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A plasmid expressing the human TLR1 gene fused to a GFP gene
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PRODUCT INFORMATION

Content:
e 1 disk of lyophilized E. coli transformed with pUNO-hTLR1-GFP.
E. coli strain is GT116: F mcrd A(mrr-hsdRMS-mcrBC) ¢80lacZM15
AlacX74 recAl rpsL (Str4) endAl 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.

uality control:
- hTLR1::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-US’ of the human T cell leukemia virus
(HTLV).

PLASMID FEATURES

* Human TLR1::GFP fusion gene (3212 bp)

No direct ligands have been identified so far for TLR1 which seems to act as
a coreceptor for TLR2. TLR1 and TLR2 form heterodimeric complexes on the
cell surface and in the cytosol. TLR1 and TLR2 interact to recognize
triacylated lipopeptides' such as Pam3CSK4, but not diacylated lipopeptides®.
The hTLR1::GFP fusion gene was generated by fusing at the C terminus of the
human TLR1 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 hTLR1::GFP fusion gene is under the control of the strong and ubiquitous
hEFI/HTLV promoter. This composite promoter comprises the Elongation
Factor-1a. (EF-1a) core promoter® and the R segment and part of the U5 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.

e 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 (hfGlo 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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Pvul (7)
Sgfl (6)
GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACCGGTGCCTA

GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

Psp14061 (203)
GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

CTGAGATCACCGGTAGGAGGGCCATCATGACTAGCATCTTCCATTTTGCCATTATC
-

TTCATGTTAATACTTCAGATCAGAATACAATTATCTGAAGAAAGTGAATTTTTAGTTGATAGGTCAAAAAACGGTCTCATCCACGTTCCTAAAGACCTAT

CCCAGAAAACAACAATCTTAAATATATCGCAAAATTATATATCTGAGCTTTGGACTTCTGACATCTTATCACTGTCAAAACTGAGGATTTTGATAATTTC

EcoRV (822)
TCATAATACAATCCAGTATCTTGATATCAGTGTTTTCAAATTCAACCAGGAATTGGAATACTTGGATTTGTCCCACAACAAGTTGGTGAAGATTTCTTGC

CACCCTACTGTGAACCTCAAGCACTTGGACCTGTCATTTAATGCATTTGATGCCCTGCCTATATGCAAAGAGTTTGGCAATATGTCTCAACTAAAATTTC

TGGGGTTGAGCACCACACACTTAGAAAAATCTAGTGTGCTGCCAATTGCTCATTTGAATATCAGCAAGGTCTTGCTGGTCTTAGGAGAGACTTATGGGGA

Dralll (1146)
AAAAGAAGACCCTGAGGGCCTTCAAGACTTTAACACTGAGAGTCTGCACATTGTGTTCCCCACAAACAAAGAATTCCATTTTATTTTGGATGTGTCAGTC

AAGACTGTAGCAAATCTGGAACTATCTAATATCAAATGTGTGCTAGAAGATAACAAATGTTCTTACTTCCTAAGTATTCTGGCGAAACTTCAAACAAATC

BamHI (1357)
CAAAGTTATCAAATCTTACCTTAAACAACATTGAAACAACTTGGAATTCTTTCATTAGGATCCTCCAGCTGGTTTGGCATACAACTGTATGGTATTTCTC

AATTTCAAACGTGAAGCTACAGGGTCAGCTGGACTTCAGAGATTTTGATTATTCTGGCACTTCCTTGAAGGCCTTGTCTATACACCAAGTTGTCAGCGAT

BstBI (1538)
GTGTTCGGTTTTCCGCAAAGTTATATCTATGAAATCTTTTCGAATATGAACATCAAAAATTTCACAGTGTCTGGTACACGCATGGTCCACATGCTTTGCC

CATCCAAAATTAGCCCGTTCCTGCATTTGGATTTTTCCAATAATCTCTTAACAGACACGGTTTTTGAAAATTGTGGGCACCTTACTGAGTTGGAGACACT

TATTTTACAAATGAATCAATTAAAAGAACTTTCAAAAATAGCTGAAATGACTACACAGATGAAGTCTCTGCAACAATTGGATATTAGCCAGAATTCTGTA

AGCTATGATGAAAAGAAAGGAGACTGTTCTTGGACTAAAAGTTTATTAAGTTTAAATATGTCTTCAAATATACTTACTGACACTATTTTCAGATGTTTAC

CTCCCAGGATCAAGGTACTTGATCTTCACAGCAATAAAATAAAGAGCATTCCTAAACAAGTCGTAAAACTGGAAGCTTTGCAAGAACTCAATGTTGCTTT

CAATTCTTTAACTGACCTTCCTGGATGTGGCAGCTTTAGCAGCCTTTCTGTATTGATCATTGATCACAATTCAGTTTCCCACCCATCGGCTGATTTCTTC

CAGAGCTGCCAGAAGATGAGGTCAATAAAAGCAGGGGACAATCCATTCCAATGTACCTGTGAGCTAGGAGAATTTGTCAAAAATATAGACCAAGTATCAA

GTGAAGTGTTAGAGGGCTGGCCTGATTCTTATAAGTGTGACTACCCGGAAAGTTATAGAGGAACCCTACTAAAGGACTTTCACATGTCTGAATTATCCTG

CAACATAACTCTGCTGATCGTCACCATCGTTGCCACCATGCTGGTGTTGGCTGTGACTGTGACCTCCCTCTGCAGCTACTTGGATCTGCCCTGGTATCTC

AGGATGGTGTGCCAGTGGACCCAGACCCGGCGCAGGGCCAGGAACATACCCTTAGAAGAACTCCAAAGAAATCTCCAGTTTCATGCATTTATTTCATATA

GTGGGCACGATTCTTTCTGGGTGAAGAATGAATTATTGCCAAACCTAGAGAAAGAAGGTATGCAGATTTGCCTTCATGAGAGAAACTTTGTTCCTGGCAA

GAGCATTGTGGAAAATATCATCACCTGCATTGAGAAGAGTTACAAGTCCATCTTTGTTTTGTCTCCCAACTTTGTCCAGAGTGAATGGTGCCATTATGAA

Scal (2776)
CTCTACTTTGCCCATCACAATCTCTTTCATGAAGGATCTAATAGCTTAATCCTGATCTTGCTGGAACCCATTCCGCAGTACTCCATTCCTAGCAGTTATC

ACAAGCTCAAAAGTCTCATGGCCAGGAGGACTTATTTGGAATGGCCCAAGGAAAAGAGCAAACGTGGCCTTTTTTGGGCTAACTTAAGGGCAGCCATTAA

BsrGI (2929)
TATTAAGCTGACAGAGCAAGCAAAGAAACTGTACAAGGgtaagtcactgactgtctatgcctgggaaagggtgggcaggagatggggcagtgcaggaaaa

gtggcactatgaacccACTAGTTTGACAATTAATCATAAGCATAGTATAATACAACTCACTATAGcaattgtactaaccttcttctctttecctctcctga

cagGAGGAGCCATCATGGCCGCTATGGAGATCGAGTGCCGCATCACCGGCACCCTGAACGGCGTGGAGTTCGAGCTGGTGGGCGGCGGAGAGGGCACCC




3200 CCGAGCAGGGCCGCATGACCAACAAGATGAAGAGCACCAAAGGCGCCCTGACCTTCAGCCCCTACCTGCTGAGCCACGTGATGGGCTACGGCTTCTACCA

3300 CTTCGGCACCTACCCCAGCGGCTACGAGAACCCCTTCCTGCACGCCATCAACAACGGCGGCTACACCAACACCCGCATCGAGAAGTACGAGGACGGCGGC

3400 GTGCTGCACGTGAGCTTCAGCTACCGCTACGAGGCCGGCCGCGTGATCGGCGACTTCAAGGTGATGGGCACCGGCTTCCCCGAGGACAGCGTGATCTTCA

BsaBI (3552)
3500 CCGACAAGATCATCCGCAGCAACGCCACCGTGGAGCACCTGCACCCTATGGGCGATAACGATCTGGATGGCAGCTTCACCCGCACCTTCAGCCTGCGCGA

Bsp1201 (3677)
3600 CGGCGGCTACTACAGCTCCGTGGTGGACAGCCACATGCACTTCAAGAGCGCCATCCACCCCAGCATCCTGCAGAACGGGGGCCCCATGTTCGCCTTCCGC

Nhel (3784)
3700 CGCGTGGAGGAGGATCACAGCAACACCGAGCTGGGCATCGTGGAGTACCAGCACGCCTTCAAGACCCCGGATGCAGATGCCTAAAGCTAGCTGGCCAGAC
-

3800 ATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAA

Hpal (3922)
3900 CCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAA

4000 CCTCTACAAATGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGG
- e

4100 CATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACT

4200 AGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATA

4300 AATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAAT

4400 TGGACAGCAAGAAAGCGAGCTTCTAGCTTTAGTTCCTGGTGTACTTGAGGGGGATGAGTTCCTCAATGGTGGTTTTGACCAGCTTGCCATTCATCTCAAT

1414 eeeAsnArgThr TyrLysLeuProl leLeuGluGlul Il eThr ThrLysVal LeuLysGl yAsnMetGlul | e
4500 GAGCACAAAGCAGTCAGGAGCATAGTCAGAGATGAGCTCTCTGCACATGCCACAGGGGCTGACCACCCTGATGGATCTGTCCACCTCATCAGAGTAGGGG

1174LeuVal PheCysAspProAl aTyrAspSer | |l eLeuGluArgCysMetGlyCysProSerValValArglleSerArgAspVal Gl uAspSer TyrProH
4600 TGCCTGACAGCCACAATGGTGTCAAAGTCCTTCTGCCCGTTGCTCACAGCAGACCCAATGGCAATGGCTTCAGCACAGACAGTGACCCTGCCAATGTAGG

834 isArgValAlaVallleThrAspPheAspLysGlnGlyAsnSerValAlaSerGlylleAlalleAlaGluAlaCysVal ThrValArgGlylleTyrAl
4700 CCTCAATGTGGACAGCAGAGATGATCTCCCCAGTCTTGGTCCTGATGGCCGCCCCGACATGGTGCTTGTTGTCCTCATAGAGCATGGTGATCTTCTCAGT

504aGlul leHisValAlaSerllelleGluGlyThrLysThrArglleAlaAlaGlyValHisHisLysAsnAspGluTyrLeuMetThr | leLysGluThr
4800 GGCGACCTCCACCAGCTCCAGATCCTGCTGAGAGATGTTGAAGGTCTTCATGATGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGC
ey
174AlaVval GluVal LeuGl uLeuAspGl nGlnSer | | eAsnPheThrLysMet
4900 CGATGATTAATTGTCAA

|
5000
SnaBI (5187)
5100
Ndel (5292
5200
5300
Sdal (5470)

5400 CCTGCAGGTTAATTAAGAACATGTGAGCA

P I

5500 AAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAA

5600 GTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGG

5700 ATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGC

ApaLI (5802)
5800 TGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAG

5900 CAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATT

6000 TGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTT

6100 TGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAG




NotI (6237)
6200 GGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCG

6300 TAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATC
6400 GAA





