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PRODUCT INFORMATION
Content:
- 1 disk of lyophilized E. coli bacteria, strain GT116

transformed by pUNO-mTRIAD3A
- Strain genotype is: F-, mcrA , A(mrr-hsdRMS-mcrBC) , @80lacZAM15 ,

AlacX74, recAl , endAl, Adcm, AsbcC-sbeD .

- 4 pouches of E. coli Fast-Media® Blas.
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:
Plasmid construct has been confirmed by restriction analysis and ORF
sequencing. Bacteria have been lyophilized, and their viability upon
resuspension has been verified.

GENERAL PRODUCT USE

pUNO are ready-made expression vectors containing a Toll-Like Receptor
(TLR) gene, a TLR-associated gene (co-receptor, adaptor, involved in
TLR signaling, etc...), or gene otherwise implicated in the innate immune
response.

TLRs play a critical role in early innate immunity to invading pathogens by
sensing microorganisms. These evolutionary conserved receptors recognize
highly conserved structural motifs only expressed by microbial pathogens,
called pathogen-associated microbial patterns (PAMPs) that include various
bacterial cell wall components, as well as flagellin, bacterial DNA and viral
double-stranded RNA. Stimulation of TLRs by PAMPs initiates a signaling
cascade involving several proteins, and leads to the activation of the
transcription factor NF-kB which induces the secretion of pro-inflammatory
cytokines and effector cytokines that direct the adaptive immune response.

pUNO may be used for:

Obtaining a TLR-related gene to subclone into another vector. Two
restriction sites flank the gene, allowing convenient excision. These
restriction sites are compatible with many restriction sites contained in
multiple cloning sites, thus facilitating subcloning.

Stable gene expression in mammalian cells. pUNO plasmids can be used
directly in transfection experiments both in vitro and in vivo. pUNO
plasmids contain the blasticidin resistance gene (bsr) driven by the SV40
promoter in tandem with the bacterial EM7 promoter. This allows the
amplification of the plasmid in E. coli AND the selection of stable clones in
mammalian cells. pUNO allows a high level of expression and secretion of
the gene product.

mTRIAD3A gene may be cut out by using Ncol and Nhel enzymes.
Agel, Xmal, BspEI, NgoMIV and SgrAl are compatible. Ncol, BspHI and
BspLUI11I are compatible. Nhel, Xbal, Spel, and Avrll are compatible.

PLASMID FEATURES

¢ EF-1a. / HTLV hybrid promoter is a composite promoter comprised of
the Elongation Factor-1a (EF-1a.) promoter' and 5 untranslated region of
the Human T-Cell Leukemia Virus (HTLV). EF-la utilizes a type 2
promoter that encodes for a "house keeping" gene. It is stronger than CMV
and is expressed at high levels in all cell cycles and lower levels during GO
phase. The promoter is also non-tissue specific; it is highly expressed in all
cell types. The R segment and part of the U5 sequence (R-U5’) of the
HTLV Type 1 Long Terminal Repeat® has been coupled to the EF-la
promoter to enhance stability of DNA and RNA. This modification not only
increases steady state transcription, but also significantly increases
translation efficiency possibly through mRNA stabilization.

* mTRIAD3 gene, isoform A:
Intronless ORF from the ATG to the stop codon.

OREF Size (bp): 2562

Cloning fragment size (bp): 2579

* SV40 polyA: The Simian Virus 40 late polyadenylation signal enables
efficient cleavage and polyadenylation reactions resulting in high levels of
steady-state mRNA?,

* SpAn: A synthetic polyadenylation site and strong pause site, placed
downstream of the pMBI1 Ori, to limit transcriptional interference between
both transcription units. The synthetic polyA site is based on the highly
efficient polyA signal from the rabbit B-globin gene*.

* pMB1 Ori is a minimal E. coli origin of replication with the same activity
as the longer Ori.

* SV40 promoter: The Simian Virus 40 promoter allows the expression of
the blasticidin resistance gene in mammalian cells.

* Bsr (blasticidin resistance gene): The bsr gene from Bacillus cereus
encodes a deaminase that confers resistance to the antibiotic Blasticidin S.
The bsr gene is driven by the SV40 promoter in tandem with the bacterial
EM?7 promoter. Therefore each pBLAST plasmid can be used to select
stable mammalian cells transfectants and E. coli transformants.

* bGh polyA: The bovine growth hormone (bGh) polyadenylation (pAn)
signal and a transcriptional pause are placed 3' of the blasticidin gene. The
bGh pAn has been shown to be as efficient as SV40 and HSVI1tk
polyadenylation signals in many different cell types’. The use of bGH pAn
minimizes interference and possible recombination events with the SV40
polyadenylation signal. The pause site prevents transcriptional interference
and read-through.
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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.

TECHNICAL SUPPORT

Toll free (US): 888-457-5873
Outside US: (+1) 858-457-5873
E-mail: info@invivogen.com
Website: www.invivogen.com

InvivoGen

3950 Sorrento Valley Blvd. Suite A
San Diego, CA 92121 - USA
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Pvul (11)
Sgfl (11) EcoNI (101)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

Psp14061 (205) HindIII (246) EcoNI (292)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301

NgoMI  (442)

Nael (444)
401

Neol (561)
BStEIl (556)
KasI (536) Agel (553)

