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PRODUCT INFORMATION

Contents:

- 20 ug of lyophilized plasmid DNA pBLAST2-hFLK1 (KDR)

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

pBLAST?2 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. pPBLAST2 plasmids can be
used directly in transfection experiments both in vitro and in vivo. pPBLAST2
plasmids contain the blasticidin resistance gene (bsr) driven by the CMV
promoter+enhancer 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.

pBLAST2 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.

hFLK1 (KDR) gene may be cut out by using Ncol and Nhel enzymes.
Age I is compatible with Xma I, BspE I, NgoM IV and SgrA 1.

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

Nco I is compatible with BspH I and BspLU11 I.

BspH 1 is compatible with Nco I and BspLU11 1.

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

PLASMID FEATURES

¢ EF-1o / HTLV hybrid promeoter is a composite promoter comprised of
the Elongation Factor-10. (EF-1c.) promoter' and 5° untranslated region of the
Human T-Cell Leukemia Virus (HTLV). EF-1a 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-US5’) of the HTLV
Type 1 Long Terminal Repeat® has been coupled to the EF-1a. 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.

* hFLK1 (KDR, CD309, VEGFR2) gene:

Intronless ORF from the ATG to the stop codon.

OREF Size (bp): 4071

Cloning fragment size (bp): 4115

*SV40 polyA: The Simian Virus 40 late polyadenylation signal enables
efficient cleavage and polyadenylation reactions resulting in high levels of
steady-state mRNA3.

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

* CMV promoter & enhancer: The Cytomegalovirus 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 CMV promoter in tandem with the bacterial
EM?7 promoter. Therefore each pBLAST2 plasmid can be used to select
stable mammalian cells transfectants and E. coli transformants.

*Human beta-Globin polyA: The strong human beta-globin
polyadenylation (pAn) signal is placed 3' of the blasticidin. The use of beta-
globin pAn minimizes interference and possible recombination events with
the SV40 polyadenylation signal.
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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 1xg/ul, resuspend the DNA in 20u! 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.

TECHNICAL SUPPORT

Toll free (US): 888-457-5873
Outside US: (+1) 858-457-5873
E-mail: info@invivogen.com
Website: www.invivogen.com
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Pvul (7)
Sgfl (6) Mfel (82) EcoNI (96)
1 GGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA

101 GAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCC

Psp14061 (203) Pvull (239) EcoNI (287)
201 GTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGCTGAAGCTTCGAGG

301

NgoMIV (441)
Nael (441)
401

KasI (535) Agel (552) Ncol (560)
501 CTGAGATCACCGGTCACCATGGAGAGCAAGGTGCTGCTGGCCGTCGCCCTGTGGCT
- 1M E S K VL L A V A L W L

Xmal (611)
601 CTGCGTGGAGACCCGGGCCGCCTCTGTGGGTTTGCCTAGTGTTTCTCTTGATCTGCCCAGGCTCAGCATACAAAAAGACATACTTACAATTAAGGCTAAT
13 ¢ VE T RAA SV GLUPSVSLDTLZPR RTLTSI I QKWDTILTTI KAN
701 ACAACTCTTCAAATTACTTGCAGGGGACAGAGGGACTTGGACTGGCTTTGGCCCAATAATCAGAGTGGCAGTGAGCAAAGGGTGGAGGTGACTGAGTGCA
47* T T L Q I T CR GQRDULUDMWTLMWPNNGI GQSGSETG QRVEVTTEC
801 GCGATGGCCTCTTCTGTAAGACACTCACAATTCCAAAAGTGATCGGAAATGACACTGGAGCCTACAAGTGCTTCTACCGGGAAACTGACTTGGCCTCGGT
80*S D G L F C K T L T 1 PKVIGNDTGAYJZ KT CTFYRETHDTLAS SV
901 CATTTATGTCTATGTTCAAGATTACAGATCTCCATTTATTGCTTCTGTTAGTGACCAACATGGAGTCGTGTACATTACTGAGAACAAAAACAAAACTGTG
113 I Y VY VQ D Y R S P F I ASV SDOQHGVVY Il TENZIKNTZKTYV
Dralll (1040)
1001 GTGATTCCATGTCTCGGGTCCATTTCAAATCTCAACGTGTCACTTTGTGCAAGATACCCAGAAAAGAGATTTGTTCCTGATGGTAACAGAATTTCCTGGG
147 V. 1 P C L G S I S NL NV SLCARYUZ PETZ KT RTFVPDGNTZ RTI S W
Asel (1171)

