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PRODUCT INFORMATION

Contents

* 20 pg of pSELECT-mHMGBI-Lucia plasmid provided as lyophilized
DNA

* 1 ml of Zeocin™ (100 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 for 1 year.

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

Quality control

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

* Plasmid DNA has been purified by ion exchange chromatography.

GENERAL PRODUCT USE

pSELECT plasmids are specifically designed for strong and constitutive
expression of a gene of interest in a wide variety of cell lines. They
allow variation in selection markers for obtaining stable transfectants.
pSELECT plasmids contain two expression cassettes: the first one
drives the expression of the gene of interest, and the second one drives
the expression of a large choice of dominant selection markers for
both E. coli and mammalian cells. Each cassette terminates with a
strong polyadenylation signal (polyA) thus preventing any transcription
interference. The late SV40 polyA terminates the transcription of the gene
of interest while the human B-globin polyA terminates the transcription
of the selection marker.

pSELECT-mHMGBI1-Lucia is a mammalian expression vector containing
the murine HMGBI1 gene fused at its 3’ end to the Lucia luciferase gene.
This plasmid is selectable in bacteria and mammalian cells with Zeocin™.
Expression of HMGBI1::Lucia in cells equipped for inflammasome-
mediated-pyroptosis and/or necroptosis allows monitoring of these
forms of necrotic cell death. The release of the HMGBI1::Lucia protein
in the extracellular milieu upon pyroptosis or necroptosis can be readily
measured using QUANTI-Luc™, a coelenterazine-based luminescence
assay reagent.

PLASMID FEATURES

First expression cassette

* hEF1-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-US’ has been
coupled to the EF-1a core promoter to enhance stability of RNA.

« mHMGBI1::Lucia encodes a 46.5 kDa fusion protein in which
the C-terminus of murine HMGBI1 is fused to Lucia luciferase, a
secreted coelenterazine-utilizing luciferase reporter protein. Levels of
HMGBI::Lucia in the cell culture supernatant can be monitored by
measuring the light signal produced after addition of QUANTI-Luc™.

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

* ori: a minimal E. coli origin of replication to limit vector size, but with
the same activity as the longer Ori.

Second expression cassette

* CMV enh/prom: The human cytomegalovirus immediate-early gene 1
promoter/enhancer was originally isolated from the Towne strain and was
found to be stronger than any other viral promoters.

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

e Zeo: Resistance to Zeocin™ is conferred by the S ble gene from
Streptoalloteichus hindustanus. The Sh ble gene is driven by the CMV
enhancer/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’.

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
other commonly used laboratory E. coli strains, such as DH5o.

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 3622-3480

E-mail: info@invivogen.com
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Notl (-1)
1 GCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACA
Sgfl (171)
101 AAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCA

201 GAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATG

301 TCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAG

HindIII (410)
401 AACACAGCTGAAGCTTCGAGG

501
601
Agel (717) Ncol (725) Nsil (773)
701 CTGAGATCACCGGTCACCATGGGCAAAGGAGATCCTAAGAAGCCGAGAGGCAAAATGTCCTCATATGCATTCTTTGTGCAAACTTGCCGGG
_— 1M G K G D P K K PRGIKMSSYATFTFVQTTCR

801 AGGAGCACAAGAAGAAGCACCCGGATGCTTCTGTCAACTTCTCAGAGTTTTCCAAGAAGTGCTCAGAGAGGTGGAAGACCATGTCTGCTAAAGAAAAGGG
25*E EH K K KH PDASVNTFSETFSKIKT CSEIRWIKTMSATK EKG
901 GAAATTTGAAGATATGGCAAAGGCTGACAAGGCTCGTTATGAAAGAGAAATGAAAACCTACATCCCCCCCAAAGGGGAGACCAAAAAGAAGTTCAAGGAC