501 CTGAGATCACCGGTCACCATGGCAGAGGGAAACAACAAAGAGGAGGTCATTCACTT

> 1#MetAl aGl uGl yAsnAsnLysGluGluVal | leHisLe

BstEII (700)
601 GAACAACTTTCCCTGCCACCGGGGAAAGGAATGGATGGCTGTCAGAGAGGGGCCCATCACCATATCTGACTCCTCTGATGAGGAAGGGATTCCAATGCTG
13k uAsnAsnPheProCysHisArgGlyLysGluTrpMetAlaValArgGluGlyProl leThr|leSerAspSerSerAspGluGluGlylleProMetLeu
701 GTTACCCCAGCTACAGAGCAACAGGAAGACGACCTGGATGATGATGTCATCCTGACAGAAGATGATTCTGAGGATGAATATGGTGGATTTCTGGATCTTG
47k Val Thr ProAl aThr Gl uGl nGl nGl uAspAspLeuAspAspAspVal | | eLeuThr Gl uAspAspSer Gl uAspGl uTyrGl yGl yPheLeuAspLeuG
801 AGAGTGGCAAAAAAGAGGGAGAAGCCAAACCTGGACCAAGCAGTAAGCAGACAGCAGACGATATTGTCAACCCCAGATTGGAGCAGAAAGTCATTATATT
80F |uSerGlyLysLysGluGlyGluAlaLysProGlyProSerSerLysGlInThrAl aAspAsplleValAsnProArgLeuGluGlnLysValllellele
901 GGGAGAAAATGGTCTTCTTTTCCCAGAAAGTGAGCCTTTGGAAGTTCAGAACCAATCATCCGAAGACTCAGAGACAGAGCTCTTATCAAATCCTGGAGAG
113k uGl yGl uAsnGl yLeuLeuPheProGluSer Gl uProLeuGluVal Gl nAsnGl nSer Ser Gl uAspSer Gl uThr Gl uLeuLeuSerAsnProGl yGlu
Scal (1040)
1001 CCAGCTGCCTCAGTAGATGACCAGCTAATTGGAGAAGAGTACTGGCTTGACCATCCATACTTCCAGGCTCCGAATCCACAGCCTCAGGAAAGAACAAACC
147k ProAl aAl aSer ValAspAspGlnLeul | eGlyGluGluTyrTrpLeuAspHisProTyrPheGl nAl aProAsnProGlnProGlnGluArgThrAsnG
1101 AGGTTGTGCCCCAAGAGCGACATTCTGAATCAGAAATGGGCCCAATGTTTTTCCGCCATGATTTCCCAGAGCCAGCTTTTCCAAGGCCAGAACCCCAGCA
180F InVal Val ProGl nGl uArgHi sSer Gl uSer Gl uMe tGl yProMe tPhePheArgHi sAspPheP roGl uP roAl aPheP roArgP roGl uP roGl nGl
1201 GGAGGGGATTCCAGGCCCTGCTTCTCCACAGCCAGCCCATCCTCTAGGAGAGCTTGAAGACCAGCAGTTAGCAATTGATGAAGACCCTGGGCCAGCCTTC
213k nGluGlylleProGlyProAlaSerProGlnProAl aHisProLeuGlyGluLeuGl uAspGlnGlnLeuAlal | eAspGl uAspProGlyProAl aPhe
BspLU11I (1335)
1301 CCCCTGTCAGGACCTCAGGAGGCCAACTTGGCAAACATGTGGGAACAAGAAGCTGCTGAGGTAGATCAAGACCTCATTCCACTGTTAGTGAAAGAAACGG
247k ProlLeuSer Gl yProGl nGl uAl aAsnLeuAl aAsnMetTrpGl uGl nGl uAl aAl aGluValAspGl nAspLeul | eProLeuLeuValLysGluThrG
1401 AAGCAAGATTTCCAGATGTAGCAAGTGGATATGTTGAAGAAATAATTCATTTGAAAAATTACTATGATTTGAATGTACTTTGTAATTTTCTTCTGGAAAA
280F | uAl aArgPheProAspValAlaSerGlyTyrVal GluGlul lel | eHisLeuLysAsnTyrTyrAspLeuAsnVal LeuCysAsnPhelLeulLeuGl uAs
1501 CCCAGATTATCCAAAGAGAGAAGACCGGCTTATTATCCACCCCAGCAGCAGCCTGCTTGCCAGCCAGGATGACGCGAAGTTGCCTAAAATAGACTTTTTT
313k nProAspTyrProLysArgGluAspArgLeul l el | eHi sProSer Ser Ser LeuLeuAl aSer Gl nAspAspAl aLysLeuProLys! | eAspPhePhe
Ecod7III (1631)
1601 GACTATTCCAAATTGACTCCACTTGACCAGCGCTGCTTCATCCAAGCTGCTGACCTCCTGATGGCTGATTTCAAGATGCTTAGCAGCCAGGACATCAAGT
347k AspTyrSerLysLeuThr ProLeuAspGl nArgCysPhel | eGl nAl aAl aAspLeuLeuMetAl aAspPheLysMetLeuSer Ser Gl nAspl I eLysT
BspHI (1708)
1701 GGGCCCTTCATGAGCTCAAAGGACACTATGCAATCACCCGAAAGGCCTTTTCCGATGCCATTAAGAAATGGCAGGAGTTGTCACCTGAAACCAGTGGAAA
380k rpAlalLeuHisGluLeuLysGlyHisTyrAlalleThrArgLysAlaPheSerAspAlalleLysLysTrpGlnGluLeuSerProGluThrSerGlyLy
1801 ACGGAAAAAGAGGAAAGAAATGAATCAGTATTCTTTCATAGATTTCAAGTTTGAACAAGGAAACATAAAAATAGAAAAGAGGATGTTCTTTCTGGAAAAC
413k sArgLysLysArglLysGluMetAsnGlnTyrSerPhel | eAspPheLysPheGluGlnGlyAsnlleLysl|eGluLysArgMetPhePhelLeuGluAsn
Sall (1905) EcoRI (1964)
1901 AAGCGTCGACACTGTAGGTACTATGACCATCAGGCCCTCCTTCCAGCTGTGAAACAGGAGCAGGAATTCTATGAGCAGAAAATTAAAGAGATGGCAGAGC
447F LysArgArgHi sCysArgTyrTyrAspHisGlnAl aLeuLeuProAlaValLysGlnGluGl nGluPheTyrGluGlnLys! | eLysGluMetAl aGl uH
Mscl (2055)
2001 ATGAAGACTTCTTGCTCGCCCTGCAGATGAATGAAGAACAGTATCAAAAGGATGGCCAGCTGATTGAATGCCGCTGTTGCTATGGGGAGTTTCCATTTGA
480F i sGluAspPhelLeulLeuAl aLeuGl nMetAsnGl uGl uGI nTyrGlnLysAspGlyGlnLeul | eGluCysArgCysCysTyrGlyGl uPheP roPheGl
2101 GGAGCTGACACAATGCGCCGATGCTCACTTGTTCTGCAAAGAATGTCTCATCAGATATGCCCAGGAGGCAGTGTTTGGATCTGGAAAGTCAGAACTCAGC
513k uGluLeuThr Gl nCysAl aAspAl aHi sLeuPheCysLysGluCysLeul | eArgTyrAl aGl nGl uAl aVal PheGlySer Gl yLysSer Gl uLeuSer
BsrGI (2270)
2201 TGCATGGAAGGCAGCTGCACGTGCTCCTTCCCAACCAGTGAGCTGGAGAAGGTGCTCCCCCAGACCATTCTGTACAAATACTATGAACGGAAAGCTGAGG
547F CysMe tGl uGl ySer CysThr CysSer PheProThr Ser Gl uLeuGluLysVal LeuProGlInThr | leLeuTyrLysTyrTyrGluArgLysAlaGluG
2301 AAGAAGTCGCTGCAGCCTATGCTGATGAGCTTGTCCGGTGCCCCTCCTGCAGCTTCCCTGCTCTGTTGGACAGCGATGTGAAGAGGTTCAGCTGCCCCAA
580F | uGluValAl aAl aAl aTyrAl aAspGluLeuValArgCysProSer CysSer PheProAl aLeuLeuAspSerAspValLysArgPheSer CysProAs
2401 CCCACGCTGCCGAAAGGAGACCTGTAGGAAGTGTCAGGGACTCTGGAAAGAACACAACGGCCTCACCTGTGAAGAGCTGGCAGAAAAGGATGACATCAAG
613k nProArgCysArgLysGluThr CysArgLysCysGInGlyLeuTrpLysGluHisAsnGlyLeuThr CysGluGluLeuAl aGluLysAspAspl | eLys
2501 TACCGGACATCCATTGAAGAAAAAATGACTGCTGCTCGGATTAGAAAATGTCACAAGTGTGGAACTGGCCTCATCAAGTCTGAAGGCTGCAACCGCATGT
647 TyrArgThrSer | | eGluGluLysMetThrAl aAl aArgl |l eArgLysCysHisLysCysGlyThrGlyLeul | eLysSer Gl uGlyCysAsnArgMetS
2601 CTTGCCGCTGTGGTGCCCAGATGTGCTACCTCTGTCGAGTTTCTATCAATGGCTATGACCATTTCTGCCAGCATCCTCGCTCTCCAGGAGCCCCTTGCCA
680F er CysArgCysGl yAl aGlnMetCysTyrLeuCysArgVal Ser | | eAsnGlyTyrAspHi sPheCysGl nHisProArgSerProGl yAl aProCysGl
2701 AGAATGTTCCAGGTGCTCCCTGTGGACCGACCCCACTGAAGATGATGAAAAGCTGATTGAGGAAATCCAAAAGGAGGCCGAGGAGGAACAGAAGAGAAAG
713k nGluCysSerArgCysSerLeuTrpThrAspProThr Gl uAspAspGluLysLeul I eGluGlul | eGl nLysGl uAl aGl uGl uGluGl nLysArgLys
SaclIl (2882)
2801 AATGGAGAGAACACCTTCAAACGCATCGGGCCCCCACTGGAGAAGCCAGCTGAGAAGGTGCAGCGTGTGGAAGCCCTGCCGCGGCCTGTCCCACAGAACC
747k AsnGl yGl uAsnThr PheLysArgl | eGlyProProLeuGluLysProAlaGluLysVal Gl nArgVal Gl uAl aLeuProArgProVal ProGl nAsnL



