pPNiFty3-SEAP

Secreted alkaline phosphatase reporter plasmid selectable with Zeocin™
Catalog code: pnf3-spl

For research use only

Version 20L03-MM

PRODUCT INFORMATION

Content:

* 20 ug of pNiFty3-SEAP provided as lyophilized DNA

* 1 ml of Zeocin™ (100 mg/ml)

Storage and stability:

- Products are shipped at room temperature.

- Store lyophilized DNA at -20 °C.

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

- Plasmid construct has been confirmed by restriction analysis and
sequencing.

GENERAL PRODUCT USE

Pattern recognition receptor (PRR) activation triggers a complex
signaling cascade that leads to the activation of different transcription
factors, each playing an important role in the subsequent immune
response. To monitor the induction of PRR signaling in response to
ligand stimulation in a simple and efficient manner, InvivoGen has
designed pNiFty, a family of reporter plasmids expressing a reporter
gene under the control of a minimal promoter inducible by these
different transcription factors, either individually or in combination.
Most pNiFty plasmids are selectable with Zeocin™ in both E. coli and
mammalian cells, and can be used to generate stable clones.

PLASMID FEATURES

e IFN-B promoter: the mouse IFN-f3 minimal promoter comprises
several positive regulatory domains that bind different cooperating
transcription factors such as NF-xB, IRF3 and IRF7'.

* SEAP is a secreted form of human embryonic alkaline phosphatase.
Unlike endogenous alkaline phosphatases, SEAP is extremely 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 SEAP detection media, such as HEK-Blue”
Detection (catalog code: hb-detl), or the SEAP Reporter Assay Kit
(catalog code: rep-sap).

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

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

* EF1/HTLYV prom is a composite promoter comprising 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 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 RNA.

* EM7 is a bacterial promoter that enables the constitutive expression
of the antibiotic resistance gene in E. coli.

* Zeo: Resistance to the antibiotic Zeocin™ is conferred by the Sh ble
gene from Streptoalloteichus hindustanus. The Sh ble gene is driven
by the EFI-HTLV promoter in tandem with the bacterial EM7
promoter allowing selection in both mammalian cells and E. coli.

* BGlo pAn: The human beta-globin 3’UTR and polyadenylation
sequence allows efficient arrest of the transgene transcription®.

1. Vodjdani G. et al., 1988. Structure and characterization of a murine chromosomal
fragment containing the interferon beta gene. J Mol Biol. 204(2):221-31. 2. Kim D. et
al., 1990. Use of the human elongation factor 1c. promoter as a versatile and efficient
expression system. Gene 91(2): 217-23. 3. Takebe Y. et al., 1988. SR alpha promoter:
an efficient and versatile mammalian cDNA expression system composed of the simian
virus 40 early promoter and the R-U5 segment of human T-cell leukemia virus type 1
long terminal repeat. Mol. Cell Biol. 1: 466-72. 4. Yu J & Russell J., 2001. Structural
and functional analysis of an mRNP complex that mediates the high stability of human
[3-globin mRNA. Mol Cell Biol, 21(17):5879-88.

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 £. 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

InvivoGen USA (Toll-Free): 888-457-5873
InvivoGen USA (International): +1 (858) 457-5873
InvivoGen Europe: +33 (0) 5-62-71-69-39
InvivoGen Hong Kong : +852 3-622-34-80

E-mail: info@invivogen.com
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Sdal (6) Sspl (26)
1 CCTGCAGGagcttgaataaaatgaatattagaagctgttagaataagagaaaatgacagaggaAAACTGAAAGGgAGAACTGAAAGTGggaaattcctcet

HindIII (191)
101 gaggcagaaaggaccatccctTATAAAtagcacaggccatgaaggaagatcattctcactgcagcctttgacagcctttgcctcatcttgAAGCTTCT

-

199 GCCTTCTCCCTCCTGTGAGTTTGgtaagtcactgactgtctatgcctgggaaagggtgggcaggagatggggcagtgcaggaaaagtggcactatgaacc

Ncol (383)
AvrIl (306) Xbal (318) BsrGI (367) Xeml (387) Bsp1201 (394)
299 cTGCAGCCCTAGGAATGCATCTAGAcaattgtactaaccttcttctctttcctctcctgacagGTTGGTGTACAGTAGCTTCCACCATGGTTCTGGGGCC
- 1M V L G P

