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PRODUCT INFORMATION

Content:
* 20 pg of lyophilized pBOOST3-mTBK1 plasmid expressing the mouse
TBK1 gene
* 1 ml of Zeocin™ (100 mg/ml)
Shipping and storage:
Products are shipped at room temperature.
Lyophilized DNA is stable for 12 months when stored at -20°C.
Resuspended DNA is stable for 12 months when stored at -20°C. Avoid
repeated freeze-thaw cycles.
Store Zeocin™ at 4 °C or at -20 °C. The expiry date is specified on the
product label.

uality control:
Plasmid construct has been confirmed by restriction analysis and
sequencing.
Plasmid DNA was purified by ion exchange chromatography and
lyophilized.

GENERAL PRODUCT USE

The pBOOST3 plasmid was developed as a genetic adjuvant for DNA
vaccines to potentiate the immune response to a specific antigen. The
plasmid contains the mouse TANK-binding kinase 1 (mTBKI1) gene.
TBK1, a non-canonical IkB kinase, was shown to mediate the adjuvant
effect of DNA vaccines'. Administration of DNA vaccines induces the
production of type I interferons and inflammatory cytokines in a
CpG-independent manner but in TBK1-dependent manner'.

The method of plasmid DNA vaccine delivery is known to bias the
immune response to a specific antigen towards a type 1 (T-cell) response?.
A DNA vaccine incorporated with genetic adjuvant such as the MyD88 or
the TRIF gene has been shown to enhance immune responses’. As TBK1
has been shown to play a crucial role in humoral responses,
coadministration of a TBKI-expressing plasmid is expected to further
boost DNA vaccine-induced immunogenicity.

PLASMID FEATURES

* mTBK1

TBKI1 signaling is thought to be critical for optimal humoral response as
well as for helper T (Th)1 cytokine production after DNA vaccination'.

* hEF1/HTLYV prom is a composite promoter comprising the Elongation
Factor-la. (EF-1a) core promoter* and the R segment and part of the U5
sequence (R-US’) of the Human T-Cell Leukemia Virus (HTLV) Type 1
Long Terminal Repeat’. The EF-lo promoter exhibits a strong activity
and yields long lasting expression of a transgene in vivo. The R-U5’ has
been coupled to the EF-1a core promoter to enhance stability of RNA.

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

* Ori pMBI1 is a minimal E. coli origin of replication with the same
activity as the longer Ori.

* EM2KC is a bacterial promoter that enables the constitutive expression
of the antibiotic resistance gene in E. coli.

* Sh ble : The Sh ble gene from Streptoalloteichus hindustanus encodes a
small protein that confers resistance to Zeocin™ by binding to the
antibiotic.
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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 DNA
in 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
in other commonly used laboratory E. coli strains, such as DH5a.

Zeocin™ usage

This antibiotic can be used for E. coli at 25 pg/ml in liquid or solid media
and at 50-200 pg/ml to select Zeocin™-resistant mammalian cells.

TECHNICAL SUPPORT
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Intramuscular inoculation

Plasmid DNA solution

- Prepare the vaccine plasmid solution by resuspending 10 pg of the
vaccine plasmid DNA in 50 pl saline solution.

- Prepare the pPBOOSTS3 solution by mixing 10 pg of pPBOOST3-mTBK1 and
90 pg of the mock plasmid pBOOST3-null in 50 ul saline solution for low
dose, or 100 pg of pBOOST3-mTBKI1 in 50 pl saline solution for high
dose.

- Combine both solutions to obtain a total of 110 pg DNA in 100 pl saline
solution.

Note: The quantities are per mouse.

Intramuscular injections

- Inoculate 6 to 8-week old female BALB/c mice with 100 pl plasmid
DNA solution (described above) into the quadriceps at 0 and 4 weeks.

- Collect sera and analyze for antibodies at 8 weeks.
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Sdal (29)
NotI (2) EcoRI (19) Acc651 (66)
GCGGCCGCTATGCATCTAGAATTCCTGCAGGGCCTGAAATAACCTCTGAAAGAGGAACTTGGTTAGGTACCTTCTGAG

GCGGAAAGAACCAGCTGTGGAATGTGTGTCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGC

AAAGCATGCATCTCAATTAGTCAGCAACCAGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCA

Spel (266)

TGCATCTCAATTAGTCAGCAACCATAGTCCCACTAGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTT
-

GGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTG

Psp1406I (450)
GCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGG

Bsu36I (538)
GTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

Agel (798)
CTGAGATCAccggtCAGCATGCAGAGCACCTCCAACCATCTGTGGCTCCTGTCTGATATCCTAGGCCAG
_— FMetGlnSer Thr SerAsnHisLeuTrpLeuLeuSerAspl | eLeuGl yGln
GGGGCCACTGCAAATGTCTTCCGAGGAAGGCATAAGAAAACTGGTGATCTCTATGCTGTCAAAGTATTTAATAACATA
F GlyAlaThrAlaAsnVal PheArgGlyArgHisLysLysThr Gl yAspLeuTyrAlaValLysVal PheAsnAsnl | e
AGCTTCCTTCGCCCAGTGGATGTTCAAATGAGAGAATTTGAAGTGTTAAAAAAACTCAATCACAAAAACATTGTCAAG
F SerPheLeuArgProValAspVal Gl nMetArgGl uPheGluVal LeuLysLysLeuAsnHisLysAsnl leValLys
TTATTTGCTATTGAAGAGGAGACAACAACAAGACATAAAGTGCTTATTATGGAGTTTTGTCCCTGTGGGAGTTTATAC
FLeuPheAlal | eGluGluGluThr Thr ThrArgHisLysValLeul | eMetGl uPheCysProCysGlySerLeuTyr
ACTGTTCTAGAGGAGCCGTCCAATGCGTATGGACTTCCAGAATCAGAATTTCTCATTGTCTTACGAGATGTGGTGGGC
F ThrVal LeuGluGluProSerAsnAlaTyrGlyLeuProGluSer GluPhelLeul | eVal LeuArgAspVal ValGly
GGGATGAATCATCTCCGAGAGAACGGCATAGTGCACCGAGATATCAAGCCAGGCAACATCATGCGCGTCATAGGGGAG
F Gl yMe tAsnHisLeuArgGluAsnGlyl leValHisArgAspl leLysProGlyAsnlleMetArgVall leGlyGlu

BsrGI (1261) Xhol (1289)
GACGGCCAGTCTGTGTACAAACTCACGGATTTCGGCGCCGCTCGAGAGCTGGAGGACGATGAGCAGTTTGTGTCTCTG
FAspGlyGlnSerVal TyrLysLeuThrAspPheGl yAl aAl aArgGluLeuGl uAspAspGl uGl nPheVal SerLeu
BspEI (1349)
TACGGCACAGAAGAGTACCTGCATCCGGACATGTATGAAAGGGCAGTGCTAAGAAAGGACCATCAGAAGAAGTACGGG
FTyrGlyThr Gl uGluTyrLeuHisProAspMetTyrGluArgAl aVal LeuArgLysAspHisGInLysLysTyrGly
GCTACCGTTGATCTGTGGAGTGTTGGAGTGACATTCTACCATGCAGCCACGGGGTCGCTGCCGTTTAGACCCTTCGAG
FAlaThrValAspLeuTrpSerVal GlyVal Thr PheTyrHisAl aAl aThr Gl ySer LeuP roPheArgProPheGlu
GGGCCACGGAGGAACAAAGAAGTAATGTATAAAATAATCACTGGGAAGCCGTCTGGTGCAATATCTGGAGTACAGAAA
F GlyProArgArgAsnLysGluValMetTyrLysl lel leThrGlyLysProSerGlyAlalleSerGlyValGlnLys
BstXI (1580)