1101 ACAGCAAGAAGGGCTTTACTATTCCCAGCTACATGATCAGCTATGCTGGCATGGTCTTCTGTGAAGCAAAAATTAATGATGAAAGTTACCAGTCTATTAT
180D S K K G F T I P S YM |l SYAGMVTFT CEA AIKTINUDTETSYQS I M
1201 GTACATAGTTGTCGTTGTAGGGTATAGGATTTATGATGTGGTTCTGAGTCCGTCTCATGGAATTGAACTATCTGTTGGAGAAAAGCTTGTCTTAAATTGT
213 Y | V.V V V G Y R I YDV VL SPSHGI EL SV GETZKTLVLNSTC

BstBI (1353)

1301 ACAGCAAGAACTGAACTAAATGTGGGGATTGACTTCAACTGGGAATACCCTTCTTCGAAGCATCAGCATAAGAAACTTGTAAACCGAGACCTAAAAACCC
247 T AR TELNV G I DF NWETYU PSSIKUHQQHE KT KTLVNR RTDTLKT
1401 AGTCTGGGAGTGAGATGAAGAAATTTTTGAGCACCTTAACTATAGATGGTGTAACCCGGAGTGACCAAGGATTGTACACCTGTGCAGCATCCAGTGGGCT
280PQ S G S EM K K F L S TLTI1 DGVTRSDA QGLYTT CAASTSG.L
1501 GATGACCAAGAAGAACAGCACATTTGTCAGGGTCCATGAAAAACCTTTTGTTGCTTTTGGAAGTGGCATGGAATCTCTGGTGGAAGCCACGGTGGGGGAG
313 M T K K NS T F VRV HETZ KT PTFVAFGSGMTETSTLVEA ATVGE
1601 CGTGTCAGAATCCCTGCGAAGTACCTTGGTTACCCACCCCCAGAAATAAAATGGTATAAAAATGGAATACCCCTTGAGTCCAATCACACAATTAAAGCGG

347 R VR | P A K Y L GY P P P E I KWYKNGI PLESNUHTI KA
1701 GGCATGTACTGACGATTATGGAAGTGAGTGAAAGAGACACAGGAAATTACACTGTCATCCTTACCAATCCCATTTCAAAGGAGAAGCAGAGCCATGTGGT
380G H V L T I M E V S E R DTGNY TV I L TNWPI S KEIKI QSHVYV

BspLUIII (1891)
1801 CTCTCTGGTTGTGTATGTCCCACCCCAGATTGGTGAGAAATCTCTAATCTCTCCTGTGGATTCCTACCAGTACGGCACCACTCAAACGCTGACATGTACG
413 S L V VY VPP QI GEIKJSULI SPVDSYQYGTTOAQTULTT CT
1901 GTCTATGCCATTCCTCCCCCGCATCACATCCACTGGTATTGGCAGTTGGAGGAAGAGTGCGCCAACGAGCCCAGCCAAGCTGTCTCAGTGACAAACCCAT
447 V. Y A I P P P HH I HWY WOAQULETEET CANTEUPSI QAV SV TNFEP
2001 ACCCTTGTGAAGAATGGAGAAGTGTGGAGGACTTCCAGGGAGGAAATAAAATTGAAGTTAATAAAAATCAATTTGCTCTAATTGAAGGAAAAAACAAAAC
480y P C E E WR S VE DF QG GNIK I E VNI KNI QFATLII EGKNKT