Sphl (405) Bsu36I (430)
399 CTGCATGCTGCTGCTGCTGCTGCTGCTGGGCCTGAGGCTACAGCTCTCCCTGGGCATCATCCCAGTTGAGGAGGAGAACCCGGACTTCTGGAACCGCGAG
5S» ¢CM L L L L L L L GLURLQLSLGI I PVETETENPUDTFWNRE
499 GCAGCCGAGGCCCTGGGTGCCGCCAAGAAGCTGCAGCCTGCACAGACAGCCGCCAAGAACCTCATCATCTTCCTGGGCGATGGGATGGGGGTGTCTACGG
39 A A E AL GAAIKZ KLU QPAQTAAIKNLTI I FLGDG GMGVST

Pvull (604) BamHI (611) Ndel (678)
599 TGACAGCTGCCAGGATCCTAAAAGGGCAGAAGAAGGACAAACTGGGGCCTGAGATACCCCTGGCTATGGACCGCTTCCCATATGTGGCTCTGTCCAAGAC
72V T A AR I L KGQKKDJIKLGPEI PLAMDTE RTEFZPY VAL SKT
699 ATACAATGTAGACAAACATGTGCCAGACAGTGGAGCCACAGCCACGGCCTACCTGTGCGGGGTCAAGGGCAACTTCCAGACCATTGGCTTGAGTGCAGCC
195 Y N V D K HVPDSGATATAYTULT CGV K GNTFIQTI GL S AA
BstEII (888)
799 GCCCGCTTTAACCAGTGCAACACGACACGCGGCAACGAGGTCATCTCCGTGATGAATCGGGCCAAGAAAGCAGGGAAGTCAGTGGGAGTGGTAACCACCA
139 A R F NQ C NT TR GNZEVI SVMNR RAIKIKAGIKS SV GV VTT
899 CACGAGTGCAGCACGCCTCGCCAGCCGGCACCTACGCCCACACGGTGAACCGCAACTGGTACTCGGACGCCGACGTGCCTGCCTCGGCCCGCCAGGAGGG
172 T R V Q HA S P A GTYAHTVNRNWYSDADJVZPASATR RNI QESG
999 GTGCCAGGACATCGCTACGCAGCTCATCTCCAACATGGACATTGATGTGATCCTGGGTGGAGGCCGAAAGTACATGTTTCGCATGGGAACCCCAGACCCT
20sk C Q DI AT QL 1 S NMDIODVILGGS GRI KYMTFRMGTU®PDSF®P
1099 GAGTACCCAGATGACTACAGCCAAGGTGGGACCAGGCTGGACGGGAAGAATCTGGTGCAGGAATGGCTGGCGAAGCGCCAGGGTGCCCGGTATGTGTGGA
239 E Y P D DY S QG GTRULDGIKNLVQEWLAIKTZ RN QGATRY VW

Sacl (1211)
1199 ACCGCACTGAGCTCATGCAGGCTTCCCTGGACCCGTCTGTGACCCATCTCATGGGTCTCTTTGAGCCTGGAGACATGAAATACGAGATCCACCGAGACTC
272N R T E L M Q A S L DPSVTHLMGLTFEZPG GDMEIKTYETIl HZ RDS
Sacll (1365)
1299 CACACTGGACCCCTCCCTGATGGAGATGACAGAGGCTGCCCTGCGCCTGCTGAGCAGGAACCCCCGCGGCTTCTTCCTCTTCGTGGAGGGTGGTCGCATC
3gs* T L D P S LM EMTEAALU RLTULS SR RNPRGTFTFLTFVEGSGRI
PshAI (1398)
1399 GACCACGGTCATCACGAAAGCAGGGCTTACCGGGCACTGACTGAGACGATCATGTTCGACGACGCCATTGAGAGGGCGGGCCAGCTCACCAGCGAGGAGG
330 D H G HHESRAYIRALTTETI MTFDUDAIERAGA QLTS EE
Xceml (1578)
Sacl (1570)

