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PRODUCT INFORMATION

Content:

- 20 pg of pFUSE-mIgG2A-Fcl plasmid provided as lyophilized DNA
- 4 pouches of E. coli Fast-Media® Zeo (2 TB and 2 Agar)

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 E. coli Fast-Media® Zeo at room temperature. Fast-Media® pouches
are stable 18 months when stored properly.

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 the effector region of a protein to the Fc
region of an immunoglobulin G (IgG).

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, cells
that are commonly used in protein purification systems.

pFUSE-Fc plasmids allow the secretion of Fc-Fusion proteins (when Fc
portion is fused to a naturally secreted protein). As Fc-Fusion proteins are
secreted, they can be easily detected in the supernatant of pFUSE-Fc-
transfected cells by SDS-PAGE. Furthermore, functional domains can be
identified by immunoblotting and ligand blotting.

Fc-Fusion proteins can be easily purified by single-step protein A or
protein G affinity chromatography.

InvivoGen provides pFUSE-Fc vectors featuring Fc regions from
different species and isotypes. Three murine isotypes are available:
I1gG1, IgG2a and IgG3. The Fc region mediates effector functions, such
as antibody-dependent cellular cytotoxicity (ADCC) and complement-
dependent cytotoxicity (CDC). In ADCC, the Fc region of an antibody
binds to Fc receptors (FcyRs) on the surface of immune effector cells such
as natural killers and macrophages, leading to the phagocytosis or lysis of
the targeted cells. In CDC, the antibodies kill the targeted cells by triggering
the complement cascade at the cell surfacelgG isoforms exert different
levels of effector functions increasing in the order of
mlgG1l<mlgG3<mlIgG2a.

PLASMID FEATURES

* mIgG2A Fc (mouse): The Fc region 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.

The Fc region of mouse IgG2A mediates high ADCC and CDC.

* hEF1-HTLYV prom is a composite promoter comprising the Elongation
Factor-1a (EF-10) 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-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.

* MCS: The multiple cloning site contains several restriction sites that are
compatible with many other enzymes, thus facilitating cloning.

* 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.

e 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.

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

Plasmid resuspension:
Quickly spin the tube containing the lyophilized plasmid to pellet the

DNA. To obtain a plasmid solution at 1 ug/ul, resuspend the DNA in 20
ul of sterile HyO. Store resuspended plasmid at -20°C.

Selection of bacteria with E. coli Fast-Media®

Fast-Media® is a fast and convenient way to prepare liquid and solid
media for bacterial culture by using only a microwave. Fast-Media® is a
TB (liquid) or LB (solid) based medium that already contains the
antibiotic. Fast-Media® Zeo is available separately: #fas-zn-1 (liquid),
#fas-zn-s (agar).

1- Pour the contents of a Fast-Media® pouch into a clean borosilicate glass
bottle or flask.

2- Add 200 ml of distilled water to the flask

3- Heat in a microwave on MEDIUM power setting (about 400Watts),
until bubbles start appearing (approximately 3 minutes). Do not heat a
closed container. Do not autoclave Fast-Media®.

4- Swirl gently to mix the preparation. Be careful, the bottle and media
are hot, use heatproof pads or gloves and care when handling.

5- Reheat the media for 30 seconds and gently swirl again. Repeat as
necessary to completely dissolve the powder into solution. But be careful
to avoid overboiling and volume loss.

6- Let agar medium cool to 45°C before pouring plates. Let liquid media
cool to 37°C before seeding bacteria.

Note: Do not reheat solidified Fast-Media® as the antibiotic will be
permanently destroyed by the procedure.

RELATED PRODUCTS

Product Catalog Code
Zeocin™ ant-zn-1
Fast-Media® Zeo TB fas-zn-1
Fast-Media® Zeo Agar fas-zn-s
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Sgfl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

HindIII (246)
Pvull (242) Bsu36l (293)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
401
EcoRI (559)
Agel (553) Xhol (570) Bglll (586)
KasI (536) SgrAl (553) EcoRV (567) Ncol (578)
501 CTGAGATCACCGGTGAATTCGATATCTCGAGCACCATGGTTAGATCTCCCAGAGGG

> 1FProArgGly

BspHI (698)
601 CCCACAATCAAGCCCTGTCCTCCATGCAAATGCCCAGCACCTAACCTCTTGGGTGGACCATCCGTCTTCATCTTCCCTCCAAAGATCAAGGATGTACTCA
4¥ProThr | leLysProCysProProCysLysCysProAlaProAsnLeulLeuGlyGlyProSerValPhellePheProProLysllelLysAspValLeuM

BspLUI11I (724) Pvull (773)
701 TGATCTCCCTGAGCCCCATAGTCACATGTGTGGTGGTGGATGTGAGCGAGGATGACCCAGATGTCCAGATCAGCTGGTTTGTGAACAACGTGGAAGTACA
37ketlleSerLeuSerProlleVval ThrCysValValValAspVal Ser Gl uAspAspProAspVal GInl | eSer TrpPheValAsnAsnVal GluVal Hi

