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PRODUCT INFORMATION

Content:

- 20 pg of pFUSE-rtIgG2B-Fc2 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-Fc2 (IL2ss) plasmids allow the secretion of Fc-Fusion proteins.
They contain the IL2 signal sequence (IL2ss) for the generation of Fc-
Fusion proteins derived from proteins that are not naturally secreted. 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.

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-US5’) 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.

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

e IL2 ss: The IL2 signal sequence contains 20 amino acids and share
common characteristics with signal peptides of other secretory proteins. The
intracellular cleavage of the IL.2 signal peptide occurs after Ser20 and leads to
the secretion of the antigenic protein.

* rtlgG2B Fc (rat): The Fc region comprises the CH2 and CH3 domains
of the IgG2B 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®.

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

e 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.

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®.

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 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.
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Sgfl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACG GGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

HindIII (246)
Pvull (242) Bsu36I (293)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
401
501 CTGAGATCAccggcGAAGGAGGGCCACCATGTACAGGATGCAACTCCTGTCTTGCA
- 1¥MetTyrArgMetGlnLeulLeuSer Cys
EcoRV (634) BglII (648)
EcoRI (626) Ncol (640) BspLUL1I (666)
601 TTGCACTAAGTCTTGCACTTGTCACGAATTCGATATCGGCCATGGTTAGATCTCCTACATGCCCTACATGTCACAAATGCCCAGTTCCTGAACTCTTGGG
10k | eAlalLeuSerLeuAlaLeuVal ThrAsnSer 1¥ProThrCysProThr CysHisLysCysProValProGlulLeulLeuG

BbrPI (772)
701 TGGACCATCTGTCTTCATCTTCCCGCCAAAGCCCAAGGACATCCTCTTGATCTCCCAGAACGCCAAGGTCACGTGTGTGGTGGTGGATGTGAGCGAGGAG
16* yGlyProSerValPhel |l ePheProProLysProLysAsplleLeulLeul | eSerGlnAsnAlalLysVal ThrCysVal Val ValAspVal Ser Gl uGlu
Pvull (820)
801 GAGCCGGACGTCCAGTTCAGCTGGTTTGTGAACAACGTAGAAGTACACACAGCTCAGACACAACCCCGTGAGGAGCAGTACAACAGCACCTTCAGAGTGG
50k Gl uProAspVal Gl nPheSer TrpPheValAsnAsnVal Gl uVal Hi sThr Al aGl nThr GI nProArgGl uGl uGl nTyrAsnSer Thr PheArgVal V
901 TCAGTGCCCTCCCCATCCAGCACCAGGACTGGATGAGCGGCAAGGAGTTCAAATGCAAGGTCAACAACAAAGCCCTCCCAAGCCCCATCGAGAAAACCAT
83k alSerAlaLeuProl | eGlnHisGlnAspTrpMetSer Gl yLysGluPheLysCysLysValAsnAsnLysAl aLeuProSerProl leGluLysThrl|
Bsu36I (1100)
1001 CTCAAAACCCAAAGGGCTAGTCAGAAAACCACAGGTATACGTCATGGGTCCACCGACAGAGCAGTTGACTGAGCAAACGGTCAGTTTGACCTGCTTGACC
116k eSerLysProLysGlyLeuValArgLysProGlnVal TyrValMetGlyProProThr Gl uGlnLeuThr Gl uGlnThrVal Ser LeuThr CysLeuThr
1101 TCAGGCTTCCTCCCTAACGACATCGGTGTGGAGTGGACCAGCAACGGGCATATAGAAAAGAACTACAAGAACACCGAGCCAGTGATGGACTCTGACGGTT
150F Ser Gl yPheLeuProAsnAspl | eGlyVal GluTrpThr SerAsnGlyHisl | eGluLysAsnTyrLysAsnThr Gl uProValMetAspSerAspGlyS
BbrPI (1301)
1201 CTTTCTTCATGTACAGCAAGCTCAATGTGGAAAGGAGCAGGTGGGATAGCAGAGCGCCCTTCGTCTGCTCCGTGGTCCACGAGGGTCTGCACAATCACCA
183F er PhePheMetTyrSerLysLeuAsnVal Gl uArgSerArgTrpAspSerArgAl aProPheVal CysSer Val Val HisGl uGl yLeuHi sAsnHisH
Nhel (1338)
1301 CGTGGAGAAGAGCATCTCCCGGCCTCCGGGTAAATGAGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAG
216FsVal GluLysSer|leSerArgProProGlyLysees

Hpal (1478)
1401 TGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATT

Asel (1575)
Xmnl (1576)
1501 TTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATAGCAAA

1601 ACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCA

1701 GCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACAT

Swal (1832)
1801 TCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCAT

1901 AATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCT
1254 eeeAspGInG
2001 CCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGC
1214 uGluAl aVal PheHisVal CysAsnGlyAl aProAspArgLeuAl aPheGl uArgGlyTrpProGlnGluGlyl I eGluThr MetAl aP roGl ySerAl a
2101 GTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGG
884AspArgPheAsnThr Ser Val Val Gl uSer TrpGl uAl aTyrLeuGl uAspLeuGlyArgVal TrpVal TrpAlaLeuThrAsnAspProVal Val Gl nA
Smal (2273)
2201 TCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGA
544spGlinVvalAlaSer|lePheLeuThrValAspAspArgValVal Gl yAl aPheAspAspGl uVal PheAspArgSer PheGlyLeuArgAspThr TrpPh
2301 ACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCTCCTCctgtcaggagaggaaagagaagaag
214eGluValAl aGlyAl aVal AspArgAl aThrLeuValProValAlaSer Thr LeuLysAl aMet
Asel (2459) Pstl (2481)
2401 gttagtacaattgCTATAGTGAGTTGTATTATACTATGCAGATATACTATGCCAATGATTAATTGTCAAACTAGGGCTGCAgggttcatagtgeccacttt

HindIII (2585)
2501 tcctgcactgccccatctcctgeccaccctttecccaggecatagacagtcagtgacttacCAAACTCACAGGAGGGAGAAGGCAGAAGCTTGAGACAGACC
B

2601 CGCGGGACCGCCGAACTGCGAGGGGACGTGGCTAGGGCGGCTTCTTTTATGGTGCGCCGGCCCTCGGAGGCAGGGCGCTCGGGGAGGCCTAGCGGCCAAT

BspEI (2743)
2701 CTGCGGTGGCAGGAGGCGGGGCCGAAGGCCGTGCCTGACCAATCCGGAGCACATAGGAGTCTCAGCCCCCCGCCCCAAAGCAAGGGGAAGTCACGCGCCT

Spel (2850)
2801 GTAGCGCCAGCGTGTTGTGAAATGGGGGCTTGGGGGGGTTGGGGCCCTGACTAGT

-t

2901

3001

3101




3201

3301

3401

3501

3601

3701

3801

3901

4001

4101

Pacl (3273)
Pstl (3266)
Sdal (3266) BspLU11I (3279)
AAGAACATGTGAGCAAAAGGCCAGCA

AAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGG

CGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCG

CCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGA

ACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGT

AACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCG

CTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCA

GATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTC

Pacl (4013) Swal (4021)  NotI (4029)
ATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATA

CGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA



	TechSheet
	Map
	Sequence


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




