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PRODUCT INFORMATION

Content:

- 20 pg of pFUSE-SEAP-hG1-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 ug/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-hIgG1-Fc 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-qbs).

PLASMID FEATURES

* hEF1-HTLYV prom is a composite promoter comprising the Elongation
Factor-1aw (EF-10t) core promoter' and the R segment and part of the U5
sequence (R-US’) of the Human T-Cell Leukemia Virus (HTLV) Type 1
Long Terminal Repeat’. The EF-1o. 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.

* 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.

e hIgG1 Fc (human): The Fc region of human IgG1 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.

Human IgG1 dispays high ADCC and CDC, and is the most suitable
for therapeutic use against pathogens and cancer cells.

* 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.

* CMYV 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.

* 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.

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

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.

References:

1. Kim, D.W. et al. (1990). Gene 2: 217-223.

2. Takebe, Y. et al. (1988). Mol. Cell Biol. 1: 466-472.

3. Carswell, S., and Alwine, J.C. (1989). Mol. Cell Biol. 10: 4248-4258.
4.YuJ & Russell JE. (2001). Mol Cell Biol, 21(17):5879-88.

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 Asia: +852 3622-3480

E-mail: info@invivogen.com

) .
7 InvivoGen

www.invivogen.com



Sgfl (11)

NotI (5521) HindIII (246)
Swal (5513)

Pacl (5505)

: Ori
Sdal (4758)>

CMYV enh
Spel (4342)

wer.  PFUSE-SEAP-hG1-Fc

(5684 bp)

BspEI (4235)

HindIII (4077)

SEAP-hIgG1-Fc

Asel (3951)

hlgG1 Fc

R R BspHI (2235)
Swal (3324)

Xmnl (3068)
Xmnl (2747)
Asel (3067)

Hpal (2970) Nhel (2830) 150

" ) .
@ InvivoGen



Sgfl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

HindIII (246)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
401
Agel (553) BspHI (576)
501 CTGAGATCACCGGTTCAGCTGAGGAGGCACATCATGATTCTGGGGCCCTGCATGCT
> 1kMetlleLeuGlyProCysMetlLe

601 GCTGCTGCTGCTGCTGCTGGGCCTGAGGCTACAGCTCTCCCTGGGCATCATCCCAGTTGAGGAGGAGAACCCGGACTTCTGGAACCGCGAGGCAGCCGAG
8FuLeulLeuLeulLeuLeulLeuGlyLeuArgLeuGlnLeuSerLeuGlyllelleProValGluGluGluAsnProAspPheTrpAsnArgGluAl aAl aGlu
701 GCCCTGGGTGCCGCCAAGAAGCTGCAGCCTGCACAGACAGCCGCCAAGAACCTCATCATCTTCCTGGGCGATGGGATGGGGGTGTCTACGGTGACAGCTG
42k AlalLeuGlyAlaAlaLysLysLeuGlnProAlaGlnThrAlaAlaLysAsnLeul el | ePheLeuGl yAspGl yMetGlyVal Ser Thr Val Thr Al aA
BamHI (804)
801 CCAGGATCCTAAAAGGGCAGAAGAAGGACAAACTGGGGCCTGAGATACCCCTGGCTATGGACCGCTTCCCATATGTGGCTCTGTCCAAGACATACAATGT
75k laArgl leLeulLysGlyGlnLysLysAspLysLeuGlyProGlulleProLeuAl aMetAspArgPheProTyrValAlaLeuSerLysThr TyrAsnVa
901 AGACAAACATGTGCCAGACAGTGGAGCCACAGCCACGGCCTACCTGTGCGGGGTCAAGGGCAACTTCCAGACCATTGGCTTGAGTGCAGCCGCCCGCTTT
108F IAspLysHisValProAspSer Gl yAlaThrAlaThrAlaTyrLeuCysGlyValLysGlyAsnPheGInThr |1 eGlyLeuSerAl aAl aAl aArgPhe

1001 AACCAGTGCAACACGACACGCGGCAACGAGGTCATCTCCGTGATGAATCGGGCCAAGAAAGCAGGGAAGTCAGTGGGAGTGGTAACCACCACACGAGTGC
142F AsnGInCysAsnThr ThrArgGl yAsnGluVal | | eSer ValMe tAsnArgAl aLysLysAl aGlyLysSer Val Gl yVal Val Thr Thr ThrArgVal G

1101 AGCACGCCTCGCCAGCCGGCACCTACGCCCACACGGTGAACCGCAACTGGTACTCGGACGCCGACGTGCCTGCCTCGGCCCGCCAGGAGGGGTGCCAGGA
175F InHisAlaSerProAl aGl yThr TyrAl aHi sThr ValAsnArgAsnTrpTyrSerAspAl aAspVal ProAl aSer Al aArgGl nGl uGl yCysGl nAs

1201 CATCGCTACGCAGCTCATCTCCAACATGGACATTGATGTGATCCTGGGTGGAGGCCGAAAGTACATGTTTCGCATGGGAACCCCAGACCCTGAGTACCCA
208FplleAlaThrGlnLeul | eSerAsnMetAspl | eAspVallleLeuGlyGlyGlyArgLysTyrMetPheArgMetGlyThrProAspProGluTyrPro

1301 GATGACTACAGCCAAGGTGGGACCAGGCTGGACGGGAAGAATCTGGTGCAGGAATGGCTGGCGAAGCGCCAGGGTGCCCGGTATGTGTGGAACCGCACTG
242F AspAspTyrSer Gl nGl yGl yThrArgLeuAspGl yLysAsnLeuVal GI nGluTrpLeuAl aLysArgGl nGlyAl aArgTyrVal TrpAsnArgThr G

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

1501 CCCCTCCCTGATGGAGATGACAGAGGCTGCCCTGCGCCTGCTGAGCAGGAACCCCCGCGGCTTCTTCCTCTTCGTGGAGGGTGGTCGCATCGACCACGGT
308F pProSerLeuMetGl uMetThr Gl uAl aAl aLeuArgLeuLeuSer ArgAsnProArgGlyPhePheLeuPheVal Gl uGl yGl yArgl | eAspHisGly

1601 CATCACGAAAGCAGGGCTTACCGGGCACTGACTGAGACGATCATGTTCGACGACGCCATTGAGAGGGCGGGCCAGCTCACCAGCGAGGAGGACACGCTGA
342F HisHisGluSerArgAlaTyrArgAl aLeuThr Gl uThr | | eMe tPheAspAspAl al | eGl uArgAl aGl yGl nLeuThr Ser Gl uGl uAspThr LeuS

1701 GCCTCGTCACTGCCGACCACTCCCACGTCTTCTCCTTCGGAGGCTACCCCCTGCGAGGGAGCTCCATCTTCGGGCTGGCCCCTGGCAAGGCCCGGGACAG
375k erLeuVal Thr Al aAspHisSerHisVal PheSer PheGl yGl yTyrProLeuArgGl ySer Ser | | ePheGlyLeuAl aProGlyLysAl aArgAspAr

1801 GAAGGCCTACACGGTCCTCCTATACGGAAACGGTCCAGGCTATGTGCTCAAGGACGGCGCCCGGCCGGATGTTACCGAGAGCGAGAGCGGGAGCCCCGAG
408k gLysAlaTyrThrValLeuLeuTyrGlyAsnGlyProGlyTyrVal LeuLysAspGl yAl aArgProAspVal Thr Gl uSer Gl uSer Gl ySerProGlu

1901 TATCGGCAGCAGTCAGCAGTGCCCCTGGACGAAGAGACCCACGCAGGCGAGGACGTGGCGGTGTTCGCGCGCGGCCCGCAGGCGCACCTGGTTCACGGCG
442F TyrArgGlnGl nSerAlaVal ProLeuAspGl uGl uThr HisAl aGl yGl uAspValAl aVal PheAl aArgGl yProGI nAl aHisLeuVal Hi sGl yV

