pFUSE-hlgG4-Fc2

Plasmid designed for the construction of Fc-Fusion proteins
Catalog # pfuse-hg4fc2

For research use only

Version # 06G07-MT

PRODUCT INFORMATION

Content:

- 20 pg of pFUSE-hlgG4-Fc2 (IL2ss) 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-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.

InvivoGen provides pFUSE-Fc vectors featuring Fc regions from
different species and isotypes. In humans, there are four isotypes:
IgG1, IgG2, 1gG3 and IgG4. The Fc region mediates effector
functions, such as antibody-dependent cellular cytotoxicity (ADCC)
and complement-dependent cytotoxicity (CDC). IgG isoforms exert
different levels of effector functions increasing in the order of
[gG4<IgG2<IgG1<IgG3.

PLASMID FEATURES

* hlgG4-Fc (human): 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.

Human IgG4 dispays low ADCC and no CDC, and therefore is the most
suitable for diagnostic imaging or blocking molecular interactions1.

* hEF1-HTLYV prom is a composite promoter comprising the Elongation
Factor- 1o (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-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.
* JL2 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 IL2 signal peptide occurs after Ser20
and leads to the secretion of the antigenic protein.

* 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.

* 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 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 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

TECHNICAL SUPPORT

Toll free (US): 888-457-5873
Outside US: (+1) 858-457-5873
E-mail: info@invivogen.com
Website: www.invivogen.com

@ .
¥ Invivo

3950 Sorrento Valley Blvd. Suite 100
San Diego, CA 92121 - USA



Sgfl (11)

Notl (4022)
Swal (4014)
Pacl (4006)

Pvull (242)
HindIII (246)

/Bsu36I (293)

hEF1-HTLV prom

I1.2ss

BspLUI1I (3272) Ori
Pacl (3266)
PstI (3259)
Sdal (3259) hIgG4-Fc
pFUSE-hIgG4-FCZ BsrGI (1026)
CMV enh (4185 bp)

hFerL
Spel (2843) etk prom

BspEI (2736)

HindIII (2578)

Pstl (2474)
Asel (2452)

Smal (2266) Swal (1825)



Sefl (11)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

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

301
401
BsrGI (573)
501 CTGAGATCAccggcGAAGGAGGGCCACCATGTACAGGATGCAACTCCTGTCTTGCA
- 1FMetTyrArgMetGl nLeuLeuSer Cysl

EcoRV (634) BglIl (648)
EcoRI (626) Ncol (640)
601 TTGCACTAAGTCTTGCACTTGTCACGAATTCGATATCGGCCATGGTTAGATCTCCCCCATGCCCATCATGCCCAGCACCTGAGTTCCTGGGGGGACCATC
10F | eAl aLeuSer LeuAl aLeuVal ThrAsnSer 1FProProCysProSer CysProAl aProGluPheLeuGlyGlyProSe
BbrPI (763)
BspHI (736) Bsu36l (754)
701 AGTCTTCCTGTTCCCCCCAAAACCCAAGGACACTCTCATGATCTCCCGGACCCCTGAGGTCACGTGCGTGGTGGTGGACGTGAGCCAGGAAGACCCCGAG
16k rValPhelLeuPheProProLysProLysAspThrLeuMetlleSerArgThrProGluVal Thr CysValValValAspVal Ser Gl nGl uAspProGlu
801 GTCCAGTTCAACTGGTACGTGGATGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGGGAGGAGCAGTTCAACAGCACGTACCGTGTGGTCAGCGTCC
50F Val Gl nPheAsnTrpTyrValAspGlyVal Gl uVal Hi sAsnAl aLysThr LysProArgGl uGl uGl nPheAsnSer Thr TyrArgVal Val SerVal L
901 TCACCGTCCTGCACCAGGACTGGCTGAACGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGGCCTCCCGTCCTCCATCGAGAAAACCATCTCCAAAGC
83k euThr Val LeuHi sGlnAspTrpLeuAsnGlyLysGluTyrLysCysLysVal SerAsnLysGlyLeuProSerSer|leGluLysThrlleSerLysAl
BsrGI (1026)
1001 CAAAGGGCAGCCCCGAGAGCCACAGGTGTACACCCTGCCCCCATCCCAGGAGGAGATGACCAAGAACCAGGTCAGCCTGACCTGCCTGGTCAAAGGCTTC
116F aLysGl yGlnProArgGluProGlnVal TyrThrLeuProProSer Gl nGl uGl uMetThr LysAsnGlnVal Ser LeuThr CysLeuVal LysGl yPhe
1101 TACCCCAGCGACATCGCCGTGGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCACGCCTCCCGTGCTGGACTCCGACGGCTCCTTCTTCC
150k TyrProSerAspl | eAlaVal Gl uTrpGluSerAsnGl yGl nProGluAsnAsnTyrLysThr ThrProProVal LeuAspSerAspGlySer PhePhel
PpulOIl (1265)
Xmnl (1243) Nsil (1270)
1201 TCTACAGCAGGCTAACCGTGGACAAGAGCAGGTGGCAGGAGGGGAATGTCTTCTCATGCTCCGTGATGCATGAGGCTCTGCACAACCACTACACACAGAA
183k euTyrSerArglLeuThr ValAspLysSerArgTrpGl nGluGl yAsnVal PheSer CysSer ValMe tHi sGl uAl aLeuHi sAsnHisTyrThr Gl nLy
Nhel (1331)
1301 GAGCCTCTCCCTGTCTCCGGGTAAATGAGTGCTAGCTGGCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAA
216k sSerLeuSerLeuSerProGlylLyseee

