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PRODUCT INFORMATION

Content:

- 20 ug of pFUSE-SEAP-mG3Fc 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.

- Expression of SEAP-mG3Fc was confirmed by using
QUANTI-Blue™ Solution.

- SEAP-mG3Fc protein was purified using protein G affinity
chromatography following manufacturer’s protocol.

GENERAL PRODUCT USE

pFUSE-SEAP-Fc plasmids express a SEAP-Fc fusion protein
generated by fusing the gene encoding for human secreted alkaline
phosphatase (SEAP) and the Fc region of an immunoglobulin G
(IgG).

pFUSE-SEAP-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, Chinese hamster ovary (CHO) cells, monkey COS cells and
human embryonic kidney (HEK)293 cells. These cells are commonly
used in protein purification systems.

SEAP-Fc fusion proteins are secreted and can be easily detected in the
supernatant of pFUSE-SEAP-Fc-transfected cells by using
QUANTI-Blue™ Solution, a SEAP detection medium. SEAP-Fc
fusion proteins can be easily purified by single-step protein A or
protein G affinity chromatography.

PLASMID FEATURES

e hEF1-HTLV prom is a composite promoter comprising the
Elongation Factor-la. (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.

* SEAP-mG3Fc was generated by fusing the gene encoding for human
SEAP with the Fc region of mouse IgG3. This 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 SEAP and Fc
moieties, 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.

* 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 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.

Purification of SEAP-mG3Fc protein
The following protocol describes the purification of SEAP-mG3Fc

protein produced by 293 cells using Protein G affinity
chromatography.

1- Seed 3.5x10° 293 cells in a 100 mm plate containing 6 ml of
DMEM supplemented with 10% FBS.

2- Transfect cells with 750 ul of pFUSE-SEAP-mG3Fc/LyoVec™
complexes at a ratio of 1:6 prepared by mixing 7.5 ug
pFUSE-SEAP-mG3Fc and 750 ul reconstituted LyoVec™ following the
LyoVec™ protocol.

3- After 16 hours transfection, replace the medium with a serum-free
medium such as PRO 293a-CDM (Biowithaker-Cambrex).

4- After 72 hours transfection, collect supernatant.

5- Purifiy protein using Protein G affinity chromatography such as Hi
Trap Protein G HP (Amersham Biosciences) following
manufacturer’s protocol.

RELATED PRODUCTS

Product

LyoVec™
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Pvul (11)
Sgfl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

Psp14061 (205) HindIII (246) Bsu36I (293)

201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG
301
401

SphI (598)

Agel (553) BspHI (576) Bsp120I (587)
501 CTGAGATCACCGGTTCAGCTGAGGAGGCACATCATGATTCTGGGGCCCTGCATGCT
| .
*M | L G P CM L

Bsu36l (623)
601 GCTGCTGCTGCTGCTGCTGGGCCTGAGGCTACAGCTCTCCCTGGGCATCATCCCAGTTGAGGAGGAGAACCCGGACTTCTGGAACCGCGAGGCAGCCGAG

8% L L L L L L GLRLQLSULGI I PVETETENPDTFWNRTEAAE
701 GCCCTGGGTGCCGCCAAGAAGCTGCAGCCTGCACAGACAGCCGCCAAGAACCTCATCATCTTCCTGGGCGATGGGATGGGGGTGTCTACGGTGACAGCTG

42 AL G AAKKLQPAQTAAIKNLI I FLGDGMGVSTVTA
BamHI (804) Ndel (871)
801 CCAGGATCCTAAAAGGGCAGAAGAAGGACAAACTGGGGCCTGAGATACCCCTGGCTATGGACCGCTTCCCATATGTGGCTCTGTCCAAGACATACAATGT

75A R | L K G Q K K DKL G®PEI PLAMDT RTFZPYVALSIKTYNYV
901 AGACAAACATGTGCCAGACAGTGGAGCCACAGCCACGGCCTACCTGTGCGGGGTCAAGGGCAACTTCCAGACCATTGGCTTGAGTGCAGCCGCCCGCTTT

108 D K H VPDSGATATAYLTCGVI KG GNTFAQTI GLSAAATRF
BstEII (1081)
1001 AACCAGTGCAACACGACACGCGGCAACGAGGTCATCTCCGTGATGAATCGGGCCAAGAAAGCAGGGAAGTCAGTGGGAGTGGTAACCACCACACGAGTGC

142 N Q C N T TR GNEVI SVMNRAIKIKAGIKSV GV VTTTR RV
1101 AGCACGCCTCGCCAGCCGGCACCTACGCCCACACGGTGAACCGCAACTGGTACTCGGACGCCGACGTGCCTGCCTCGGCCCGCCAGGAGGGGTGCCAGGA