2001 TGCAGGAGCAGACCTTCATAGCGCACGTCATGGCCTTCGCCGCCTGCCTGGAGCCCTACACCGCCTGCGACCTGGCGCCCCCCGCCGGCACCACCGACGC
475k al GInGluGInThrPhel | eAl aHi sValMe tAl aPheAl aAl aCysLeuGl uProTyrThr Al aCysAspLeuAl aProP roAl aGl yThr ThrAspAl

BglIl (2138)

2101 CGCGCACCCGGGGCGGTCCCGGTCCAAGCGTCTGGATAEATCTGACAAAACTCACACATGCCCACCGTGCCCAGCACCTGAACTCCTGGGGGGACCGTCA

508F aAl aHi sProGlyArgSerArgSerLysArgLeuAspArgSerAspLysThrHisThr CysProProCysProAl aProGluLeulLeuGlyGlyProSer
1k AspLysThrHisThr CysProProCysProAlaProGluLeuLeuGlyGlyProSer
BspHI (2235)

2201 GTCTTCCTCTTCCCCCCAAAACCCAAGGACACCCTCATGATCTCCCGGACCCCTGAGGTCACATGCGTGGTGGTGGACGTGAGCCACGAAGACCCTGAGG
542k ValPheLeuPheProProLysProLysAspThrLeuMetlleSerArgThrProGluVal Thr CysVal Val ValAspVal Ser Hi sGl uAspP roGluV

20k Val PheLeuPheProProLysProLysAspThrLeuMetl leSerArgThrProGluVal Thr CysVal Val ValAspVal Ser Hi sGl uAspP roGl uV

2301 TCAAGTTCAACTGGTACGTGGACGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGGGAGGAGCAGTACAACAGCACGTACCGTGTGGTCAGCGTCCT
575kalLysPheAsnTrpTyrValAspGlyVal GluVal Hi sAsnAl aLysThrLysProArgGl uGl uGl nTyrAsnSer Thr TyrArgVal Val Ser Val Le

53kalLysPheAsnTrpTyrValAspGlyVal GluValHisAsnAlaLysThrLysProArgGluGluGlnTyrAsnSer Thr TyrArgVal Val SerVal Le

2401 CACCGTCCTGCACCAGGACTGGCTGAATGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGCCCTCCCAGCCCCCATCGAGAAAACCATCTCCAAAGCC
608F uThr Val LeuHi sGl nAspTrpLeuAsnGlyLysGluTyrLysCysLysVal SerAsnLysAlalLeuProAlaProl leGluLysThr|leSerLysAla

86k uThr Val LeuHi sGl nAspTrpLeuAsnGlyLysGluTyrLysCysLysVal SerAsnLysAlalLeuProAlaProlleGluLysThrlleSerLysAla

2501 AAAGGGCAGCCCCGAGAACCACAGGTGTACACCCTGCCCCCATCCCGGGAGGAGATGACCAAGAACCAGGTCAGCCTGACCTGCCTGGTCAAAGGCTTCT
642FLysGlyGInProArgGluProGlnVal TyrThrLeuProProSer ArgGl uGl uMe tThr LysAsnGlnVal Ser LeuThr CysLeuVal LysGl yPheT
120F LysGl yGlnProArgGluProGlnVal TyrThr LeuProProSer ArgGl uGluMe tThr LysAsnGlnVal Ser LeuThr CysLeuVal LysGl yPheT

2601 ATCCCAGCGACATCGCCGTGGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCACGCCTCCCGTGCTGGACTCCGACGGCTCCTTCTTCCT
675FyrProSerAsplleAlaVal GluTrpGluSerAsnGlyGlnProGluAsnAsnTyrLysThr Thr ProProVal LeuAspSerAspGlySer PhePhele
153k yrProSerAsplleAlaVal Gl uTrpGluSerAsnGlyGlnProGluAsnAsnTyrLysThr Thr ProProVal LeuAspSerAspGlySer PhePhele