Hpal (1471)
1401 AATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTT

Asel (1568)
Xmnl (1569)
1501 TCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGAATTAATTCTAAAATACAGCATAGCAAAACTTTAA

1601 CCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATCAGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCAC

1701 CTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCATTTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTT

Swal (1825)
1801 TTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTTATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCC

1901 CCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAAGAAAGCGAGCTTCTAGCTTATCCTCAGTCCTGCTCCTCTGC
1254 eeeAspGInGluGluAla
2001 CACAAAGTGCACGCAGTTGCCGGCCGGGTCGCGCAGGGCGAACTCCCGCCCCCACGGCTGCTCGCCGATCTCGGTCATGGCCGGCCCGGAGGCGTCCCGG
1191 ValPheHisVal CysAsnGl yAl aProAspArglLeuAl aPheGl uArgGly TrpProGl nGluGlyl | eGluThr MetAl aProGl ySer Al aAspArgP
2101 AAGTTCGTGGACACGACCTCCGACCACTCGGCGTACAGCTCGTCCAGGCCGCGCACCCACACCCAGGCCAGGGTGTTGTCCGGCACCACCTGGTCCTGGA
854 heAsnThr Ser Val Val Gl uSer TrpGluAl aTyrLeuGl uAspLeuGl yArgVal TrpVal TrpAl aLeuThrAsnAspProVal Val Gl nAspGl nVa
Smal (2266)
2201 CCGCGCTGATGAACAGGGTCACGTCGTCCCGGACCACACCGGCGAAGTCGTCCTCCACGAAGTCCCGGGAGAACCCGAGCCGGTCGGTCCAGAACTCGAC
524 |AlaSer|lePheLeuThr ValAspAspArgVal Val Gl yAl aPheAspAspGl uVal PheAspArgSer PheGlyLeuArgAspThr TrpPheGluVal
2301 CGCTCCGGCGACGTCGCGCGCGGTGAGCACCGGAACGGCACTGGTCAACTTGGCCATGATGGCTCCTCctgtcaggagaggaaagagaagaaggttagta
194AlaGlyAlaValAspArgAlaThrLeuValProValAl aSer Thr LeuLysAl aMet
Asel (2452) Pstl (2474)
2401 caattgCTATAGTGAGTTGTATTATACTATGCAGATATACTATGCCAATGATTAATTGTCAAACTAGGGCTGCAgggttcatagtgccacttttcctgea

HindIII (2578)
2501 ctgccccatctcctgeccaccctttcccaggecatagacagtcagtgacttacCAAACTCACAGGAGGGAGAAGGCAGAAGCTTGAGACAGACCCGCGGGA

2601 CCGCCGAACTGCGAGGGGACGTGGCTAGGGCGGCTTCTTTTATGGTGCGCCGGCCCTCGGAGGCAGGGCGCTCGGGGAGGCCTAGCGGCCAATCTGCGGT

BspEI (2736)
2701 GGCAGGAGGCGGGGCCGAAGGCCGTGCCTGACCAATCCGGAGCACATAGGAGTCTCAGCCCCCCGCCCCAAAGCAAGGGGAAGTCACGCGCCTGTAGCGC

Spel (2843)
2801 CAGCGTGTTGTGAAATGGGGGCTTGGGGGGGTTGGGGCCCTGACTAGT

)

2901

3001




3101

3201

3301

3401

3501

3601

3701

3801

3901

4001

4101

Pacl (3266)
Pstl (3259)
Sdal (3259) BspLUI11I (3272)
CCTGCAGGTTAATTAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCC

AGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACC

CGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCT

CCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCC

GTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGA

TTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCT

GAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACG

CGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGGCTA

Pacl (4006) Swal (4014) NotI (4022)
GTTAATTAACATTTAAATCAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTC

CATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA



Fast-Media®

Microwaveable media for selection and propagation of E. coli transformants

Catalog # fas-xx-1, fas-xx-s, fas-xx-xgal

For research use only

Version # 10G07-MM

PRODUCT INFORMATION
Contents:
E. coli Fast-Media® are prepared as individual sealed pouches
containing the necessary amount of powder for preparation of 200 ml
of selective liquid or agar medium.
30 pouches are supplied for each order of TB or Agar and 20 pouches
are supplied for each order of XGal Agar.
Storage and stability:
Fast-Media® are shipped at room temperature, and must be stored in
a dry and cool place. They are stable for 2 years at room
temperature.
When properly prepared, Fast-Media® plates or broths are stable for 4
weeks at 4°C, and remain sterile and selective.

uality control:
The high quality and performance of each formulation has been
tested with some widely used and proprietary E. coli K12 derived
strains*. These include DHS5a, Topl0, MC1061, XL1 blue,
IM 109, TBI1, GT100, GT110, GT115, GT116.
The adequate plasmids carrying the appropriate E. coli resistance
genes are used as positive control.
*E. coli recipient strains carrying the Tn5 transposon are resistant to
Kanamycin and Zeocin™.

GENERAL PRODUCT USE

E. coli Fast-Media” are microwaveable ready-to-use solid or liquid
media, supplied with a selective antibiotic, and chromogenic substrates
(for five references), therefore designed for the growth or selection of
E. coli transformant colonies, as well as detection of blue/white
colonies.

- Fast-Media® Agar formulation is LB based agar medium
supplemented with selective antibiotic, it is used for selection of
resistant E. coli colonies after transformation by vectors carrying
a selection resistance gene.

- Fast-Media® X-Gal formulation is a LB based agar medium
supplemented with selective antibiotic, X-Gal and IPTG. It is
used for detection of blue/white resistant colonies after
transformation by a vector carrying LacZ gene.

- Fast-Media® TB formulation is a Terrific Broth based liquid
medium supplemented with selective antibiotic. It's used for high
cell density culture of transformed bacteria, and extraction of
high quantity and quality of required plasmid.

FAST-MEDIA® FEATURES

E. coli Fast-Media® offer researchers a quick and convenient way to
prepare 200 ml of liquid culture medium, or 8-10 agar plates in about five
minutes USING A MICROWAVE INSTEAD OF AN AUTOCLAVE.

E. coli Fast-Media® are available with a large variety of prokaryotic
selective agents including Ampicillin, Blasticidin S, Hygromycin B,
Kanamycin, Puromycin and Zeocin™ (see table below). Fast-Media®
is also available with no selective agent (Base) that can be prepared
with or without antibiotics.

Agar X-Gal TB
Base v N
Ampicillin N N v
Blasticidin \/ \/ \/
Hygromycin N N N
Kanamycin \/ \/ \/
Puromycin \ N
Zeocin™ \ \ \
SPECIAL HANDLING

Caution should be exercised during handling of Fast-Media® due to
potential allergenic properties of antibiotics. Wear protective gloves,
do not breath the dust.

METHOD
For customer convenience, procedure is directly printed on each pouch.

1- Pour the pouch contents into a clean borosilicate glass bottle or flask.
2- Add 200 ml of distilled or deionized water.

3- Mix thoroughly by swirling the glass bottle or flask.

4- Heat in a microwave oven on MEDIUM power setting (about
450W) until bubbles start to appear (about 3 minutes).

Do not heat in a closed container.

5- Swirl gently to mix the preparation and re-heat for 30 seconds.
Swirl gently again.

6- Repeat step 4 if necessary until the medium is completely
dissolved. Do not overboil.

7- Allow the medium to cool to 50-55 °C, use directly for liquid medium,
or pour plates for solid medium.

Caution: Any solution heated in a microwave oven may become
superheated and suddenly boil when moved or touched. Handle with
extreme care. Wear heat-proof gloves.

Note: Do not repeat this above procedure once the medium is prepared
because the antibiotic will be adversely affected.

For preparation of supplemented Fast-Media” Base.

- Follow the instructions above and when media has cooled to 50-55 °C
add the antibiotic at the appropriate concentration for selection of
E. coli.
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