175*Q H A S P A GTYAHTVNRNWYSDADVZPASARI QETGTCAQD
1201 CATCGCTACGCAGCTCATCTCCAACATGGACATTGATGTGATCCTGGGTGGAGGCCGAAAGTACATGTTTCGCATGGGAACCCCAGACCCTGAGTACCCA

208 | AT QL I S NMDI DVILGGG GRIKYMFRMGTU®PHDTZPTETYFP
Sacl (1404)
1301 GATGACTACAGCCAAGGTGGGACCAGGCTGGACGGGAAGAATCTGGTGCAGGAATGGCTGGCGAAGCGCCAGGGTGCCCGGTATGTGTGGAACCGCACTG

242 D DY S QG GTARULDSGIKNLVQEWLAIKRIQGARYVWNR RT
1401 AGCTCATGCAGGCTTCCCTGGACCCGTCTGTGACCCATCTCATGGGTCTCTTTGAGCCTGGAGACATGAAATACGAGATCCACCGAGACTCCACACTGGA

275E L M Q A S L DP SV THLMGLT FEPGDMIKYETIHRIDSTTLD
Sacll (1558) PshAI (1591)
1501 CCCCTCCCTGATGGAGATGACAGAGGCTGCCCTGCGCCTGCTGAGCAGGAACCCCCGCGGCTTCTTCCTCTTCGTGGAGGGTGGTCGCATCGACCACGGT

308 P S L M EMTEAALURLTULSRNPRGTFTFLTFVEGG GRI DHG
1601 CATCACGAAAGCAGGGCTTACCGGGCACTGACTGAGACGATCATGTTCGACGACGCCATTGAGAGGGCGGGCCAGCTCACCAGCGAGGAGGACACGCTGA

342 H HE SRAYRALTTETI MF DDA AI ERAGAQLTSETETDTL
Xeml (1771)
Sacl (1763)
1701 GCCTCGTCACTGCCGACCACTCCCACGTCTTCTCCTTCGGAGGCTACCCCCTGCGAGGGAGCTCCATCTTCGGGCTGGCCCCTGGCAAGGCCCGGGACAG

375#*S L VT A DH S HVF SF GGYPLRGSS I FGLAPSGZEKARTDTR
Stul (1805) BsrBI (1884)
1801 GAAGGCCTACACGGTCCTCCTATACGGAAACGGTCCAGGCTATGTGCTCAAGGACGGCGCCCGGCCGGATGTTACCGAGAGCGAGAGCGGGAGCCCCGAG

408 K A Y T VvV L L Y G NG P G Y VL KD GARU®PUDVTTESTESSGS P E
BssHII (1967)
1901 TATCGGCAGCAGTCAGCAGTGCCCCTGGACGAAGAGACCCACGCAGGCGAGGACGTGGCGGTGTTCGCGCGCGGCCCGCAGGCGCACCTGGTTCACGGCG

442 Y R Q Q S AV P LDETETHAGETDVAVFARGPI QAUHTLVHG
2001 TGCAGGAGCAGACCTTCATAGCGCACGTCATGGCCTTCGCCGCCTGCCTGGAGCCCTACACCGCCTGCGACCTGGCGCCCCCCGCCGGCACCACCGACAC

475"V Q E Q T F I A HVMAF AATCLE®PYTACDTLAPPAGTTTDA
BglII (2138)
2101 CGCGCACCCGGGGCGGTCCCGGTCCAAGCGTCTGGATAGATCTCCTAGAATACCCAAGCCCAGTACCCCCCCAGGTTCTTCATGCCCACCTGGTAACATC
*»P R I P KPS TPPGS S CUPPGN.I
58 A H P G R SR S KRLDRS®PRI PKZPST®PPGSSCPUZPGN.I
BspHI (2250)
2201 TTGGGTGGACCATCCGTCTTCATCTTCCCCCCAAAGCCCAAGGATGCACTCATGATCTCCCTAACCCCCAAGGTTACGTGTGTGGTGGTGGATGTGAGCG
200 L G G P SV F I FPPKPIKDALMI SLT®PIKVTCVVVDVS
542 L G G P S VF I FPPKZPIKDALMI SLT®PIKVTTCVVVDVS
2301 AGGATGACCCAGATGTCCATGTCAGCTGGTTTGTGGACAACAAAGAAGTACACACAGCCTGGACACAGCCCCGTGAAGCTCAGTACAACAGTACCTTCCG
53 E D DP DV HVSWFVDNZEKTEVHTAWTA QPR REAIQYNSTTFR
S75*e D D P D VHV SWTFVDNIEKTEVHTAWTIQPREAQQYNSTTFR
2401 AGTGGTCAGTGCCCTCCCCATCCAGCACCAGGACTGGATGAGGGGCAAGGAGTTCAAATGCAAGGTCAACAACAAAGCCCTCCCAGCCCCCATCGAGAGA
86 V V S A L P 1 QHQDWMR RGZ KTETFIKT CIKVNNIKALUPAPII ER
608 vV V S A L P I QHQDWMRGZ KTETFI KT CIKVNNIEKALZPAZPI ER
Bst11071 (2539)
2501 ACCATCTCAAAACCCAAAGGAAGAGCCCAGACACCTCAAGTATACACCATACCCCCACCTCGTGAACAAATGTCCAAGAAGAAGGTTAGTCTGACCTGCC
1200 T I S K P K GRAQTPQVYTI PPPREQMSIKTZ KTZ KV SLTSC
642 T | S K P K GRAQTPQVY T Il PPPREI QMSIKTZKZKVSLTSHC