Xmnl (2747)

2701 CTACAGCAAGCTCACCGTGGACAAGAGCAGGTGGCAGCAGGGGAACGTCTTCTCATGCTCCGTGATGCACGAGGCTCTGCACAACCACTACACGCAGAAG
708k uTyrSerLysLeuThrValAspLysSer ArgTrpGlnGl nGl yAsnVal PheSer CysSer ValMe tHi sGl uAl aLeuHi sAsnHisTyrThr Gl nLys
186k uTyrSerLysLeuThrValAspLysSerArgTrpGInGlnGl yAsnVal PheSer CysSer ValMe tHi sGl uAl aLeuHi sAsnHisTyrThrGlnLys

Nhel (2830)

2801 AGCCTCTCCCTGTCTCCGGGTAAATGAGTGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAA
742k SerLeuSerLeuSerProGlylLyseee
220k SerLeuSerLeuSerProGlyLyseee

Hpal (2970)
2901 ATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTT

Asel (3067)
Xmnl (3068)
3001 CAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATAGCAAAACTTTAAC

3101 CTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACC




3201 TTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTT

Swal (3324)
3301 TAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCC

3401 CCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGCC
1254 eeeAspGInGl uGl uAl aV
3501 ACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGA
1184 alPheHisVal CysAsnGl yAl aProAspArgLeuAl aPheGluArgGlyTrpProGInGluGlyl | eGluThr MetAl aProGl ySer Al aAspArgPh
3601 AGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGAC
854 eAsnThrSer Val Val GluSer TrpGluAl aTyrLeuGl uAspLeuGlyArgVal TrpVal TrpAlaLeuThrAsnAspProVal Val Gl nAspGlnVval
SgrAI (3737
3701 CGCGCTGATGAACAGGGTCACGTCGTCCCGGACCAC%CCGGEGAA%TCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGACC
524AlaSer|lePheLeuThrValAspAspArgVal Val Gl yAl aPheAspAspGluVal PheAspArgSer PheGlyLeuArgAspThr TrpPheGluValA
3801 GCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCTCCTCctgtcaggagaggaaagagaagaaggttagtac
184 1aGlyAlaValAspArgAlaThrLeuValProValAlaSer Thr LeuLysAl aMet
Asel (3951)
3901 aattgCTATAGTGAGTTGTATTATACTATGCAGATATACTATGCCAATGATTAATTGTCAAACTAGGGCTGCAgggttcatagtgccacttttcctgceac

HindIII (4077)
4001 tgccccatctcctgeccaccctttcccaggcatagacagtcagtgacttacCAAACTCACAGGAGGGAGAAGGCAGAAGCTTGAGACAGACCCGCGGGAC

4101 CGCCGAACTGCGAGGGGACGTGGCTAGGGCGGCTTCTTTTATGGTGCGCCGGCCCTCGGAGGCAGGGCGCTCGGGGAGGCCTAGCGGCCAATCTGCGGTG

BspEI (4235)
4201 GCAGGAGGCGGGGCCGAAGGCCGTGCCTGACCAATCCGGAGCACATAGGAGTCTCAGCCCCCCGCCCCAAAGCAAGGGGAAGTCACGCGCCTGTAGCGCC

Spel (4342)
4301 AGCGTGTTGTGAAATGGGGGCTTGGGGGGGTTGGGGCCCTGACTAGT

-

4401
4501
4601
Pacl (4765)
Sdal (4758)
4701 AAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCA

-

4801 GGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCC

4901 GACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTC

5001 CCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCG

5101 TTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGAT

5201 TAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTG

5301 AAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGC

5401 GCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAG

Pacl (5505) Swal (5513) NotI (5521)
5501 TTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCC
5601 ATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA





