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https: //www .uniprot . org/

UniProt_ g ' [pmeniphysin
BLAST Align Retrieve/ID mapping Peptide search SPARQL Help_ Cr.:;ntaclz-
UniProtkKB 2021_04 results
=

UniProtkKB consists of two sections:

Hi 0 _ The UniProt Knowledgebase (UniProtkB} is the central hub for the collection of functional information on

kS Reviewed (Swiss-Prot) - Manually annotated proteins, with accurate, consistent and rich annotation. In addition to capturing the core data mandatory

Records with information extracted from literature and curator-evaluated computational analysis. for each UniProtkBE entry (mainly, the amino acid sequence, protein name or description, taxonomic data
and citation information), as much annotation information as possible is added.

Unreviewed (TrEMBL) - Computationally analyzed

; : @ Help EBURiProtkB help video BB Other tutorials and videos % Downloads
Records that await full manual annotation.

Filter by* : L igrn % Download == # Columns <@ 1 to 25 of 4,846 p Show [25 ~|
L
N reviewed (41) ﬂ--_I

Swiss-Prot [ 000492  BIM1_HUMAN Myc box-dependent-interacting BIN1 AMPHL Homo sapiens (Human) 503
z " prote...
| Unreviewed (4,805) = = - E
TrEMBL ] ©083839 BIN1_RAT a5 Myc box—dependent-interacting Binl Amph2, Amphl Rattus norvegicus {Rat) 588
™ prote...
Popular organisms O 008532 @ BIN1_MOUSE M. Myc box-dependent-interacting  Bin1 Amphl, Sh3pg Mus musculus (Mouse) 588
Human (45) ~ prote._..
] P492418 AMPH_HUMAN -j Amphiphysin AMPH AMPH1 Homo sapiens (Humamn) 5695
Mouse {22} —
Zebrafish {22) O o08838  AMPH_RAT [ 5 Aamphiphysin Amph Aamphl Rattus norvegicus {(Rat) 583
Bovine {20) . .
O QFIQF7  AMPH MOUSE ~ Aamphiphysin Amph amphi Mus musculus (Mouse) 586

L7



Sequence databases

07516 mRNA Translation: AAAZ1BG5.1
¥81438 mRNA Translation: CAAS7197.1
AF034996 mRNA Translation: AAC02977.1

Select the link
destinations:
®EMEL®
GenBank?
CDDBJ?

CCDs!

PIR!
RefSeq’

AC011309 Genomic DNA Translation:
AC012490 Genomic DNA Translation:
AC007245 Genomic DNA Translation:
CH236951 Genomic DNA Translation:
CH236951 Genomic DMA Translation:
CH471072 Genomic DNA Translation:
CH471072 Genomic DMA Translation:

AASD7391.1
AASOD7563.1
AASDY7541.1
EAL23989.1
EAL23990.1
EAWS4110.1
EAWS4111.1

BC0324375 mRNA Translation: AAH34376.1

CCD547574.1 [P49418-2]
CCD55456.1 [P49418-1]

562400

NP_001626.1, NM_001635.3 [P49418-1]
NP _647477.1, NM_139316.2 [P49418-2]

Genome annotation databases

Ensembi?

ENSTO0000325590; ENSPO0000317441; ENSGO0000078053 [P49418-2]
ENSTOO000356264; ENSPOOOON348602; ENSGO0000078053 [P49418-1]

GenelD?

273

KEGG®
ucsct

nsa:2s3
uc003tgu.4, human [P49418-1]

Keywords - Coding sequence diversity’

Alternative splicing




= NCBI Resources ¥ How To &

Mucleotide

Sign in to NCBI

[Nucleotide v ||amphiphysin |

Create alet Advanced

o COVID-19 Information

Public health information (CDC) | Research information (NIH) | SARS-CoV-2 data (NCEI) | Prevention and treatment information (HHS) | Espariol

Species
Animals (3,523)
Flants (4)
Fungi (372)
Protists (2]
Viruses (5)
Customize ...

Molecule types

genomic DMNARMA {1.305)
mRMNA (2,087)

Customize ...

Source databases

Summary » 20 per page~ Sort by Default order Send to: =

ltems: 1 to 20 of 3913

Page of 196 Next=>

[] Danio rerio strain Tuebingen chromosome 2,_GRCz11 Primary Assembly
1. 59,640,629 bp linear DNA

Accession: NC_007113.7 Gl: 1196813952
Assembly BioProject BioSample Protein PubMed — Taxonomy

GenBank FASTA Graphics

Last ==

Filters: Manage Filters

Help

Results by taxon

Top Organisms [Tree]
Fundulus heteroclitus (354)
Homeo sapiens (2659)

Mus musculus (105)
Saccharomyces ceravisiae (55)
Danio rerio (37}

All other taxa (3062)

iore. ..
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Homo sapiens amphiphysin,. mRNA (CDNA clone MGC: 34636 IMAGE:5181100), complete cds

3,253 bp linear mRNA

Accession: BC034376.1 GI 21707929
Protein PubMed Taxonomy

GenBank FASTA Graphics

Homo sapiens amphiphysin (AMPH), transcript variant 1, mRNA

@ W W P

3,224 bp linear mRNA

Accession: NM_001635.4 Gl 1519314873
Frotein FPubMed Taxonomy

@ [

GenBank FASTA Graphics

Homo sapiens amphiphysin (AMPH), tfranscript variant 2, mRNA

3,098 bp linear mRNA

Accession: NM_13%316.3 Gl 1820270254
Proiein PubMed  Taxonomy

R[]

GenBank FASTA Graphics

Homo sapiens amphiphysin || mRENA, complete cds

1,998 bp linear mRNA
Accession: U37558.1 Gl 2160713
Proteim PubMed Taxonomy

GenBank FASTA Graphics

amphiphysin {3913)

Mucieolide

Homo sapiens amphiphysin (AMPH),
transcript variant 1, mRNA Mucleofide

Aifm2, a NADH oxidase, supports robust
glycolysis and is required for cold- and ...

Isolation and Differentiation of Stromal
Vascular Cells to Beige/Brite Cells

See more. .



Homo sapiens amphiphysin (AMPH), transcript variant 1, mRNA

NCEI Reference Sequence: NM_001635.4
FASTA  Graphics

x LI.I_F_.IEJ.L'J. JILLJIL. " L
BXOI 1..91
foene="ANFH"

Feene syrnonym="ANMPH1"*
finference="aligmment: Splign: 2. 1.0"
cos 23,2110
{ gene="ANFH"
fgene_synonym="AMPH1"
fnote="1soform 1 is encoded by transcript wariant 1;
amphiphysin (5tiff-Mann syndrome with breast cancer 128kD
autoantigen) ; amphiphysin I
foodon_start=1
Jproduct="amphiphvsin isoform 17
fprotein_id="NP 001626F. 1"
Fdb_zref="CCDS:CCDS5456. 17
Fdb_zref="GeneID: 273"
Jdb_zref="HGNC:H:NC: 471"
Jdb_zref="MIM: G00418"
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DNASTAR

& EditSeq
File Edit Search Speech Features Goodies MNet Search Window Help

40

T T T T T T T T N T T VR N T T T O T O
atggccgacatcaagacgggcatcttocgccaagaacgtec
agaagocgactcaaccgocgocgcaggaaaaggteocctocaaaa
gctggggaaagctgatgagacaaaagacgaacagttcgaa
Jaatatgtccagaacttcaaacggcaagaagcagagggta
ccagacttcagcocgagaactoccgaggatatttagcagecaat
caaaggocatgcaggaggcocctcoccatgaagctcacagagtcg
ctgcatgaagtctatgagecctgactggtatgggocgggaadg
atgtgaaaatggttggtgagaaatgtgatgtgctgtggga

Created: Saturday, December 11, 2021 10:51 AM

WE®] <[] Unspecified Sezrch | <
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& EditSeq
File Edit Search Spesch Features Goodies Met Search Window Help
Mew »

Cpen... Ctrl+0
Import..
Open Entrez Sequence... Ctrl+R

Close Ctrl+W
Save Ctrl+5
Save As..

Export...

Export all as one... an 40

Print Setup... 1562
Print... Ctrl+P
Print Selection...

Recent Documents ¥

i oMestien |

Created: Saturdas Frmarioien 021 10:-53 aM
Protean

SeqBuilder
SeqgMan




¥E MegAlign
File Edit Align View Options MNetSearch Window Help
i By Jotun Hein Method Shift+Ctrl+)

By Clustal V Method Cirl+K

B seau
By Clustal W Method Ctrl+L

T
BT ———"

Unalign Al ctrie= [ By Marinez N Method |

By Lipman-Pearson Method

Set Residue Weight Table
Method Pararneters...