BbrPI (2197)
2101 TGTAAGTACCCTTGTTATCCAAGCGGCAAATGTGTCAGCTTTGTACAAATGTGAAGCGGTCAACAAAGTCGGGAGAGGAGAGAGGGTGATCTCCTTCCAC
513 v S T L VI QAANVSALY KT CEAVNI KV GRGET RV I S FH
ApaLl (2271)
2201 GTGACCAGGGGTCCTGAAATTACTTTGCAACCTGACATGCAGCCCACTGAGCAGGAGAGCGTGTCTTTGTGGTGCACTGCAGACAGATCTACGTTTGAGA
547 V. T R G P E 1 T L QP DMAOQPTEI QESVSLWCTADIT RSTTFE
2301 ACCTCACATGGTACAAGCTTGGCCCACAGCCTCTGCCAATCCATGTGGGAGAGTTGCCCACACCTGTTTGCAAGAACTTGGATACTCTTTGGAAATTGAA
580N L T W Y K L G P QP L P I HV GETULUWPTU®PVCIKNLUDTILMWI KL N
PpulOl (2453)
Nsil (2453) Tth111I (2476)
2401 TGCCACCATGTTCTCTAATAGCACAAATGACATTTTGATCATGGAGCTTAAGAATGCATCCTTGCAGGACCAAGGAGACTATGTCTGCCTTGCTCAAGAC
613 A T M F S NS T ND I L I M EL KNASLI QD QGTDY VCLAAQTD
2501 AGGAAGACCAAGAAAAGACATTGCGTGGTCAGGCAGCTCACAGTCCTAGAGCGTGTGGCACCCACGATCACAGGAAACCTGGAGAATCAGACGACAAGTA
647 R K T K K R HCV VRQL TVLEWRUVAPTI TGNILTENA QTTS
2601 TTGGGGAAAGCATCGAAGTCTCATGCACGGCATCTGGGAATCCCCCTCCACAGATCATGTGGTTTAAAGATAATGAGACCCTTGTAGAAGACTCAGGCAT
6801 G E S I E VS C TA S GNWPUPUPQI MWTFKDNTETTLVEDS G I
Stul (2757) Sphl (2776)

2701 TGTATTGAAGGATGGGAACCGGAACCTCACTATCCGCAGAGTGAGGAAGGAGGACGAAGGCCTCTACACCTGCCAGGCATGCAGTGTTCTTGGCTGTGCA
713 VvV L K D G NR NL T 1 RR VU RIKZEWDTESGLYTT COQACSVLGTCA
2801 AAAGTGGAGGCATTTTTCATAATAGAAGGTGCCCAGGAAAAGACGAACTTGGAAATCATTATTCTAGTAGGCACGGCGGTGATTGCCATGTTCTTCTGGC
747" K V E A F F 1 | EGA QE K TNWLETl I I LV GTAVI AMTFF W



RsrIl (2920) BstXI (2969) BamHI (2979)
2901 TACTTCTTGTCATCATCCTACGGACCGTTAAGCGGGCCAATGGAGGGGAACTGAAGACAGGCTACTTGTCCATCGTCATGGATCCAGATGAACTCCCATT
780kL L L V I I L R T VKU RANGSGETLIKTSGY LS 1T VMDUZ®PUDTETLPL
Mscl (3096)
3001 GGATGAACATTGTGAACGACTGCCTTATGATGCCAGCAAATGGGAATTCCCCAGAGACCGGCTGAAGCTAGGTAAGCCTCTTGGCCGTGGTGCCTTTGGC
813 D E H C E R L P Y DA S KWEFUPIRD RILI KTILSGI KU®PLGR RGATFG
Dralll (3185)
3101 CAAGTGATTGAAGCAGATGCCTTTGGAATTGACAAGACAGCAACTTGCAGGACAGTAGCAGTCAAAATGTTGAAAGAAGGAGCAACACACAGTGAGCATC

847 Q V1 E ADATF G I DKTATT CRTVAVIKMLIE KTETGATHSEH
3201 GAGCTCTCATGTCTGAACTCAAGATCCTCATTCATATTGGTCACCATCTCAATGTGGTCAACCTTCTAGGTGCCTGTACCAAGCCAGGAGGGCCACTCAT
880FR A L M S E L K I L I HI GHHLNVVNLTLSGATCTI KUZPGS® GTZPTLWM

3301 GGTGATTGTGGAATTCTGCAAATTTGGAAACCTGTCCACTTACCTGAGGAGCAAGAGAAATGAATTTGTCCCCTACAAGACCAAAGGGGCACGATTCCGT
913 v I V E F C K F G N L S TYLIRSKU RNETFVPYKTIKG GATRTFR
3401 CAAGGGAAAGACTACGTTGGAGCAATCCCTGTGGATCTGAAACGGCGCTTGGACAGCATCACCAGTAGCCAGAGCTCAGCCAGCTCTGGATTTGTGGAGG
947 Q G K DY VG A I P VDLI KR RRLDSI1 TS SQSSASSGTF VE
3501 AGAAGTCCCTCAGTGATGTAGAAGAAGAGGAAGCTCCTGAAGATCTGTATAAGGACTTCCTGACCTTGGAGCATCTCATCTGTTACAGCTTCCAAGTGGC
980kE K S L S DV E E E E A P E DL Y KDTF L TLEWUHTLTI CY SFQVA
Nrul (3622)
3601 TAAGGGCATGGAGTTCTTGGCATCGCGAAAGTGTATCCACAGGGACCTGGCGGCACGAAATATCCTCTTATCGGAGAAGAACGTGGTTAAAATCTGTGAC

1013* K G M E F L A S R K C I HR DLAARNILTLSETKNVVYVIKTI CHOD
Xmal (3710)

3701 TTTGGCTTGGCCCGGGATATTTATAAAGATCCAGATTATGTCAGAAAAGGAGATGCTCGCCTCCCTTTGAAATGGATGGCCCCAGAAACAATTTTTGACA

1047 F G L AR D I Y KDPDY VPRI KGDARTLZPLI KMWMATPTETTI FD

Sspl (3852)
3801 GAGTGTACACAATCCAGAGTGACGTCTGGTCTTTTGGTGTTTTGCTGTGGGAAAPTATTTTCCTTAGGTGCTTCTCCATATCCTGGGGTAAAGATTGATGA
1080FR V Y T | Q S DV WSTF GV LLWETI F SLGASU®PYUPGV K I DE

Bsp120I (3938)

3901 AGAATTTTGTAGGCGATTGAAAGAAGGAACTAGAATGAGGGCCCCTGATTATACTACACCAGAAATGTACCAGACCATGCTGGACTGCTGGCACGGGGAG
1113 E F C R R L K E G TR MR RAPDYTT®PEMYQTMILUDT CMWHGE
4001 CCCAGTCAGAGACCCACGTTTTCAGAGTTGGTGGAACATTTGGGAAATCTCTTGCAAGCTAATGCTCAGCAGGATGGCAAAGACTACATTGTTCTTCCGA
1147 P S Q R P T F S E L VE HL GNULUL QANAQQDGI KDY I VL P
4101 TATCAGAGACTTTGAGCATGGAAGAGGATTCTGGACTCTCTCTGCCTACCTCACCTGTTTCCTGTATGGAGGAGGAGGAAGTATGTGACCCCAAATTCCA
11801 S E T L S M E E D S G L SLPTSUPVSCMTETETETEVCDTZPIKF H

NgoMIV (4253)

Nael (4253)
4201 TTATGACAACACAGCAGGAATCAGTCAGTATCTGCAGAACAGTAAGCGAAAGAGCCGGCCTGTGAGTGTAAAAACATTTGAAGATATCCCGTTAGAAGAA
1213 'Y D N T A G I S Q Y L Q NS KR K S RUP VSV KTT FTETDI P L E E
4301 CCAGAAGTAAAAGTAATCCCAGATGACAACCAGACGGACAGTGGTATGGTTCTTGCCTCAGAAGAGCTGAAAACTTTGGAAGACAGAACCAAATTATCTC
1247 P E V. K V I P D DNQTDSGMVLASTETETLIKTTULTETUDTR RTIKTL S

BspEI (4480)
4401 CATCTTTTGGTGGAATGGTGCCCAGCAAAAGCAGGGAGTCTGTGGCATCTGAAGGCTCAAACCAGACAAGCGGCTACCAGTCCGGATATCACTCCGATGA
1280kP S F G G M V P S K S RE S VASEGS SN QTS SGY QS GY HS DD
Agel (4567)
4501 CACAGACACCACCGTGTACTCCAGTGAGGAAGCAGAACTTTTAAAGCTGATAGAGATTGGAGTGCAAACCGGTAGCACAGCCCAGATTCTCCAGCCTGAC
1313 T D T T VY S S E E A E L L KL I E I 6V QTGS TAOQI L Q©PD
Mscl (4681)
Nhel (4675)

4601 TCGGGGACCACACTGAGCTCTCCTCCTGTTTAAAAGGAAGCATCCACACCCCCAACTCCCGGACATCACATGAGAGCTAGCTGGCCAGACATGATAAGAT
1347k S G T T L S S P P V e
4701 ACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAG

Hpal (4813) Mfel (4824)
4801 CTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAA

4901 TGTGGTATGGAATTCTAAAATACAGCATAGCAAAACTTTAACCTCCAAATCAAGCCTCTACTTGAATCCTTTTCTGAGGGATGAATAAGGCATAGGCATC
—_—> -d

5001 AGGGGCTGTTGCCAATGTGCATTAGCTGTTTGCAGCCTCACCTTCTTTCATGGAGTTTAAGATATAGTGTATTTTCCCAAGGTTTGAACTAGCTCTTCAT

Sspl (5148) Swal (5162)
5101 TTCTTTATGTTTTAAATGCACTGACCTCCCACATTCCCTTTTTAGTAAAATATTCAGAAATAATTTAAATACATCATTGCAATGAAAATAAATGTTTTTT

5201 ATTAGGCAGAATCCAGATGCTCAAGGCCCTTCATAATATCCCCCAGTTTAGTAGTTGGACTTAGGGAACAAAGGAACCTTTAATAGAAATTGGACAGCAA

5301 GAAAGCGAGCTTCTAGCTTTAGTTCCTGGTGTACTTGAGGGGGATGAGTTCCTCAATGGTGGTTTTGACCAGCTTGCCATTCATCTCAATGAGCACAAAG
4414 ¢ N R T Y K L P I L E E I T T K V L K GNMTE I L V F
BstXI (5452)
5401 CAGTCAGGAGCATAGTCAGAGATGAGCTCTCTGCACATGCCACAGGGGCTGACCACCCTGATGGATCTGTCCACCTCATCAGAGTAGGGGTGCCTGACAG
1134C D P A Y D S I L ERCMGCPSVVUR I SRDVETDSTYUPHTZ R VA
Stul (5587)
5501 CCACAATGGTGTCAAAGTCCTTCTGCCCGTTGCTCACAGCAGACCCAATGGCAATGGCTTCAGCACAGACAGTGACCCTGCCAATGTAGGCCTCAATGTG
804 V I T D F DK QG NS VASGI A I AEACVTVRGI Y ATE I H
5601 GACAGCAGAGATGATCTCCCCAGTCTTGGTCCTGATGGCCGCCCCGACATGGTGCTTGTTGTCCTCATAGAGCATGGTGATCTTCTCAGTGGCGACCTCC
4749 V. A S I | E G T K TR I A A GV HHIKNDTETVYLMT I KETAVE




BspHI (5737)
Xmnl (5729) Asel (5795)
5701 ACCAGCTCCAGATCCTGCTGAGAGATGTTGAAGGTCTTCATGATGGCCCTCCTATAGTGAGTCGTATTATACTATGCCGATATACTATGCCGATGATTAA
13V L E L D Q QS I NF T K M-
5801 TTGTCAAAACAGCGTGGATGGCGTCTCCAGCTTATCTGACGGTTCACTAAACGAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACCGCCCATTT
— -

Spel (5950)
5901 GCGTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTACTAGTCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGACTTGGAA
-

SnaBI (6078)
6000 ATCCCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCAT CATGGTAATAGCGATGACTAATACGTAGATGTACTGCCAAGT

Ndel (6183)
6100 AGGAAAGTCCCATAAGGTCATGTACTGGGCATAATGCCAGGCGGGCCATTTACCGTCATTGACGTCAATAGGGGGCGTACTTGGCATATGATACACTTGA

6200 TGTACTGCCAAGTGGGCAGTTTACCGTAAATACTCCACCCATTGACGTCAATGGAAAGTCCCTATTGGCGTTACTATGGGAACATACGTCATTATTGACG

Sdal (6361)Pacl (6369) BspLU11I (6379)
6300 TCAATGGGCGGGGGTCGTTGGGCGGTCAGCCAGGCGGGCCATTTACCGTAAGTTATGTAACGCCTGCAGGTT AA TTAAGAACATGTGAGCAAAAGGCC
-

6398 AGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAG

6498 GTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTG

ApaLl (6693)
6598 TCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGC

6698 ACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCAC

6798 TGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATC

6898 TGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGC

6998 AGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTT

Eagl (7129)
Pacl (7109) Swal (7118)  NotI (7128)
7098 GGTCATGGCTAGTTAATTAACATTTAAATC AGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGTAACTAA

7198 CATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAA
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