Product usage

Before using this product, please read the Limited Use statement below

Important Limited Use information for pNiFty3-I-SEAP-Puro

The purchase of the pNiFty3-I-SEAP-Puro vector conveys to the buyer the non-transferable right to use the
purchased amount of the product and components of the product in research conducted by the buyer (whether
the buyer is an academic or for-profit entity). The buyer cannot sell or otherwise transfer (a) this product (b) its
components or (c) materials made using this product or its components to a third party or otherwise use this product
or its components or materials made using this product or its components for Commercial Purposes.

The buyer may transfer information or materials made through the use of this product to a scientific collaborator,
provided that such transfer is not for any Commercial Purpose, and that such collaborator agrees in writing (a) not
to transfer such materials to any third party, and (b) to use such transferred materials and/or information solely for
research and not for Commercial Purposes.

Commercial Purposes means any activity by a party for consideration and may include, but is not limited to: (1) use
of the product or its components in manufacturing; (2) use of the product or its components to provide a service,
information, or data; (3) use of the product or its components for therapeutic, diagnostic, or prophylactic purposes:
or (4) resale of the product or its components, whether or not such product or its components are resold for use in
research.

If the purchaser is unwilling to accept the limitations of this limited use statement, InvivoGen is willing to accept
return of the product with a full refund. The product must be returned in resaleable condition. For information on
purchasing a license to this product for purposes other than research, contact us at outlicensing@invivogen.com.
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PRODUCT INFORMATION

Contents

e 20 pg of lyophilized pNiFty3-I-SEAP-Puro (plasmid DNA)
e 1 mlof Puromycin (10 mg/ml)

Storage and Stability

e Product is shipped at room temperature.

e |yophilized DNA should be stored at -20°C.

e Resuspended DNA is stable for 1 year at -20°C.

e Store Puromycin at 4°C or -20°C. The expiry date is specified on the product
label.

Quality control

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

e After purification by ion exchange chromatography, predominant
supercoiled conformation is verified by electrophoresis.

PLASMID FEATURES

e ISRE-5x mIFN-B is an engineered murine interferon beta (mIFN-B)
promoter comprising different positive regulatory domains that bind
transcription factors such as NF-kB, IRF3 and IRF71. This minimal
promoter is truly IRF-specific due to the addition of several interferon-
stimulated response elements (ISRE) repeated transcription factor
binding sites (TFBS) (AGTTTCNNTTTCC)Z This feature also enhances
the IRF-mediated transcription of the SEAP reporter gene.

e SEAP is a secreted form of human embryonic alkaline phosphatase.
Itisextremely heat stable and resistant to the inhibitor L-homoarginine.
It catalyses the hydrolysis of pNitrophenyl phosphate (pNpp) producing
a yellow end product. SEAP levels can be evaluated qualitatively
with the naked eye and quantitatively using a spectrophometer in
combinationwith SEAP detection media, suchas HEK-Blue™ Detection,
or QUANTI-Blue™ Solution, a SEAP detection reagent.

e SV40 pAnis the Simian Virus 40 late polyadenylation (pAn) signal and
it enables efficient cleavage and polyadenylation reactions resulting in
high levels of steady-state MRNAS,

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

e EF-1a/HTLV hybrid promoter is a composite promoter comprising
the Elongation Factor-1a (EF-1a) core promoter4 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 EF-1a. 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 DNA and RNA. This modification not only increases steady
state transcription, but also significantly increases translation efficiency.

Puromycin antibiotic selection cassette

e CMV promotor &enhancer drives the expression of the Puromycin
resistance gene (Pac) in mammalian cells.

e EM7 is a bacterial promoter that enables the constitutive
expression of the Pac gene in E. coli.

e Puro (resistance to the antibiotic Puromycin) is conferred by the Pac
gene from Streptomyces which encodes a N-acetyl-transferase. The Pac
gene is driven by the EF1-HTLV promoter in tandem with the bacterial
EM7 promoter allowing selection in both mammalian cells and E. coli.

e Human B-Globin pAnis a strong polyadenylation (pAn) signal placed
downstream of Pac. The use of B-globin pAn minimizes interference
and possible recombination events with the SV40 pAn signal®.

PRODUCT INFORMATION

InvivoGen has designed pNiFty3, a collection of inducible reporter
plasmids, to monitor pattern recognition receptor (PRR) activation
and cytokine signaling upon ligand stimulation. The pNiFty3-I-SEAP-
Puro plasmid features an IRF-inducible SEAP reporter gene under
the control of an engineered mIFN-B promoter. This promoter
comprises several ISRE repeated TFBS to enhance the IRF-specific
transcription. The subsequent expression of SEAP upon receptor
activation is readily measurable in the cell culture supernatant
when using QUANTI-Blue™ Solution, a SEAP detection reagent. The
pNiFty3-1-SEAP-Puro plasmid is selectable with Puromycin in both
E. coliand mammalian cells, and can be used to generate stable clones.

METHODS

e Plasmid resuspension

- Quickly spin the tube to pellet the DNA.

- Toobtain a plasmid solution at 1 pg/ul, resuspend the DNA in 20 pl
of sterile water.

- Store the resuspended plasmid at -20°C.

e Plasmid amplification and cloning

Plasmid amplification and cloning can be performed in E. coli GT115
or other commonly used laboratory E. coli strains, such as DH5a.

e Puromycin usage

Puromycin can be used at 100-125 pg/ml in E. coli in liquid or solid
mediaand at 1-10 ug/ml to select Puromycin-resistant mammalian cells.

RELATED PRODUCTS

Product Description Cat. Code
Puromycin Selection antibiotic ant-pr-1
pNiFty3-I-SEAP-Blasti Reporter plasmid pnf3b-sp4
pNiFty3-I-SEAP-Zeo Reporter plasmid pnf3-sp4
HEK-Blue™ Detection SEAP Detection hb-det?
QUANTI-Blue™ Solution SEAP Detection rep-gbs
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1 AATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAAC
Sgfl (168)
101 TAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCTGAATTAGTTTCACTTTCCAGTTTCAGTT

Sdal (254)
EcoRV (246)
201 TCCAGTTTCATTTTCCAGTTTCATTTTCCAGTTTCATTTTCCTGATATCCTGCAGGagcttgaataaaatgaatattagaagctgttagaataagagaaa

301 atgacagaggaAAACTGAAAGGgAGAACTGAAAGTGggaaattcctctgaggcagaaaggaccatccctTATAAAtagcacaggccatgaaggaagatca

HindIll (439)
491 ttctcactgcagcctttgacagectttgectcatcttgAAGCTTCTGCCTTCTCCCTCCTGTGAGTTTGgtaagtcactgactgtctatgectgggaaagggtggge

508 aggagatggggcagtgcaggaaaagtggcactatgaacccTGCAGCCCTAGGAATGCATCTAGAcaattgtactaaccttcttetetttectctectgacagGTTGGTGTACAGTAG
Ncol (631)
625 CTTCCACCATGGTTCTGGGGCCCTGCATGCTGCTGCTGCTGCTGCTGCTGGGCCTGAGGCTACAGCTCTCCCTGGGCATCATCCCAGTTGAGGAGGAGAA
*™MV L GPCMIULIULILULULULULGLRLQLSULG 1 I PV ETEEN
725 CCCGGACTTCTGGAACCGCGAGGCAGCCGAGGCCCTGGGTGCCGCCAAGAAGCTGCAGCCTGCACAGACAGCCGCCAAGAACCTCATCATCTTCCTGGGC
31 P D FWNU REAATEALGAAK K LQPAQTAAKNIL I I F L G
BamHI (859)
825 GATGGGATGGGGGTGTCTACGGTGACAGCTGCCAGGATCCTAAAAGGGCAGAAGAAGGACAAACTGGGGCCTGAGATACCCCTGGCTATGGACCGCTTCC
65* D G M GV S TV TAAR I LKSG G QKI KU DZ K LGU®PE I PLAMDRF
Ndel (926)
925 CATATGTGGCTCTGTCCAAGACATACAATGTAGACAAACATGTGCCAGACAGTGGAGCCACAGCCACGGCCTACCTGTGCGGGGTCAAGGGCAACTTCCA
kP Y V A L S K T YNV DI KHV PDSGATATAYTULT CSG GV KGN FAQ
1025 GACCATTGGCTTGAGTGCAGCCGCCCGCTTTAACCAGTGCAACACGACACGCGGCAACGAGGTCATCTCCGTGATGAATCGGGCCAAGAAAGCAGGGAAG
133» T I G L S A AARTFNQCNTTW RGNTEV I SVMNIR RAIKIKAGK
BstEIl (1136)
1125 TCAGTGGGAGTGGTAACCACCACACGAGTGCAGCACGCCTCGCCAGCCGGCACCTACGCCCACACGGTGAACCGCAACTGGTACTCGGACGCCGACGTGC
65 S v G VvV VT T TRV QHASPAGTYAHTVNI RNWY SDATDV
1225 CTGCCTCGGCCCGCCAGGAGGGGTGCCAGGACATCGCTACGCAGCTCATCTCCAACATGGACATTGATGTGATCCTGGGTGGAGGCCGAAAGTACATGTT
198*P A S A R Q EG C QD I ATQUL I SNMD IDV ILGGS GR RIK YMF
1325 TCGCATGGGAACCCCAGACCCTGAGTACCCAGATGACTACAGCCAAGGTGGGACCAGGCTGGACGGGAAGAATCTGGTGCAGGAATGGCTGGCGAAGCGC
231 R M G T P D P E Y PDD Y SQGGT RULDGI KNLVQEWLATKR
1425 CAGGGTGCCCGGTATGTGTGGAACCGCACTGAGCTCATGCAGGCTTCCCTGGACCCGTCTGTGACCCATCTCATGGGTCTCTTTGAGCCTGGAGACATGA
265 Q G AR YVWNU RTELMOQASTLDU®PSV THILMGTLTFTETUPGT DM
1525 AATACGAGATCCACCGAGACTCCACACTGGACCCCTCCCTGATGGAGATGACAGAGGCTGCCCTGCGCCTGCTGAGCAGGAACCCCCGCGGCTTCTTCCT
29K Y E I H R D S T LD P SLMEMTEAATLU RTLILS SR RNUPR RSGTFF L
1625 CTTCGTGGAGGGTGGTCGCATCGACCACGGTCATCACGAAAGCAGGGCTTACCGGGCACTGACTGAGACGATCATGTTCGACGACGCCATTGAGAGGGCG
3310 F V EG G R I DHGHHTES SR RAY RALTTET I M FDDA A Il ERA
1725 GGCCAGCTCACCAGCGAGGAGGACACGCTGAGCCTCGTCACTGCCGACCACTCCCACGTCTTCTCCTTCGGAGGCTACCCCCTGCGAGGGAGCTCCATCT
365 G Q L T S E ED T L S LV TADUHSHVYV F S FGSGYPLRG S S I
Stul (1860)
1825 TCGGGCTGGCCCCTGGCAAGGCCCGGGACAGGAAGGCCTACACGGTCCTCCTATACGGAAACGGTCCAGGCTATGTGCTCAAGGACGGCGCCCGGCCGGA
398 F G L A P G K A RD I RIKAYTV LLYGNSGU®PGYUVLIKDTGATRTUPD
1925 TGTTACCGAGAGCGAGAGCGGGAGCCCCGAGTATCGGCAGCAGTCAGCAGTGCCCCTGGACGAAGAGACCCACGCAGGCGAGGACGTGGCGGTGTTCGLCG
431 v T E S E S G S P E Y RQQ SAV P LDETETHASGTETUDVAV FA
2025 CGCGGCCCGCAGGCGCACCTGGTTCACGGCGTGCAGGAGCAGACCTTCATAGCGCACGTCATGGCCTTCGCCGCCTGCCTGGAGCCCTACACCGCCTGCG
465 R G P Q AH LV HGVQEQTT F I AHVMATFAATCILTETUPYTASTC
Nhel (2197)
2125 ACCTGGCGCCCCCCGCCGGCACCACCGACGCCGCGCACCCGGGGCGGTCCCGGTCCAAGCGTCTGGATTGAAGCTAGCTGGCCAGACATGATAAGATACA
498 D L A P P A G T T D A A H P G R S R S K R L D e
2225 TTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTG

Hpal (2337)
2325 CAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGT

EcoRlI (2431)
2425 GGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGG

[ —

2525 GGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTC

2625 TTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATT

2725 AGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAA




2825 AGCGAGCTTCTAGCTCAGGTTTAAGCTCCAGGCTTCCTTGTCATGCACCAAGTTCTTGGGCCTTCTGGAACCTCAACATCAGCTGTCACAGTGAATCCCA
——— 2004 ¢« A G P K R T M CW T R®PGEPV EVDATVTTFSGL
2925 GTCTTTCATAAAAAGGCAGGTTTCTGGGAGCAGAAGTTTCCAGAAAGGCAGGAACTCCAGCCCTTTCAGCAGCTTCAACTCCAGGCAGAACAACAGCAGA
1734 R E Y F P LNIRUPASTETULTFAPVGARTEAAEVSGZPLVVAS
3025 TCCCAGACCCTTTCCCTGGTGGTCAGGGCTCACTCCAACAGTTGCCAGAAACCAAGCTGGCTCTTTTGGCCTGTGTGGTGCCAGCAGACCTTCCATTTGT
1494 G L G K G Q H D P SV GV TALTFWAUPTEZ K PR RHZPATLILSGTEWMNAQ
3125 TGTTGTGCTGCCAGCCTGCTTCCAGAGAGCTCAGCCATTCTTGGTCCAATTTCAGCAAAAACAGCACCAGCTTCAACAGACTCAGGTGTTGTCCAAACTG
649 Q A A L R SG SLEAMUZ RZPG I EAFVAGATEV SEZPTTWVA
3225 CAACAGCAGCTCCATCATCTGCAACCCAAACTTTTCCAATGTCCAGTCCCACTCTGGTGAGGAAGAGTTCTTGCAGTTCTGTCACCCTCTCAATGTGCCT
734 V AAGDDAVWV K G I DULGVI RTLTFLEQLTETVRE I HR
3325 GTCAGGGTCAACTGTGTGCCTTGTTGCAGGGTAGTCTGCAAAAGCAGCAGCCAGTGTTCTCACAGCTCTTGGAACATCATCTCTGGTTGCCAGCCTCACT
404 D P DV THRTAPYUDATFAAATLT RVARUPVDDI RTATLRYV
Asel (3500)
3425 GTGGGTTTGTACTCAGTCATGGTGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAACTACTGTTTGTAGG
64T P K Y E T M ==
3525 CGCCGGTCACAGCTTG

il

3625

Hindlll (3813)
3725 CTG

Psp14061 (3856)
3825 TGTTCTGGCGGCAAACCCGTTGCGAAAAAGAACGTTCACGGCGACTACTGCACTTATATACGGTTCTCCCCCACCCTCGGGAAAAAGGCGGAGCCAGTAC

Agel (3969)
3925 ACGACATCACTTTCCCAGTTTACCCCGCGCCACCTTCTCTAGGCACCGGTTCAATTGCCGACCCCTCCCCCCAACTTCTCGGGGACTGTGGGCGATGTGC

4025 GCTCTGCCCACTGACACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGA

—

4125 CGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCT

4225 CCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGG

4325 TGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGT

4425 AAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAAC

4525 TACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCA

4625 CCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGC

Notl (4790)
4725 TCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGC
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