1499 ACACGCTGAGCCTCGTCACTGCCGACCACTCCCACGTCTTCTCCTTCGGAGGCTACCCCCTGCGAGGGAGCTCCATCTTCGGGCTGGCCCCTGGCAAGGC
372D T L S L VT A DH S HVF SF GGYPLIRGSS 1 F GLAUPGTK KA
Stul (1612) BsrBI (1691)
1599 CCGGGACAGGAAGGCCTACACGGTCCTCCTATACGGAAACGGTCCAGGCTATGTGCTCAAGGACGGCGCCCGGCCGGATGTTACCGAGAGCGAGAGCGGG
495 R D R K A Y T V L L Y G NGUP G Y VL KD GARU®PUDVTTESTESSG

BssHII (1774)
1699 AGCCCCGAGTATCGGCAGCAGTCAGCAGTGCCCCTGGACGAAGAGACCCACGCAGGCGAGGACGTGGCGGTGTTCGCGCGCGGCCCGCAGGCGCACCTGG
439 S P E Y R Q Q S AV PLDETETHAGEUDVAVFARSGZPI QAHIL
1799 TTCACGGCGTGCAGGAGCAGACCTTCATAGCGCACGTCATGGCCTTCGCCGCCTGCCTGGAGCCCTACACCGCCTGCGACCTGGCGCCCCCCGCCGGCAC
472w H G V Q E Q T F I A HV M A F AACLEU®PY TACDTLAPUPAGT

Ball (1957)
Nhel (1949)

1899 CACCGACGCCGCGCACCCGGGGCGGTCCCGGTCCAAGCGTCTGGATTGAAGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCAC
55 T D A A HP G R S R S KR L D e

Hpal (2089)
1999 AACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAAC

EcoRI (2183)
2099 AATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTCTAAAATACAG

» —

2199 CATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAG

2299 CTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGAC

Sspl (2424) Swal (2439)
2399 CTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAG

2499 GCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTC

1224
1274 o G o

ApaLlI (2621)

2599 AGTCCTGCTCCTCTGCCACAAAG$GCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGG
1244 D Q E E AV F HVCNGAUPUDU RILAFERSGWPIQEGI ETMAP
2699 CCCGGAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGC
914 G S A DR F NT S V VESWEAYULTEDL GRVWVWATLTNTD®P

SgrAl (2852)
2799 ACCACCTGGTCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGT

s74v. V. Q D Q VA S 1| F L T VDDRVVGATFDUDTEVTFUDT RS STFSGTLR RTD
BssHII (2930) Sfil  (2965)
BsrBI (2919) AatIl  (2928) Ball (2967)

2899 CGGTCCAGAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCCCTCCTATAGTGAGTCGTATT
244 T WF E VA GAVDRATLVZPVASTLIEKAM -
Asel (3027)
2999 ATACTATGCCGATATACTATGCCGATGATTAATTGTCAACTACTGTTTGTAGGCGCCGGTCACAGCTTG

—

3099




Bsu361 (3294)
3199

Pvull (3348)
HindIII (3340) Psp14061 (3383)
3299 CTGTGTTCTGGCGGCAAACCCGTTGCGAAAAAGAACGTTCACGGCGACTA

Agel (3496)
3399 CTGCACTTATATACGGTTCTCCCCCACCCTCGGGAAAAAGGCGGAGCCAGTACACGACATCACTTTCCCAGTTTACCCCGCGCCACCTTCTCTAGGCACC

Bsp120I (3571)
Spel (3565) Sdal (3580) Pacl (3587)
3499 GGTTCAATTGCCGACCCCTCCCCCCAACTTCTCGGGGACTGTGGGCGATGTGCGCTCTGCCCACTGACTAGTGGGCCCTGCAGGTTAATTAAGAACATGT
——

3599 GAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACG

3699 CTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTT

3799 ACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGC

ApaLl (3907)
3899 TGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACT

3999 GGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACA

4099 GTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTT

4199 TTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACG

Pacl (4327) Swal (4335) NotI (4343)
4299 TTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTG

4399 AATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCT
4499 CTATCGAA
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