2901 TGCATCCTCAGATGCCGCCCTATGCCTTTGTTCACCCACCCTTCCCCCTGCCACCTGTGCGGCCCGTGTTCAACAACTTCCCCATCAACATGGGTCCTGT
780F euHisProGlnMetProProTyrAl aPheVal Hi sProProPheProLeuProProValArgProVal PheAsnAsnPheProl | eAsnMetGlyProVa
BsrBI (3008) Mscl (3054)
3001 GCCCGCTCCCTATGTCCCCCCTCTGCCCAACGTGCGTGTCAACTATGACTTTGGCCACATGCACGTGCCCCTGGAGCACAACCTGCCCATGCACTTTGGC
813k [ProAlaProTyrValProProLeuProAsnValArgValAsnTyrAspPheGl yHisMetHisValProLeuGl uHisAsnLeuProMetHisPheGly
Nhel (3140)
3101 CCCCAACCACGGCATCGCTTCTGACACCCAAAGCCCTGTGCTAGCTCGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTG
847FProGlnProArgHi sArgPheeee
3201 AAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAAC
Hpal (3305)
3301 AAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAGATC
Pacl (3414)
Swal (3404) BspLU11I (3420)
3401 ATTTAAATGTTAATTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCC

3501 CTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCG

3601 CTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCAATGCTCACGCTGTAGGTATCTCAGT

ApaLl (3734)
3701 TCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACC

3801 CGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCC

3901 TAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAA

4001 ACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTG

Pacl (4154)  BstGI (4159)
4101 ACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAAGCTGTACA

|-

Ppul0I (4234)
Nsil (4239)

4201

PpulOI (4306)

Nsil (4311) Ncol (4396)
4301

AvrIl (4489)
4401
Smal (4512) Asel (4560)
4501 cagCACGTGTTGACAATTAATCATCGGCATAGTATATCGGCATAGTATAATACGACA
- -

BspHI (4616)
4601 AGGTGAGGAACTAAATCATGAAGACCTTCAACATCTCTCAGCAGGATCTGGAGCTGGTGGAGGTCGCCACTGAGAAGATCACCATGCTCTATGAGGACAA
1¥MetLysThrPheAsnl | eSer GI nGl nAspLeuGluLeuVal GluValAlaThrGluLys!|leThrMetLeuTyrGl uAspAs
4701 CAAGCACCATGTCGGGGCGGCCATCAGGACCAAGACTGGGGAGATCATCTCTGCTGTCCACATTGAGGCCTACATTGGCAGGGTCACTGTCTGTGCTGAA
28k nLysHisHisValGlyAlaAlalleArgThrLysThrGlyGlullelleSerAlaValHislleGluAlaTyrlleGlyArgVal ThrValCysAlaGlu
4801 GCCATTGCCATTGGGTCTGCTGTGAGCAACGGGCAGAAGGACTTTGACACCATTGTGGCTGTCAGGCACCCCTACTCTGATGAGGTGGACAGATCCATCA
62FAlalleAlalleGlySerAlaValSerAsnGlyGlnLysAspPheAspThr|leValAlaValArgHisProTyrSerAspGluValAspArgSer||eA
4901 GGGTGGTCAGCCCCTGTGGCATGTGCAGAGAGCTCATCTCTGACTATGCTCCTGACTGCTTTGTGCTCATTGAGATGAATGGCAAGCTGGTCAAAACCAC
95krgValVal SerProCysGlyMetCysArgGluLeul | eSerAspTyrAl aProAspCysPheValLeul | eGluMetAsnGlyLysLeuValLysThrTh
EcoRI (5045)

5001 CATTGAGGAACTCATCCCCCTCAAGTACACCAGGAACTAAACCTGAATTCGCTAGAGGGCCCTATTCTATAGTGTCACCTAAATGCTAGAGCTCGCTGAT

128Fr1leGluGluLeul leProLeuLysTyrThrArgAsneese
5101 CAGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTA
5201 ATAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAAT

Eagl (5332)

NotI (5332)

BsrBI (5328)
Fspl (5311) Xhol (5326)
5301 AGCAGGCATGCGCAGGGCCCAATTGCTCGAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAAC
5401 ATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA
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