GCAGAAAACGGACCAATTGACTGGAGTGGAGACATGCCTCTCTCCTGTAGTCTTTCTCAGGGTCTTCAGGCACTGCTT
FAlaGluAsnGlyProl leAspTrpSer Gl yAspMetProLeuSer CysSerLeuSer Gl nGlyLeuGl nAl aLeulLeu
ACCCCAGTTCTTGCAAACATACTTGAAGCTGATCAGGAGAAGTGCTGGGGTTTTGACCAGTTCTTTGCAGAGACCAGT
F ThrProValLeuAlaAsnl | eLeuGl uAl aAspGlnGluLysCysTrpGl yPheAspGl nPhePheAl aGl uThr Ser
GATGTGCTTCACCGAATGGTGATCCATGTCTTCTCGCTACAACACATGACGGCGCATAAGATTTACATTCACAGCTAT
FAspValLeuHisArgMetVal | | eHisValPheSer LeuGl nHisMetThrAlaHisLys!| leTyrlleHisSerTyr

pFIMI (1811)
AACACTGCTGCTGTGTTCCATGAACTGGTCTATAAACAAACCAAGATTGTTTCCTCAAATCAAGAACTTATCTACGAA

FAsnThrAlaAlaValPheHisGluLeuVal TyrLysGInThrLys!l leVal Ser SerAsnGlInGluLeul leTyrGlu
GGACGACGCTTAGTCCTAGAACTCGGACGACTAGCCCAGCATTTTCCTAAAACCACAGAGGAAAATCCTATCTTTGTC
F GlyArgArgLeuVal LeuGl uLeuGl yArgLeuAl aGl nHi sPheProLysThr Thr Gl uGl uAsnProl | ePheVal
ACGAGCCGGGAACAACTCAATACCGTAGGACTGAGATATGAAAAAATTTCCCTCCCTAAAATACATCCACGCTATGAT
F Thr SerArgGluGlnLeuAsnThrVal Gl yLeuArgTyrGluLysl leSerLeuProLysl|eHisProArgTyrAsp



CTGGATGGGGACGCCAGCATGGCCAAGGCAGTGACGGGGGTTGTGTGCTACGCCTGCAGAACTGCCAGTACCCTGCTG
F LeuAspGl yAspAl aSer MetAlaLysAlaVal Thr GlyVal Val CysTyrAl aCysArgThr Al aSer Thr LeuLeu
CTCTATCAAGAATTAATGCGAAAGGGGGTACGGTGGCTGGTTGAACTGGTTAAGGATGATTACAACGAGACCGTCCAC
FLeuTyrGlnGluLeuMetArgLysGlyValArgTrpLeuVal GluLeuValLysAspAspTyrAsnGluThrValHis
AAGAAGACGGAGGTAGTGATCACACTGGATTTCTGCATCAGGAACATTGAGAAGACTGTGAAAGTGTATGAGAAGTTG
FLysLysThrGluValVallleThr LeuAspPheCysl |l eArgAsnlleGluLysThrValLysVal TyrGluLysLeu
ATGAAGGTCAACCTGGAAGCCGCAGAGCTGGGTGAGATTTCAGACATACACACCAAGCTGCTGAGACTTTCCAGTTCT
FMetlLysValAsnLeuGluAl aAl aGluLeuGlyGlul leSerAsplleHisThrLysLeuLeuArglLeuSer Ser Ser
CAGGGAACAATAGAAAGCAGTCTTCAGGACATCAGCAGCAGGCTGTCTCCAGGGGGCTTGCTGGCCGACACCTGGGCA
FGInGlyThr |1 1eGluSerSerLeuGlnAspl |l eSerSerArgLeuSerProGlyGlyLeuLeuAl aAspThr TrpAl a
CATCAAGAAGGCACGCATCCAAGAGACAGGAATGTAGAAAAACTGCAGGTCCTGTTGAACTGCATCACAGAGATTTAC
F HisGInGluGlyThrHisProArgAspArgAsnVal GluLysLeuGlnValLeuLeuAsnCysl leThrGlul leTyr
TATCAGTTCAAAAAAGACAAAGCAGAACGCAGACTAGCTTATAATGAAGAACAGATCCACAAATTTGATAAGCAAAAA
F TyrGlnPheLysLysAspLysAl aGluArgArgLeuAl aTyrAsnGluGluGlnl I eHisLysPheAspLysGlnLys
TTGTATTACCATGCCACAAAAGCAATGAGCCACTTCTCAGAAGAATGTGTTAGAAAGTATGAAGCGTTTAAAGATAAG
FLeuTyrTyrHisAlaThrLysAl aMetSer Hi sPheSer GluGluCysValArgLysTyrGl uAl aPheLysAsplLys
TCGGAAGAGTGGATGAGAAAGATGCTTCATCTTAGGAAGCAGCTGTTATCGCTAACTAATCAGTGTTTCGATATCGAA
FSerGluGluTrpMetArgLysMetLeuHisLeuArgLysGlnLeuLeuSerLeuThrAsnGlnCysPheAspl leGlu
GAGGAAGTGTCCAAGTATCAAGACTATACTAACGAGTTACAAGAAACTCTGCCTCAGAAAATGCTCGCAGCCTCCGGC
FGluGluVal SerLysTyrGlInAspTyrThrAsnGluLeuGlnGluThrLeuProGlnLysMetLeuAl aAl aSerGly
Ncol (2822)
GGCGTCAAGCACGCCATGGCCCCGATCTACCCCAGCTCTAACACCTTAGTGGAGATGACTCTTGGTATGAAGAAGTTA
FGlyValLysHisAlaMetAlaProl leTyrProSerSerAsnThrLeuVal GluMetThrLeuGlyMetLysLysLeu
AAGGAGGAGATGGAAGGCGTGGTTAAGGAGCTGGCCGAGAACAATCATATTTTAGAAAGGTTTGGGTCTTTAACAATG
FLysGluGluMetGluGlyValValLysGluLeuAl aGluAsnAsnHis| leLeuGluArgPheGlySerLeuThrMet
Nhel (3018)
GATGGTGGCCTTCGCAATGTGGACTGTCTTTAGCTTCCTAGGGAGTCTGGGAAGCTAGCTGGCCAGACATGATAAGAT

FAspGlyGlyLeuArgAsnValAspCysLeueee
ACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTG

Hpal (3158)
CTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGG

Xmnl (3251)
GGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATAG
CAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTG

TTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTG

Sspl (3497)
AACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAAT

TTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCC

CCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTA

Dralll (3693)
TCCTCAGTCCTGCTCCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGG
4 e0eAspGInGluGluAlaVal PheHisVal CysAsnGl yAl aProAspArgLeuAl aPheGl uArgGlyTrpPro
CTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTA
4GInGluGlylleGluThrMetAl aProGlySerAl aAspArgPheAsnThr SerVal Val Gl uSer TrpGluAlaTyr
CAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGACCGCGCTGATGAA
4LeuGluAspLeuGlyArgVal TrpVal TrpAlaLeuThrAsnAspProVal Val GI nAspGlnValAlaSer | | ePhe
SgrAl (3925) Smal (3953)
CAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCA
1LeuThrValAspAspArgVal Val Gl yAl aPheAspAspGl uVal PheAspArgSer PheGl yLeuArgAspThr Trp
BssHII (4003)
Aatll (4001)
GAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCTCCTCc
41PheGluValAlaGlyAlaValAspArgAlaThrLeuValProValAlaSer Thr LeuLysAl aMet
tgtcaggagaggaaagagaagaaggttagtacaattgEI:TAGTGAGTTGTATTATACTATGCAGATATACTATGCCA




ATGATTAATTGTCAAACTAGGGCTGCAGGTTAATTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTA
-
AAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGA

GGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGA

CCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGT

ATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCT

TATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGA

TTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAG

TATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCA

CCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGA

TCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACAT

TTAAATCA