801 CACAGCTCAGACACAAACCCATAGAGAGGATTACAACAGTACTCTCCGGGTGGTCAGTGCCCTCCCCATCCAGCACCAGGACTGGATGAGTGGCAAGGAG
70k sThrAlaGInThr GInThr Hi sArgGl uAspTyrAsnSer Thr LeuArgVal Val Ser Al aLeuProl | eGl nHi sGI nAspTrpMetSer Gl yLysGlu

901 TTCAAATGCAAGGTCAACAACAAAGACCTCCCAGCGCCCATCGAGAGAACCATCTCAAAACCCAAAGGGTCAGTAAGAGCTCCACAGGTATATGTCTTGC
104* PheLysCysLysValAsnAsnLysAspLeuProAlaProl leGluArgThr | leSerLysProLysGlySerValArgAlaProGlnVal TyrvalLeuP

1001 CTCCACCAGAAGAAGAGATGACTAAGAAACAGGTCACTCTGACCTGCATGGTCACAGACTTCATGCCTGAAGACATTTACGTGGAGTGGACCAACAACGG
137k roProProGluGluGluMetThrLysLysGlnVal Thr LeuThr CysMetVal ThrAspPheMetProGl uAspl | eTyrVal Gl uTrpThrAsnAsnGl

BsrGI (1163)
1101 GAAAACAGAGCTAAACTACAAGAACACTGAACCAGTCCTGGACTCTGATGGTTCTTACTTCATGTACAGCAAGCTGAGAGTGGAAAAGAAGAACTGGGTG
170* yLysThr Gl uLeuAsnTyrLysAsnThr Gl uProVal LeuAspSerAspGlySer TyrPheMetTyrSerLysLeuArgVal Gl uLysLysAsnTrpVal

Nhel (1296)
1201 GAAAGAAATAGCTACTCCTGTTCAGTGGTCCACGAGGGTCTGCACAATCACCACACGACTAAGAGCTTCTCCCGGACTCCGGGTAAATGAGCTCAGCTAG
204¥ GluArgAsnSer TyrSer CysSer Val Val Hi sGl uGl yLeuHi sAsnHi sHisThr ThrLysSer PheSer ArgThrProGl yLyseee

Mscl (1304)
1301 CTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCT

Hpal (1436)
1401 TTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAA

Asel (1533)
Xmnl (1534)
1501 GCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTG

1601 AGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTC

Swal (1790)
1701 CCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCA

1801 TTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAA

1901 CCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCA
1254 eeeAspGlInGluGl uAl aVal PheHisVal CysAsnGl yAl aProAspArglLe
2001 GGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTA
1074 uAl aPheGl uArgGlyTrpProGInGluGlyl 1 eGluThrMetAl aProGlySer Al aAspArgPheAsnThr SerVal Val GluSer TrpGluAl aTyr
2101 CAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACC
744 LeuGluAspLeuGl yArgVal TrpVal TrpAlaLeuThrAsnAspProVal Val Gl nAspGlnValAl aSer | | ePheLeuThr ValAspAspArgValV
Xmal (2229)
SgrAl (2203) Smal (2231)
2201 ACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAA
404 al Gl yAl aPheAspAspGl uVal PheAspArgSer PheGl yLeuArgAspThr TrpPheGluValAl aGl yAl aVal AspArgAl aThrLeuValProVa
Mscl (2318)
2301 CGGCACTGGTCAACTTGGCCATGATGGCTCCTCctgtcaggagaggaaagagaagaaggttagtacaattgCTATAGTGAGTTGTATTATACTATGCAGA
74 1AlaSer ThrLeuLysAl aMet -
Asel (2417) Pstl (2439)
2401 TATACTATGCCAATGATTAATTGTCAAACTAGGGCTGCAgggttcatagtgccacttttcctgcactgccccatctecctgeccaccctttecccaggeata

HindIII (2543)
2501 gacagtcagtgacttacCAAACTCACAGGAGGGAGAAGGCAGAAGCTTGAGACAGACCCGCGGGACCGCCGAACTGCGAGGGGACGTGGCTAGGGCGGCT

Stul (2645)
Ecold471 (2645)
2601 TCTTTTATGGTGCGCCGGCCCTCGGAGGCAGGGCGCTCGGGGAGGCCTAGCGGCCAATCTGCGGTGGCAGGAGGCGGGGCCGAAGGCCGTGCCTGACCAA
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BspEI (2701)
TCCGGAGCACATAGGAGTCTCAGCCCCCCGCCCCAAAGCAAGGGGAAGTCACGCGCCTGTAGCGCCAGCGTGTTGTGAAATGGGGGCTTGGGGGGGTTGG

Spel (2808)

GGCCCTGACTAGT
SnaBI (2938)
Ndel (3042)
Pacl (3231)
Pstl (3224)
Sdal (3224) BspLU11I (3237)

AAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTT

CCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCT

GGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCAC

GCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTA

TCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAG

TTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCT

CTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGAT

Pacl (3971) Swal (3979) NotI (3987)
CTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAA

TATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAA
ATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA



