PFUSE-SEAP-hG2-Fc

Plasmid designed for the expression of a SEAP-Fc Fusion protein
Catalog # pfuse-hsp
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Version 22H30-MM

PRODUCT INFORMATION

Content:

- 20 pug of pFUSE-SEAP-hG2-Fc 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 and is stable 3 months.

- Resuspended DNA should be stored at -20°C and is stable up to 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 was purified by ion exchange chromatography and
lyophilized.

GENERAL PRODUCT USE

pFUSE-Fc is a family of plasmid developed to facilitate the construction
of Fc-Fusion proteins by fusing a sequence encoding a given protein to
the Fc region of an immunoglobulin.

pFUSE-Fc plasmids yield high levels of Fc-Fusion proteins. The level of
expression is usually in the pg/mL range. They can be transfected in a
variety of mammalian cells, including myeloma cell lines, CHO cells,
monkey COS cells and human embryonic kidney (HEK)293 cells. These
cells are commonly used in protein purification systems.
pFUSE-SEAP-hFc plasmids allow the production of SEAP-Fc fusion
proteins. This plasmid can be used to make recombinant SEAP-Fc fusion
proteins or can be used as a transfection control in experiments with other
pFUSE-hFc constructs. Quantification of SEAP-Fc expression can be
determined using QUANTI-Blue™ Solution (cat. code: rep-gbs).

PLASMID FEATURES

* 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-U5’ has
been coupled to the EF-1o. core promoter to enhance stability of RNA.

* 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 expression can be readily quantified by collecting samples of
culture medium and measuring the hydrolysis of pNpp with a
spectrophometer at 405 nm.

* hIgG2 Fc (human): The Fc region of human IgG2 comprises the CH2
and CH3 domains of the IgG heavy chain and the hinge region. The hinge
serves as a flexible spacer between the two parts of the Fc-Fusion protein,
allowing each part of the molecule to function independently.

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

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

* CMV enh / hFerL prom: This composite promoter combines the
human cytomegalovirus immediate-early gene 1 enhancer and the core
promoter of the human ferritin light chain gene. This ubiquitous promoter
drives the expression of the Zeocin®"-resistance gene in mammalian cells.
* EM2KC is a bacterial promoter that enables the constitutive expression
of the antibiotic resistance gene in E. coli. EM2KC is located within an
intron and is spliced out in mammalian cells.

e Zeo: Resistance to Zeocin” is conferred by the Sh ble gene from
Streptoalloteichus hindustanus The same resistance gene confers
selection in both mammalian cells and E. coli.

* fGlo 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/pl, 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 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.
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Sefl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

HindIII (246)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
401
Agel (553) BspHI (576)
501 CTGAGATCACCGGTTCAGCTGAGGAGGCACATCATGATTCTGGGGCCCTGCATGCT

1kFMetl leLeuGlyProCysMetlLe
601 GCTGCTGCTGCTGCTGCTGGGCCTGAGGCTACAGCTCTCCCTGGGCATCATCCCAGTTGAGGAGGAGAACCCGGACTTCTGGAACCGCGAGGCAGCCGAG
8FulLeulLeuLeulLeuLeulLeuGlyLeuArgLeuGlnLeuSerLeuGlyllelleProValGluGluGluAsnProAspPheTrpAsnArgGluAl aAl aGlu
701 GCCCTGGGTGCCGCCAAGAAGCTGCAGCCTGCACAGACAGCCGCCAAGAACCTCATCATCTTCCTGGGCGATGGGATGGGGGTGTCTACGGTGACAGCTG
42FAlaLeuGlyAl aAlaLysLysLeuGInProAl aGl nThr Al aAl aLysAsnLeul I el | ePheLeuGl yAspGl yMetGlyVal Ser Thr Val Thr Al aA
BamHI (804)
801 CCAGGATCCTAAAAGGGCAGAAGAAGGACAAACTGGGGCCTGAGATACCCCTGGCTATGGACCGCTTCCCATATGTGGCTCTGTCCAAGACATACAATGT
75k laArgl leLeuLysGlyGlnLysLysAspLysLeuGlyProGlulleProLeuAl aMetAspArgPheProTyrValAlaLeuSerLysThr TyrAsnVa
901 AGACAAACATGTGCCAGACAGTGGAGCCACAGCCACGGCCTACCTGTGCGGGGTCAAGGGCAACTTCCAGACCATTGGCTTGAGTGCAGCCGCCCGCTTT
108F |AspLysHisValProAspSer Gl yAlaThrAlaThrAlaTyrLeuCysGlyValLysGlyAsnPheGInThr | | eGlyLeuSer Al aAl aAl aArgPhe