BStEII (2602)

2601 TGGTCACCAACTTCTTCTCTGAAGCCATCAGTGTGGAGTGGGAAAGGAACGGAGAACTGGAGCAGGATTACAAGAACACTCCACCCATCCTGGACTCAGA
153 L V T N F F S E A Il SV EWET RNSGETLTEI QDYZ KNTPPILDSTD
675*L V. T N F F S E A I S VEWET RNGTETLTESGQDYU KNT®PPI LDSTD
2701 TGGGACCTACTTCCTCTACAGCAAGCTCACTGTGGATACAGACAGTTGGTTGCAAGGAGAAATTTTTACCTGCTCCGTGGTGCATGAGGCTCTCCATAAC
18 G T Y F L Y S KL TVDTDSWLQGETITFTCSVVHEATLTHN
708 G T Y F L Y S KL TVDTHDSWLQGETITFTCSVVHEATLTHN

Ball (2851)
Nhel (2843)

2801 CACCACACACAGAAGAACCTGTCTCGCTCCCCTGGTAAATGAGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAA
2200 H HT QKNLGSR RSPGK e
742 H H T QKNLSR RSP G K e

Hpal (2983)
2901 TGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCAT

Asel (3080)
Xmnl (3076)
3001 TCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATA
> <

3101 GCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGT

3201 TTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCC

SspI (3322) Swal (3337)
3301 CACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCC

3401 TTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTC
1254 « D

ApaLl (3519)
3501 CTGCTCCTCTGCCACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCG
1234 Q E E AV F HVCNGAPUDT RTULATFERGWP QETGI ETMAUPG
3601 GAGGCGTCCCGGAAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCA
894S A D R F N T S V VESWEAYULTEDLGRVWVWATLTNUDTZPV YV
SgrAl (3750)
3701 CCTGGTCCTGGACCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGT
se4 Q DQ V A S I F L TVDDI RVVGATFUDUDTEVTFIDT RS ST FSGLIR RDT
BsrBI (3817) BssHII (3828) Ball (3865)
3801 CCAGAACTCGACCGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCTCCTCctgtcaggagaggaaagaga
234 W F E VA GA VDRATLVZPVASTILIKAM
Asel (3964)
3901 agaaggttagtacaattgCTATAGTGAGTTGTATTATACTATGCAGATATACTATGCCAATGATTAATTGTCAAACTAGGGCTGCAgggttcatagtgcec

HindIII (4090)
4001 acttttcctgcactgccccatctcctgeccaccctttcccaggcatagacagtcagtgacttacCAAACTCACAGGAGGGAGAAGGCAGAAGCTTGAGAC
e ————
SacllI (4108) Stul (4192)
4101 AGACCCGCGGGACCGCCGAACTGCGAGGGGACGTGGCTAGGGCGGCTTCTTTTATGGTGCGCCGGCCCTCGGAGGCAGGGCGCTCGGGGAGGCCTAGCGG

BspEI (4248)
4201 CCAATCTGCGGTGGCAGGAGGCGGGGCCGAAGGCCGTGCCTGACCAATCCGGAGCACATAGGAGTCTCAGCCCCCCGCCCCAAAGCAAGGGGAAGTCACG

Spel (4355)
Bsp1201 (4347)
4301 CGCCTGTAGCGCCAGCGTGTTGTGAAATGGGGGCTTGGGGGGGTTGGGGCCCTGACTAGT

-

SnaBI (4485)
4401

Ndel (4589)
4501

4601

Pacl (4778)
Sdal (4771)
4701 AAGAACATGTGAGCAAAAGGC
-

4801 CAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGA

4901 GGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCT

ApaLl (5098)

5001 GTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTG

5101 CACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCA

5201 CTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTAT

5301 CTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAG

5401 CAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTT

Pacl (5518) Swal (5526) Notl (5534)
5501 TGGTCATGGCTAGTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTA

5601 ACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA
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