGGAAGCTTTGCAAGA
444F al PheArgCysLeuProProArgl Il eLysVal LeuAspLeuHisSerAsnLysl| I eLysSerValProLysGlnValValLysLeuGluAlaLeuGl nGl
2001 ACTCAATGTTGCTTTCAATTCTTTAACTGACCTTCCTGGATGTGGCAGCTTTAGCAGCCTTTCTGTATTGATCATTGATCACAATTCAGTTTCCCACCCA
477F uLeuAsnValAl aPheAsnSer LeuThrAspLeuProGlyCysGl ySer PheSer SerLeuSer ValLeul | el | eAspHi sAsnSer Val Ser HisPro
2101 TCGGCTGATTTCTTCCAGAGCTGCCAGAAGATGAGGTCAATAAAAGCAGGGGACAATCCATTCCAATGTACCTGTGAGCTAAGAGAATTTGTCAAAAATA
511F Ser Al aAspPhePheGl nSer CysGlnLysMetArgSer | | eLysAl aGl yAspAsnProPheGI nCysThr CysGluLeuArgGl uPheVal LysAsnl
2201 TAGACCAAGTATCAAGTGAAGTGTTAGAGGGCTGGCCTGATTCTTATAAGTGTGACTACCCAGAAAGTTATAGAGGAAGCCCACTAAAGGACTTTCACAT
544F | eAspGlnValSer Ser Gl uVal LeuGl uGlyTrpProAspSer TyrLysCysAspTyrProGluSer TyrArgGlySerProLeulLysAspPheHisMe
2301 GTCTGAATTATCCTGCAACATAACTCTGCTGATCGTCACCATCGGTGCCACCATGCTGGTGTTGGCTGTGACTGTGACCTCCCTCTGCATCTACTTGGAT
577F tSer GluLeuSer CysAsnl I eThrLeuLeul leVal Thr 1 1eGlyAlaThrMetLeuValLeuAlaVal Thr Val Thr Ser LeuCys| | eTyrLeuAsp
2401 CTGCCCTGGTATCTCAGGATGGTGTGCCAGTGGACCCAGACTCGGCGCAGGGCCAGGAACATACCCTTAGAAGAACTCCAAAGAAACCTCCAGTTTCATG
611k LeuProTrpTyrLeuArgMetVal CysGInTrpThr GInThrArgArgArgAl aArgAsnl | eProLeuGl uGl uLeuGl nArgAsnLeuGl nPheHisA
Acc651 (2550)

2501 CTTTTATTTCATATAGTGAACATGATTCTGCCTGGGTGAAAAGTGAATTGGTACCTTACCTAGAAAAAGAAGATATACAGATTTGTCTTCATGAGAGAAA
644k | aPhel | eSer TyrSer Gl uHi sAspSerAlaTrpValLysSerGluLeuValProTyrLeuGluLysGluAspl leGlnlleCysLeuHisGluArgAs
2601 CTTTGTCCCTGGCAAGAGCATTGTGGAAAATATCATCAACTGCATTGAGAAGAGTTACAAGTCCATCTTTGTTTTGTCTCCCAACTTTGTCCAGAGTGAG
677k nPheValProGlyLysSer | leValGluAsnllelleAsnCysl|eGluLysSerTyrLysSer||ePheVallLeuSerProAsnPheValGlnSerGlu
2701 TGGTGCCATTACGAACTCTATTTTGCCCATCACAATCTCTTTCATGAAGGATCTAATAACTTAATCCTCATCTTACTGGAACCCATTCCACAGAACAGCA
711F TrpCysHisTyrGluLeuTyrPheAl aHi sHi sAsnLeuPheHisGl uGl ySerAsnAsnLeul | eLeul |l eLeuLeuGluProl | eProGlnAsnSer
2801 TTCCCAACAAGTACCACAAGCTGAAGGCTCTCATGACGCAGCGGACTTATTTGCAGTGGCCCAAGGAGAAAAGCAAACGTGGGCTCTTTTGGGCTAACAT
744F | eProAsnLysTyrHisLysLeulLysAl aLeuMetThr Gl nArgThr TyrLeuGInTrpProLysGlulLysSerLysArgGlyLeuPheTrpAl aAsnl
2901 TAGAGCCGCTTTTAATATGAAATTAACACTAGTCACTGAAAACAATGATGTGAAATCTCTGTACAAGGgtaagtcactgactgtctatgcctgggaaagg
777F eArgAl aAl aPheAsnMetLysLeuThrLeuVal Thr Gl uAsnAsnAspVal LysSer LeuTyrLys

Asel (3060)
3001 gtgggcaggagatggggcagtgcaggaaaagtggcactatgaacccACTAGTTTGACAATTAATCATAAGCATAGTATAATACAACTCACTATAGcaatt

3101 gtactaaccttcttctctttcctctcctgacagGAGGAGCCATCATGGCCGCTATGGAGATCGAGTGCCGCATCACCGGCACCCTGAACGGCGTGGAGTT

3201 CGAGCTGGTGGGCGGCGGAGAGGGCACCCCCGAGCAGGGCCGCATGACCAACAAGATGAAGAGCACCAAAGGCGCCCTGACCTTCAGCCCCTACCTGCTG
3301 AGCCACGTGATGGGCTACGGCTTCTACCACTTCGGCACCTACCCCAGCGGCTACGAGAACCCCTTCCTGCACGCCATCAACAACGGCGGCTACACCAACA
3401 CCCGCATCGAGAAGTACGAGGACGGCGGCGTGCTGCACGTGAGCTTCAGCTACCGCTACGAGGCCGGCCGCGTGATCGGCGACTTCAAGGTGATGGGCAC
BsaBI (3587)
3501 CGGCTTCCCCGAGGACAGCGTGATCTTCACCGACAAGATCATCCGCAGCAACGCCACCGTGGAGCACCTGCACCCTATGGGCGATAACGATCTGGATGGC
3601 AGCTTCACCCGCACCTTCAGCCTGCGCGACGGCGGCTACTACAGCTCCGTGGTGGACAGCCACATGCACTTCAAGAGCGCCATCCACCCCAGCATCCTGC
3701 AGAACGGGGGCCCCATGTTCGCCTTCCGCCGCGTGGAGGAGGATCACAGCAACACCGAGCTGGGCATCGTGGAGTACCAGCACGCCTTCAAGACCCCGGA
Nhel (3815)
3801 TGCAGATGCCTAAAGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGA

Hpal (3955)
3901 AATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAG




4001 GTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTAC

4101 TTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAG

4201 ATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAAT

Swal (4305)
4301 AATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACT

4401 TAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTTAGTTCCTGGTGTACTTGAGGGGGATGAGTTCCTCAATGGTG
4414 eeeAsnArgThr TyrLysLeuProl leLeuGluGlul leThrT
4501 GTTTTGACCAGCTTGCCATTCATCTCAATGAGCACAAAGCAGTCAGGAGCATAGTCAGAGATGAGCTCTCTGCACATGCCACAGGGGCTGACCACCCTGA
1264 hrLysValLeuLysGl yAsnMetGlul | eLeuVal PheCysAspProAl aTyrAspSer |l eLeuGluArgCysMetGlyCysProSerValValArgl |
4601 TGGATCTGTCCACCTCATCAGAGTAGGGGTGCCTGACAGCCACAATGGTGTCAAAGTCCTTCTGCCCGTTGCTCACAGCAGACCCAATGGCAATGGCTTC
934 eSerArgAspVal Gl uAspSer TyrProHisArgValAlaVal | | eThrAspPheAspLysGl nGlyAsnSerValAlaSerGlyl leAlalleAlaGlu
4701 AGCACAGACAGTGACCCTGCCAATGTAGGCCTCAATGTGGACAGCAGAGATGATCTCCCCAGTCTTGGTCCTGATGGCCGCCCCGACATGGTGCTTGTTG
604AlaCysVal ThrValArgGlyl leTyrAlaGlulleHisValAlaSer|lelleGluGlyThrLysThrArglleAlaAlaGlyValHisHisLysAsnA
BspHI (4877)
4801 TCCTCATAGAGCATGGTGATCTTCTCAGTGGCGACCTCCACCAGCTCCAGATCCTGCTGAGAGATGTTGAAGGTCTTCATGATGGCCCTCCTATAGTGAG
264spGluTyrLeuMetThr I leLysGluThrAlaValGluValLeuGluLeuAspGlnGlnSer || eAsnPheThrLysMet<
Asel (4936)
4901 TCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAA

-

5001

5101

5201

Ndel (5324)
5301

5401

Pacl (5513)
Sdal (5506) BspLU11I (5519)
5501 CCTGCAGGTTAATTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCC

5601 TGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGC

5701 TCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTT

5801 CGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCC

5901 GGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCT

6001 AACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAA

6101 CCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGA

Pacl (6253) Swal (6261) NotI (6269)
6201 CGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTAC

6301 ATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGC
6401 AAGTGCAGGTGCCAGAACATTTCTCTATCGAA





