PBLAST42-hEndo XVII

An expression vector containing the human Endo XVIII open reading frame
Catalog # pbla-hendo

For research use only

Version # 05D12-JC

PRODUCT INFORMATION

Content:

- 20 pg of lyophilized plasmid DNA pBLAST42-hEndo XVIII

-4 pouches of E. coli Fast-Media® Blas (2 for agar media, 2 for liquid
media).

Storage and stability:

- Products are shipped at room temperature.

- Upon receipt, resuspend lyophilized DNA and store at -20°C. Avoid
repeated freeze-thaw cycles.

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

Quality control:

- Plasmid DNA was prepared using affinity column and lyophilized.

- Plasmid construct has been confirmed by restriction analysis and ORF
sequencing.

GENERAL PRODUCT USE

pBLAST is a ready-made expression vector containing a gene of interest
from the angiostatic, angiogenic, growth factor, or differentiation inhibitor
family.

pBLAST may be used for:

Obtaining a gene to subclone into another vector. Two restriction sites
flank the gene, allowing convenient excision. These restriction sites are
compatible with many restriction sites contained in multiple cloning sites,
thus facilitating subcloning.

Stable gene expression in mammalian cells. pBLAST plasmids can be used
directly in transfection experiments both in vitro and in vivo. pPBLAST
plasmids contain the blasticidin resistance gene (bsr) driven by the SV40
promoter in tandem with the bacterial EM7 promoter. This allows the
amplification of the plasmid in E. coli AND the selection of stable clones in
mammalian cells.

pBLAST allows a high level of expression and secretion of the gene
product: genes coding for secreted proteins are cloned with their native
signal sequence. However, proteins that lack a natural signal sequence (e.g.
angiostatin) are engineered for secretion by addition of the hIL-2 signal
sequence.

hEndo XVIII gene may be cut out by using SgrAl and Nhel enzymes.
Age I is compatible with Xma I, BspE I, NgoM IV and SgrA 1.

SgrA 1 is compatible with Xma I, BspE I, NgoM 1V, and Age I.

Nco I is compatible with BspH I and BspLU11 L.

BspH I is compatible with Nco I and BspLU11 1.

Nhe I is compatible with Xba I, Spe I, and Avr II.

PLASMID FEATURES

¢ EF-1a. / HTLV hybrid promoter is a composite promoter comprised of
the Elongation Factor-1a (EF-1a.) promoter' and 5 untranslated region of
the Human T-Cell Leukemia Virus (HTLV). EF-la utilizes a type 2
promoter that encodes for a "house keeping" gene. The promoter is stronger
than CMV and is expressed at high levels in all cell cycles and lower levels
during GO phase. The promoter is also non-tissue specific; it is highly
expressed in all cell types. The R segment and part of the U5 sequence
(R-U5’) of the HTLV Type 1 Long Terminal Repeat® has been coupled to
the EF-la promoter to enhance stability of DNA and RNA. This
modification not only increases steady state transcription, but also
significantly increases translation efficiency possibly through mRNA
stabilization.

* hEndosatin XVIII gene (with IL2 signal sequence):

Intronless ORF from the ATG to the stop codon.

OREF Size (bp): 615

Cloning fragment size (bp): 636

* SV40 polyA: The Simian Virus 40 late polyadenylation signal enables
efficient cleavage and polyadenylation reactions resulting in high levels of
steady-state mRNA?,

* SpAn: A synthetic polyadenylation site and strong pause site, placed
downstream of the pMB1 Ori, to limit transcriptional interference between
both transcription units. The synthetic polyA site is based on the highly
efficient polyA signal from the rabbit B-globin gene*.

e pMB1 Ori is a minimal E. coli origin of replication with the same activity
as the longer Ori.

* SV40 promoter: The Simian Virus 40 promoter allows the expression of
the blasticidin resistance gene in mammalian cells.

* Bsr (blasticidin resistance gene): The bsr gene from Bacillus cereus
encodes a deaminase that confers resistance to the antibiotic Blasticidin S.
The bsr gene is driven by the SV40 promoter in tandem with the bacterial
EM?7 promoter. Therefore each pBLAST plasmid can be used to select
stable mammalian cells transfectants and E. coli transformants.

* bGh polyA: The bovine growth hormone (bGh) polyadenylation (pAn)
signal and a transcriptional pause are placed 3' of the blasticidin gene. The
bGh pAn has been shown to be as efficient as SV40 and HSVI1tk
polyadenylation signals in many different cell types’. The use of bGH pAn
minimizes interference and possible recombination events with the SV40
polyadenylation signal. The pause site prevents transcriptional interference
and read-through.
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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 1g/ul, resuspend the DNA in 20yl of sterile
water. Store resuspended plasmid at -20°C.

Selection of bacteria with E. coli Fast-Media® Blas:

E. coli Fast-Media® Blas is a new, fast and convenient way to prepare
liquid and solid media for bacterial culture by using only a microwave. E.
coli Fast-Media® Blas is a TB (liquid) or LB (solid) based medium with
blasticidin, and contains stabilizers. E. coli Fast-Media® Blas can be
ordered separately (catalog code # fas-bl-1, fas-bl-s).

Method:

1- Pour the contents of a 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.
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Pvul (7) EcoNI (96)
Sgfl (6) Agel (89)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACCGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

HindIII (245) Bsu36l (291)
Psp14061 (203) Pvull (239) EcoNI (287)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301
NgoMI (441)
Nael (441)
401
Kasl (535) SgrAl (551)
501 CTGAGATCACCGGCGAAGGAGGGCCACCATGTACAGGATGCAACTCCTGTCT
- 1¥MetTyrArgMetGlnLeulLeuSer

EcoRI (625)
597 TGCATTGCACTAAGTCTTGCACTTGTCACGAATTCGGCCCACAGCCACCGCGACTTCCAGCCGGTGCTCCACCTGGTTGCGCTCAACAGCCCCC
9kCyslleAlalLeuSerLeuAlalLeuValThrAsnSerAlaHisSerHisArgAspPheGlnProVallLeuHisLeuValAlalLeuAsnSerProL
Sacll (712)
691 TGTCAGGCGGCATGCGGGGCATCCGCGGGGCCGACTTCCAGTGCTTCCAGCAGGCGCGGGCCGTGGGGCTGGCGGGCACCTTCCGCGCCTTCCTGTCCTC
4QF euSer Gl yGl yMe tArgGlyl 1 eArgGl yAl aAspPheGl nCysPheGl nGl nAl aArgAl aVal Gl yLeuAl aGl yThr PheArgAl aPhelLeuSer Se
Pstl  (794)
Sdal (793) Pvull (877)
791 GCGCCTGCAGGACCTGTACAGCATCGTGCGCCGTGCCGACCGCGCAGCCGTGCCCATCGTCAACCTCAAGGACGAGCTGCTGTTTCCCAGCTGGGAGGCT
73krArgLeuGlnAspLeuTyrSer |l eValArgArgAl aAspArgAl aAlaValProl leValAsnLeuLysAspGluLeuLeuPheProSer TrpGl uAl a
Xmal (920) Bsu36I (958)
Smal (920) AatIl (953)
891 CTGTTCTCAGGCTCTGAGGGTCCGCT GAAGCCCGGGGCACGCATCTTCTCCTTTGACGGCAAGGACGTCCTGAGGCACCCCACCTGGCCCCAGAAGAGC
107F LeuPheSer Gl ySer GluGlyProLeuLysProGl yAl aArgl | ePheSer PheAspGl yLysAspVal LeuArgHi sProThr TrpProGl nLysSer
990 GTGTGGCATGGCTCGGACCCCAACGGGCGCAGGCTGACCGAGAGCTACTGTGAGACGTGGCGGACGGAGGCTCCCTCGGCCACGGGCCAGGCCTCCTCGC
140k Val TrpHi sGl ySerAspP roAsnGl yArgArgLeuThr GluSer TyrCysGluThr TrpArgThr Gl uAl aProSer Al aThr Gl yGl nAl aSer Ser L
BspHI (1167)
Xmnl (1159) Nhel (1187)
1090 TGCTGGGGGGCAGGCTCCTGGGGCAGAGTGCCGCGAGCTGCCATCACGCCTACATCGTGCTCTGCATTGAGAACAGCTTCATGACTGCCTCCAAGTAGGC
173k eulLeuGl yGlyArgLeuLeuGl yGl nSerAl aAl aSer CysHisHisAlaTyrlleValLeuCysl | eGluAsnSerPheMetThrAlaSerLyseee
1190 TAGCTCGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTT

Hpal (1350)
1290 TATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTT

Pacl (1457)
Swal (1448) BspLU111 (1467)
1390 CAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAGATCATTTAAATGTTAATTAAGAACATGTGAGCAAAAGGCCAGCA

|-

1490 AAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGG

1590 CGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCG

ApaLI (1781)
1690 CCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCAATGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGA

1790 ACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGT

1890 AACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCG

1990 CTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCA

2090 GATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTC

PpulOl (2282)
Pacl (2197) Nisil (2282)
2190 ATGGCTAGTTAATTAAGCTGTACA
—>

Ppul0I (2354)
Nsil (2354)
2290

Ncol (2443)
2390




Xmal (2557)

AvrIl (2536) Smal (2557)
2490
Xmnl (2667)
Bbsl (2667)
BbrPI (2594) Asel (2606) BspHI (2663)
2590 cagCACGTGTTGACAATTAATCATCGGCATAGTATATCGGCATAGTATAATACGACAAGGTGAGGAACTAAATCATGAAGACCTTCAACATCTCTCAG
> > 1¥MetLysThrPheAsnl | eSerGln

2690 CAGGATCTGGAGCTGGTGGAGGTCGCCACTGAGAAGATCACCATGCTCTATGAGGACAACAAGCACCATGTCGGGGCGGCCATCAGGACCAAGACTGGGG
9k Gl nAspLeuGluLeuVal GluValAlaThrGluLysl|eThrMetLeuTyrGl uAspAsnLysHisHisVal GlyAlaAlalleArgThrLysThrGlyG
2790 AGATCATCTCTGCTGTCCACATTGAGGCCTACATTGGCAGGGTCACTGTCTGTGCTGAAGCCATTGCCATTGGGTCTGCTGTGAGCAACGGGCAGAAGGA
42k lullelleSerAlaValHislleGluAlaTyrlleGlyArgVal ThrValCysAlaGluAlalleAlalleGlySerAlaValSerAsnGlyGlnLysAs
BstXI (2942) Sacl (2977)
2890 CTTTGACACCATTGTGGCTGTCAGGCACCCCTACTCTGATGAGGTGGACAGATCCATCAGGGTGGTCAGCCCCTGTGGCATGTGCAGAGAGCTCATCTCT
75k pPheAspThr | leValAlaValArgHisProTyrSerAspGluValAspArgSer | leArgVal Val SerProCysGl yMetCysArgGluLeul | eSer
2990 GACTATGCTCCTGACTGCTTTGTGCTCATTGAGATGAATGGCAAGCTGGTCAAAACCACCATTGAGGAACTCATCCCCCTCAAGTACACCAGGAACTAAA
109k AspTyrAl aProAspCysPheVal Leul | eGl uMetAsnGlyLysLeuValLysThr Thr | 1eGluGluLeul | eProLeuLysTyrThrArgAsneee

EcoRI (3092)  Bspl20I (3104) Sacl (3136)
3090 CCTG
3190
Eagl (3379)
NotI (3378)
Bsp1201 (3362) BsrBI (3376)
Bbsl (3339) Fspl (3356) Xhol (3373)
3290 GGCCGCAAT

3390 AAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAG
3490 CAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA
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