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PRODUCT INFORMATION

Contents

- 20 pg of lyophilized plasmid DNA

- 2x 1 mlblasticidin at 10 mg/ml

Storage and Stability

- Product is shipped at room temperature.

- Lyophilized DNA should be stored at -20°C.

- Resuspended DNA should be stored at -20°C and is stable at least
for 1 year.

- Store blasticidin at 4°C or -20°C. *

*The expiry date is specified on the product label.

Quality control

- Plasmid construct has been confirmed by restriction analysis and
full-length open reading frame (ORF) sequencing.

- Plasmid DNA was purified by ion exchange chromatography.

GENERAL PRODUCT USE

e Subclone gene into another vector. Two unique restriction sites flank
the gene, allowing convenient excision. The 5’ site is BspEl which is
compatible with Agel, Xmal, NgoMIV and SgrAl. The 3’ site is Nhel which
is compatible with Xbal, Spel, and Avrll.

e Stable gene expression in mammalian cells. pUNO1 plasmids can be
used directly in transfection experiments both in vitro and in vivo. pUNO1
plasmids contain the blasticidin-resistance gene (bsr) driven by the CMV
promoter/enhancer in tandem with the bacterial EM7 promoter. This
allows the amplification of the plasmid in E. coli, as well as the selection
of stable clones in mammalian cells using the same selective antibiotic.
pUNO1 allows high levels of expression and secretion of the gene product.

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 water. 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.
Blasticidin usage

Blasticidin should be used at 25-100 pg/ml in bacteria and 1-30 pg/ml in
mammalian cells. Blasticidin is supplied as a 10 mg/ml colorless solution in
HEPES buffer.

PLASMID FEATURES

» Bsr (blasticidin resistance gene): The bsr gene from Bacillus cereus
encodes a deaminase that confers resistance to the antibiotic blasticidin.
The bsr gene is driven by the CMV promoter/enhancer in tandem with the
bacterial EM7 promoter. Therefore, blasticidin can be used to select stable
mammalian cells transfectants and E. coli transformants.

e CMV promoter & enhancer drives the expression of the blasticidin
resistance in mammalian cells.

e human STING

OREF size: 1140 bp Cloning fragment size: 1181 bp
STING (stimulator of interferon genes; also known as TMEM173,
MITA, MPYS, and ERIS) is essential for the IFN response to microbial
or self-DNA, and acts as a direct sensor of cyclic dinucleotides (CDNs).
CDNs are important messengers in bacteria, affecting numerous
responses of the prokaryotic cell, but also in mammalian cells, acting
as agonists of the innate immune response. Several non-synonymous
variants of STING have been described in the human population. The
prevalent human STING isoform (~60% of the human population)
contains an arginine at position 232 (R232) and is thus considered
as wild-type*?. The hSTING-WT isoform is preferentially activated
by 2’'5’linkage-containing cGAMP isomers®.

e EF-1/HTLV hybrid promoter is a composite promoter comprised
of the Elongation Factor-1a (EF-1a) core promoter® and the 5’
untranslated region of the Human T-Cell Leukemia Virus (HTLV). EF-1a
utilizes a type 2 promoter that encodes for a «<house keeping» gene. It
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-1a
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.

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

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

e Human beta-Globin polyA is a strong polyadenylation (pAn) signal
placed downstream of bsr. The use of beta-globin pAn minimizes
interference’” and possible recombination events with the SV40
polyadenylation signal.
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RELATED PRODUCTS

Product Description Cat. Code
Blasticidin Selection antibiotic ant-bl-1
ChemiComp GT116 Competent E. coli gt116-11
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Pvul (7)
Sgfl (6) Mfel (82)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

Pspl406I (203) HindIII (245) Bsu36I (291)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
NgoMIV (441)
NgoMI (441)
Nael (441)
401
Sphl (566)
KasI (535) BspEI (558)
501 CTGAGATCACCGGCTCCGGACAGCATGCCCCACTCCAGCCTGCATCCATCCATCCC
- 1M P H S S L HP S I P

Bsp1201 (617)
601 GTGTCCCAGGGGTCACGGGGCCCAGAAGGCAGCCTTGGTTCTGCTGAGTGCCTGCCTGGTGACCCTTTGGGGGCTAGGAGAGCCACCAGAGCACACTCTC
11 C P R G H G A Q K A ALV LL SACLVTLWGLGEU®PZPEUHTL

Asp718I (701) Asp7181 (794)
701 CGGTACCTGGTCCTCCACCTAGCCTCCCTGCAGCTGGGACTGCTGTTAAACGGGGTCTGCAGCCTGGCTGAGGAGCTGCGCCACATCCACTCCAGGTACC
45 R Y L V L HL A S L QL GLLULNGVT CSTULAETETLT RHIHSTR RY

Bsp1201 (854)
801 GGGGCAGCTACTGGAGGACTGTGCGGGCCTGCCTGGGCTGCCCCCTCCGCCGTGGGGCCCTGTTGCTGCTGTCCATCTATTTCTACTACTCCCTCCCAAA
78R G S Y WR T VRATCLSGT C®PL RRGALTULTULIULSI1T Y FY Y S L PN
Sfil  (970) BglII (995)
901 TGCGGTCGGCCCGCCCTTCACTTGGATGCTTGCCCTCCTGGGCCTCTCGCAGGCACTGAACATCCTCCTGGGCCTCAAGGGCCTGGCCCCAGCTGAGATC
1117 A V G P P F T WM L AL L GL SQALNIULULSGLIKGLAZPATEI
Ncol (1035) EcoRV (1064)
1001 TCTGCAGTGTGTGAAAAAGGGAATTTCAACGTGGCCCATGGGCTGGCATGGTCATATTACATCGGATATCTGCGGCTGATCCTGCCAGAGCTCCAGGCCC
145 S AV C E K G NF NV A HGLAWSY Y | GY L RUL I L P E L QA
BstBI (1103)
Asull (1103)
1101 GGATTCGAACTTACAATCAGCATTACAACAACCTGCTACGGGGTGCAGTGAGCCAGCGGCTGTATATTCTCCTCCCATTGGACTGTGGGGTGCCTGATAA
178R I R T Y N Q HY NNL L RGAV S QRULY Il L LPLUDTCGVU®PDN
Agel (1252)
1201 CCTGAGTATGGCTGACCCCAACATTCGCTTCCTGGATAAACTGCCCCAGCAGACCGGTGACCGTGCTGGCATCAAGGATCGGGTTTACAGCAACAGCATC
211 L S M A D P N I R F L DKULWPQQTGU DU RAGI KDWZ RVY S NS I
1301 TATGAGCTTCTGGAGAACGGGCAGCGGGCGGGCACCTGTGTCCTGGAGTACGCCACCCCCTTGCAGACTTTGTTTGCCATGTCACAATACAGTCAAGCTG
245 Y E L L E NG QRA GTOCV L EYAT®PLAOQTLTFAMSI QY S QA
1401 GCTTTAGCCGGGAGGATAGGCTTGAGCAGGCCAAACTCTTCTGCCGGACACTTGAGGACATCCTGGCAGATGCCCCTGAGTCTCAGAACAACTGCCGCCT
278G F S R E D R L E QA K L F CRTULEU DI L ADAPTESIOQNNTCTR RL
1501 CATTGCCTACCAGGAACCTGCAGATGACAGCAGCTTCTCGCTGTCCCAGGAGGTTCTCCGGCACCTGCGGCAGGAGGAAAAGGAAGAGGTTACTGTGGGC
311 | A Y Q E P ADDS ST F SL SQEVLI RHLI RAO QETEIZKTETEVTVSG
1601 AGCTTGAAGACCTCAGCGGTGCCCAGTACCTCCACGATGTCCCAAGAGCCTGAGCTCCTCATCAGTGGAATGGAAAAGCCCCTCCCTCTCCGCACGGATT
345 S L K T S A Vv PSTSTMSQEU®PETLULI SGMET KU PLUZPLR RTD
Mscl (1745)
Nhel (1739)
1701 TCTCTTGAGACCCAGGGTCACCAGGCCAGAGCCTCCAGTGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGC
378FF S e

Hpal (1877) Mfel (1888)
1801 AGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCA

EcoRI (1973)
1901 TTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAATACAGCATAGCAAAAC
-

2001 TTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGC

2101 CTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTC

SspI  (2212) Swal (2226)
2201 CCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAA

2301 TATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTTAGTTCCTGGTGTACTT
+494 ¢ N R T Y K
2401 GAGGGGGATGAGTTCCTCAATGGTGGTTTTGACCAGCTTGCCATTCATCTCAATGAGCACAAAGCAGTCAGGAGCATAGTCAGAGATGAGCTCTCTGCAC
1354 L P I L E E I T T K VL KGNMTE I L VFCDZPAYH DS I LETRSTC
BstXI (2516)
2501 ATGCCACAGGGGCTGACCACCCTGATGGATCTGTCCACCTCATCAGAGTAGGGGTGCCTGACAGCCACAATGGTGTCAAAGTCCTTCTGCCCGTTGCTCA
1014M G C P S V VR I S R DV EDSYUPHR RVAUVI TDFUDJIKTZ QGNS V




Stul (2651)
Ecold7I (2651)
2601 CAGCAGACCCAATGGCAATGGCTTCAGCACAGACAGTGACCCTGCCAATGTAGGCCTCAATGTGGACAGCAGAGATGATCTCCCCAGTCTTGGTCCTGAT
684 A S G I A I A EA CV TVURGI YATETI HVASI I EGTIKTR I
XmnI (2793)
2701 GGCCGCCCCGACATGGTGCTTGTTGTCCTCATAGAGCATGGTGATCTTCTCAGTGGCGACCTCCACCAGCTCCAGATCCTGCTGAGAGATGTTGAAGGTC

354 AA G V HHKNWDTEYLMTI KETAVEUVLTELUDA QQS I NFT
Vspl (2859)
BspHI (2801) Asel (2859)
2801 TTCATGATGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAAAACAGCGTGGATGGCGTCTCCAGCTTAT
14K M -- o

2900 CTGACGGTTCACTAAACGAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACCGCCCATTTGCGTCAATGGGGCGGAGTTGTTACGACATTTTGGA

Spel (3014)
3000 AAGTCCCGTTGATTTACTAGTCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGACTTGGAAATCCCCGTGAGTCAAACCGCTATCCACGCCCATTG
-

SnaBI (3142)
Ecol05I (3142)
3099 ATGTACTGCCAAAACCGCATCATCATGGTAATAGCGATGACTAATACGTAGATGTACTGCCAAGTAGGAAAGTCCCATAAGGTCATGTACTGGGCATAAT

Ndel (3247)
3199 GCCAGGCGGGCCATTTACCGTCATTGACGTCAATAGGGGGCGTACTTGGCATATGATACACTTGATGTACTGCCAAGTGGGCAGTTTACCGTAAATACTC

3299 CACCCATTGACGTCAATGGAAAGTCCCTATTGGCGTTACTATGGGAACATACGTCATTATTGACGTCAATGGGCGGGGGTCGTTGGGCGGTCAGCCAGGC

Sdal (3425)Pacl (3433) BspLU11I (3443)
3399 GGGCCATTTACCGTAAGTTATGTAACGCCTGCAGGTT AA TTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTG
e

3497 CTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGG

3597 CGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTC

ApaLI (3757)
3697 TCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTA

3797 TCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCG

3897 GTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAG

3997 AGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAA

Eagl (4193)
Pacl (4173) Swal (4182)  NotI (4192)
4097 GATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATC AGCG

4196 GCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAA
4296 CAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA
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