58 K F E DM A KA DI KAIRY EREMIKTY I PPKGETIKIKK F KD
Stul (1015)

1001 CCCAATGCACCCAAGAGGCCTCCTTCGGCCTTCTTCTTGTTCTGTTCTGAGTACCGCCCCAAAATCAAAGGCGAGCATCCTGGCTTATCCATTGGTGATG

2 P N A PK R PP SATFTFLFT CSEYH RUPIK I KOGEHU®PGTLS I GD

1101 TTGCAAAGAAACTAGGAGAGATGTGGAACAACACTGCAGCAGATGACAAGCAGCCCTATGAGAAGAAAGCTGCCAAGCTGAAGGAGAAGTATGAGAAGGA
125*V A K K L G EMW N N T A A DD K Q P Y EK K AAIK L K EIK Y EKD
1201 TATTGCTGCCTACAGAGCTAAAGGAAAACCTGATGCAGCGAAAAAGGGGGTGGTCAAGGCTGAAAAGAGCAAGAAAAAGAAGGAAGAGGAAGATGATGAG
158 | A A Y R A K G K P D AAK K GV V KAEIK S KKK K EEEDD E
BamHI (1378)
1301 GAGGATGAAGAGGATGAGGAAGAGGAGGAAGAAGAGGAAGACGAAGATGAAGAAGAAGATGATGATGATGAAGGAGGTGGATCCAGCGCAGCTGCAAAAC
192 E D E ED E E E E E E E ED ED E E EDDUDUDEGGG G S S AAAK
BglII (1458)
1401 CCACTGAAATCAATGAAGACCTCAATATAGCTGCTGTGGCCTCCAACTTTGCCACCACAGATCTTGAGACTGACCTGTTCACCAACTGGGAGACCATGAA
225»P T E I N ED LN I AAV A SNTFATTD L ETD LT FTNWETMN
1501 TGTGATTAGCACTGACACAGAGCAGGTGAACACAGATGCTGACAGGGGCAAGCTGCCTGGCAAAAAACTCCCCCCAGATGTCCTGAGGGAGCTGGAGGCC
258 v | S T DT EQ V NTDAD RGI KL PGI KK L P PDV L RETILEA
1601 AATGCCAGAAGGGCTGGTTGCACAAGAGGCTGCCTCATTTGCCTCTCCCACATTAAGTGCACCCCTAAGATGAAGAAATTTATCCCTGGCAGGTGCCACA
292 N A R R A GCT I RGT CUL I CL SH I KT CTU®PIKMMIKT KT F I PG RTCH
EcoRYV (1753)
1701 CTTATGAAGGTGAAAAGGAGTCTGCTCAGGGAGGGATTGGAGAGGCAATTGTTGATATCCCAGAGATTCCTGGCTTCAAGGATAAGGAGCCACTGGACCA
325 T Y E G E K E S AQGG I G EA I VD I PE I PGFIKUDJIKETPTLTDNAQ
1801 GTTTATTGCTCAAGTGGACCTCTGTGCTGATTGCACCACTGGCTGTCTGAAGGGCCTTGCCAATGTCCAGTGCTCTGACCTCCTGAAGAAGTGGCTTCCC
358 F | AQV D LCADTCTTSGT CULIKSGILANVAOQTCSD L L KJZ KWL P
Nhel (1977)

1901 CAGAGGTGTACCACTTTTGCCAGCAAGATTCAGGGTAGGGTGGACAAAATCAAGGGTCTGGCTGGGGACAGATGATAGCTAGCTGGCCAGACATGATAAG
32k Q R C T T FA SK I Q GRV DK I K G LAGTD R e _
2001 ATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATA

Hpal (2115)
2101 AGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACA

EcoRI (2211)
2201 AATGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCA
B ——_ -

2301 TCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTC

2401 ATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTT

2501 TTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGC

2601 AAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGG
1254 ¢« D Q E E AV FHV CNGAUPDI RTILATFTETRGWP
2701 CTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACC
04 Q E G I E T M A PG SAD RTFNTSVV ESWEAYTULTEDTLGRYV
2801 CACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCA
66dlW V W A L T N D PV V Q DQVAS I FLTVDDU RVV GATFDTDEV
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Smal (2906)
CGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCAT

FDRSTFGTL RDTWTFTEVAGAVD RATILVUPVASTILZKAM
Asel (3054)

GATGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAATTGTCAA

- e

Spel (3209)
SnaBI (3337)
Pacl (3628)
Sdal (3620) BspLU11I (3638)
TAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTT
-

TTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCC

CTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTC

ACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAAC

TATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAG

AGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAG

CTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTG

Pacl (4368)
ATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCA
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