1001 AACCAGTGCAACACGACACGCGGCAACGAGGTCATCTCCGTGATGAATCGGGCCAAGAAAGCAGGGAAGTCAGTGGGAGTGGTAACCACCACACGAGTGC
142FAsnGl nCysAsnThr ThrArgGlyAsnGluVal | | eSer ValMe tAsnArgAl aLysLysAl aGlyLysSer Val Gl yVal Val Thr Thr ThrArgVal G

1101 AGCACGCCTCGCCAGCCGGCACCTACGCCCACACGGTGAACCGCAACTGGTACTCGGACGCCGACGTGCCTGCCTCGGCCCGCCAGGAGGGGTGCCAGGA
175F InHisAl aSerProAl aGlyThr TyrAl aHi sThr ValAsnArgAsnTrpTyrSerAspAl aAspVal ProAl aSer Al aArgGl nGl uGl yCysGl nAs

1201 CATCGCTACGCAGCTCATCTCCAACATGGACATTGATGTGATCCTGGGTGGAGGCCGAAAGTACATGTTTCGCATGGGAACCCCAGACCCTGAGTACCCA
208k plleAlaThrGlnLeul | eSerAsnMetAsplleAspValllelLeuGlyGlyGlyArgLysTyrMetPheArgMetGlyThrProAspProGluTyrPro

1301 GATGACTACAGCCAAGGTGGGACCAGGCTGGACGGGAAGAATCTGGTGCAGGAATGGCTGGCGAAGCGCCAGGGTGCCCGGTATGTGTGGAACCGCACTG
242FAspAspTyrSer GInGlyGl yThrArgLeuAspGlyLysAsnLeuVal Gl nGluTrpLeuAl aLysArgGlnGl yAl aArgTyrVal TrpAsnArgThr G

1401 AGCTCATGCAGGCTTCCCTGGACCCGTCTGTGACCCATCTCATGGGTCTCTTTGAGCCTGGAGACATGAAATACGAGATCCACCGAGACTCCACACTGGA
275F luLeuMe tGl nAl aSer LeuAspProSer Val Thr Hi sLeuMe tGl yLeuPheGl uP roGl yAspMe tLysTyrGl ul | eHi sArgAspSer Thr LeuAs

1501 CCCCTCCCTGATGGAGATGACAGAGGCTGCCCTGCGCCTGCTGAGCAGGAACCCCCGCGGCTTCTTCCTCTTCGTGGAGGGTGGTCGCATCGACCACGGT
308k pProSerLeuMetGl uMetThr Gl uAl aAl aLeuArgLeuLeuSer ArgAsnProArgGl yPhePheLeuPheVal Gl uGl yGlyArgl | eAspHisGly

1601 CATCACGAAAGCAGGGCTTACCGGGCACTGACTGAGACGATCATGTTCGACGACGCCATTGAGAGGGCGGGCCAGCTCACCAGCGAGGAGGACACGCTGA
342FHisHisGluSerArgAlaTyrArgAlaLeuThr GluThr | | eMetPheAspAspAl al | eGluArgAl aGlyGlnLeuThr Ser Gl uGl uAspThrLeu$S

1701 GCCTCGTCACTGCCGACCACTCCCACGTCTTCTCCTTCGGAGGCTACCCCCTGCGAGGGAGCTCCATCTTCGGGCTGGCCCCTGGCAAGGCCCGGGACAG
375k erLeuVal Thr Al aAspHisSer HisVal PheSer PheGl yGl yTyrProLeuArgGl ySer Ser | | ePheGl yLeuAl aProGl yLysAl aArgAspAr

1801 GAAGGCCTACACGGTCCTCCTATACGGAAACGGTCCAGGCTATGTGCTCAAGGACGGCGCCCGGCCGGATGTTACCGAGAGCGAGAGCGGGAGCCCCGAG
408k gLysAlaTyrThrValLeuLeuTyrGlyAsnGlyProGlyTyrValLeuLysAspGlyAlaArgProAspVal Thr Gl uSer Gl uSer Gl ySerProGlu

1901 TATCGGCAGCAGTCAGCAGTGCCCCTGGACGAAGAGACCCACGCAGGCGAGGACGTGGCGGTGTTCGCGCGCGGCCCGCAGGCGCACCTGGTTCACGGCG
442F TyrArgGIinGlnSerAlaVal ProLeuAspGl uGl uThr Hi sAl aGl yGl uAspVal Al aVal PheAl aArgGl yProGl nAl aHisLeuVal HisGl yV

2001 TGCAGGAGCAGACCTTCATAGCGCACGTCATGGCCTTCGCCGCCTGCCTGGAGCCCTACACCGCCTGCGACCTGGCGCCCCCCGCCGGCACCACCGACGC
475Fal GInGluGI nThrPhel | eAl aHi sValMe tAl aPheAl aAl aCysLeuGl uProTyrThr Al aCysAspLeuAl aProProAl aGlyThr ThrAspAl

BglII (2138)

2101 CGCGCACCCGGGGCGGTCCCGGTCCAAGCGTCTGGATAGATCTGTGGAGTGCCCACCTTGCCCAGCACCACCTGTGGCAGGACCTTCAGTCTTCCTCTTC

508F aAl aHisProGlyArgSerArgSerLysArgLeuAspArgSer Val Gl uCysProProCysProAlaProProValAlaGlyProSer Val PheLeuPhe
1k Val Gl uCysProProCysProAlaProProValAl aGlyProSer Val PheLeuPhe
BbrPI (2250)

2201 CCCCCAAAACCCAAGGACACCCTGATGATCTCCAGAACCCCTGAGGTCACGTGCGTGGTGGTGGACGTGAGCCACGAAGACCCCGAGGTCCAGTTCAACT
542FProProLysProLysAspThrLeuMetlleSerArgThrProGluVal Thr CysVal Val ValAspVal Ser Hi sGl uAspProGluVal Gl nPheAsnT

20FProProLysProLysAspThrLeuMetl | eSerArgThrProGluVal Thr CysVal Val ValAspVal Ser Hi sGl uAspP roGl uVal Gl nPheAsnT

2301 GGTACGTGGACGGCATGGAGGTGCATAATGCCAAGACAAAGCCACGGGAGGAGCAGTTCAACAGCACGTTCCGTGTGGTCAGCGTCCTCACCGTCGTGCA
575k rpTyrValAspGl yMe tGl uVal Hi sAsnAl aLysThr LysProArgGl uGl uGl nPheAsnSer Thr PheArgVal Val Ser Val LeuThr Val Val Hi

53krpTyrValAspGl yMetGl uVal Hi sAsnAl aLysThr LysProArgGl uGl uGl nPheAsnSer Thr PheArgVal Val Ser Val LeuThr Val Val Hi

2401 CCAGGACTGGCTGAACGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGGCCTCCCAGCCCCCATCGAGAAAACCATCTCCAAAACCAAAGGGCAGCCC
608F sGI nAspTrpLeuAsnGlyLysGluTyrLysCysLysVal SerAsnLysGlyLeuProAlaProlleGluLysThrlleSerLysThrLysGlyGInPro

86F sGInAspTrpLeuAsnGlyLysGluTyrLysCysLysVal SerAsnLysGlyLeuProAlaProlleGluLysThrlleSerLysThrLysGlyGInPro

2501 CGAGAACCACAGGTGTACACCCTGCCCCCATCCCGGGAGGAGATGACCAAGAACCAGGTCAGCCTGACCTGCCTGGTCAAAGGCTTCTACCCCAGCGACA
642FArgGluProGlnVal TyrThrLeuProProSerArgGluGluMetThrLysAsnGlnVal SerLeuThr CysLeuValLysGlyPheTyrProSerAspl
120*ArgGluProGlinVal TyrThrLeuProProSerArgGluGluMetThrLysAsnGlnVal SerLeuThr CysLeuValLysGlyPheTyrProSerAspl

2601 TCGCCGTGGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCACACCTCCCATGCTGGACTCCGACGGCTCCTTCTTCCTCTACAGCAAGCT
675F | eAl aVal Gl uTrpGl uSerAsnGl yGl nProGl uAsnAsnTyrLysThr Thr ProP roMe tLeuAspSerAspGl ySer PhePhelLeuTyrSerLyslLe
153k leAlaVal GluTrpGluSerAsnGlyGlnProGluAsnAsnTyrLysThr Thr ProProMetLeuAspSerAspGlySer PhePheLeuTyrSerLysLe

Xmnl (2735)

2701 CACCGTGGACAAGAGCAGGTGGCAGCAGGGGAACGTCTTCTCATGCTCCGTGATGCATGAGGCTCTGCACAACCACTACACACAGAAGAGCCTCTCCCTG
708k uThrValAspLysSerArgTrpGl nGlnGl yAsnVal PheSer CysSer ValMe tHi sGl uAl aLeuHi sAsnHisTyrThr Gl nLysSer LeuSer Leu
186F uThr ValAspLysSerArgTrpGl nGl nGl yAsnVal PheSer CysSer ValMe tHi sGl uAl aLeuHi sAsnHisTyrThr Gl nLysSer LeuSerLeu

Nhel (2824)

2801 TCTCCGGGTAAATGAgtgccacgGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTT
742F SerProGlyLyseee
220F SerProGlyLyseee

Hpal (2964)
2901 TATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTT

Asel (3061)
Xmnl (3062)
3001 CAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAA

-

3101 ATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTT




3201 CATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAA

Swal (3318)
3301 AATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTT

3401 TAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGCCACAAAG
1254 eeeAspGI nGl uGl uAl aVal PheH
3501 TGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGAAGTTCG
1164 isVal CysAsnGl yAl aProAspArglLeuAl aPheGl uArgGlyTrpProGInGluGlyl 1 eGluThr MetAl aProGlySer Al aAspArgPheAsnTh
3601 TGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGACCGCGCT
834rSerValValGluSer TrpGluAlaTyrLeuGluAspLeuGlyArgVal TrpVal TrpAlaLeuThrAsnAspProVal Val Gl nAspGlnValAl aSer
3701 GATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGACCGCTCCG
50411 ePheLeuThrValAspAspArgVal Val Gl yAl aPheAspAspGl uVal PheAspArgSer PheGl yLeuArgAspThr TrpPheGluValAl aGl yA
3801 GCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCTCCTCctgtcaggagaggaaagagaagaaggttagtacaatth
164 1aValAspArgAlaThrLeuValProValAlaSer Thr LeuLysAl aMet
Asel (3945)
3901 TATAGTGAGTTGTATTATACTATGCAGATATACTATGCCAATGATTAATTGTCAAACTAGGGCTGCAgggttcatagtgccacttttcctgecactgeccce

HindIII (4071)
4001 atctcctgcccaccctttcccaggcatagacagtcagtgacttacCAAACTCACAGGAGGGAGAAGGCAGAAGCTTGAGACAGACCCGCGGGACCGCCGA

P

4101 ACTGCGAGGGGACGTGGCTAGGGCGGCTTCTTTTATGGTGCGCCGGCCCTCGGAGGCAGGGCGCTCGGGGAGGCCTAGCGGCCAATCTGCGGTGGCAGGA

BspEI (4229)
4201 GGCGGGGCCGAAGGCCGTGCCTGACCAATCCGGAGCACATAGGAGTCTCAGCCCCCCGCCCCAAAGCAAGGGGAAGTCACGCGCCTGTAGCGCCAGCGTG

Spel (4336)
4301 TTGTGAAATGGGGGCTTGGGGGGGTTGGGGCCCTGACTAGT

P

4401
4501
4601
Pacl (4759)
Sdal (4752)
4701 AAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACC

-

4801 GTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGG

4901 ACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCG

5001 GGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGC

5101 CCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAG

5201 AGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCA

5301 GTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAA

Pacl (5499)
5401 AAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATT

Swal (5507) NotI (5515)
5501 AACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAA
5601 ACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA
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