DotPlot

Create Alignment from Selection

Perform Bootstrapping

------




E Megélign - [AMPH-Homo-T2.seq(1=1962) vs AMPH-Homo-T1.seq(1=2088]] o *

Martinez/MNeedleman-Wunsch DNA Alignment

Minimum Match: 3; Gap Penalty: 1.10; Gap Length Penslty: 0.33

Seqi{i=1962) Seq2{1=208E) Similzrity Gap Gap Consensus
AMPH-Homo-TZ 529 AMPH-Homo-T1.52q Indies Mumbsr Length Length

{1=1382) (1=2088) 3.9 1 128 2088

IO CCACATCAAGACGECCAT T OGO CAAGAACGT OCAGRAGOGACT CARCCGCGCCCAGGAAR R CET T CC AR R A GUT AR A G TCAT GAGAC AR A R CACGARACACT T OGA RAGAATAT T CCAGAACT T CAAACGECAAGARGCAGAGECT ACCAGACT TCAGCGAGAACT COGAGGAT AT ITAGCAGCARATCAR AGECAT ZCAGGAGGOCT
AT A AT AR O AT L TGO C A A A O T O AR A O A T A A O e e O A AR A A T T AR A A T e AR A T AT A A A A S R A A A O T T A A A A T A T T O A A T T A R A O A A A A A A T A A A T T A CA A A T OO CACCAT AT TTAGCAGCART CA R R CECAT GCAGRAGEOCT
ATEECCGACATCAAGACGGECAT CT TGO CAAGAACGT CCAGAAGCGATT CARC OGO ECAGCAA R AGETCCTCCARA R MG T GEEEAAAGT TEATCAGATAR A AGACGAACAGT T GAAGARTATCT CCAGAACT I CARARCGECAAGAAGCAGAGCET ACCAGACT TCAGCGAGAACT CCGAGGAT AT T TAGCAGCARTCARRGECATGCAGGAGGCCT

~10 ~20 ~ao ~40 ~50 ~E0 ~70 ~ao 80 ~100 ~110 ~120 ~1320 ~140 ~150 ~1EQ ~170 ~180 ~150 ~200 210 -
w3320 w240 w250 w2 E0 =270 w280 w3E0 w200 w310 w320 w330 w340 w350 w3E0 w370 w280 w350 =400 w4l w420 w420 o
AT AR T A A AT G GO A T A A T T A T GA G O T A T L A T e O e e A A A T T AR A A T e T L e L AR A T T AT G G L L ARG CT T O AT A A R B A T O L AT eI O I T T AR A T A T A T A O T G C AR T T T O T A AT AR A T OGO AT OGO C AR O CAGCACGAR CCTACT GEACTATGACRE
CCATGARGCTCACAGR T CECIGCAT ARG CL AT A T GACT G AT R RAACA TG GAR A AT GG T eI CAGAR A TG T GAT G UL I GEEAAGAC T T O CAT CAR R A AT T CEA T GEET O I TG T AACACT GEAT AT AT GEEECAAT T T O GACAT AR AGAA T CGCATCEOCAAGCGCAGCAGGARGCTAGT GGACTATGACAG
AT AR T A A AT G I GO A T A A T T A T A G O T A T e L A T e O e A A A T T AR R A T e T L e L AGA R A T T AT C L G L L ARG CT T O AT A A R B A T T AT T O I T G AR A T A T A T A O T G AR TT T O T GACA T AR A T OGO AT OGO C A R G CAGCACGAR CCTACT GEACTATGACRE
~230 ~340 “250 “2ED ~270 ~280 “250 ~a00 ~alo ~a320 ~aao ~240 ~as50 ~3E0 ~aTo ~280 ~as0 ~400 ~410 ~420 ~420 ko
w250 v4ED w470 w480 w450 =500 w510 w530 w530 w540 w350 w3 ED w370 w380 w550 w00 wELD vE2D wEID wE40 wEID -

TG A AT T GEAA G T I G AGA G T A A GCA A GEA T CAGAGT CCA AT CT CT AAGGCAGRAGARAGR A TTTCAD GCA A GAA A T T T ARG T T AR T TAC T T AC A A A A GG T T A C AT AT T A T G T AR G CGAGT T GEATI I T AT G T T AR T AT T T CAR R A AT CT CCAGCCTEGAAGCCAAGTTTCATAAGGARATT
T e A A T L GEAA GO T G A T O A A A A A G T A GA T O A T T L A A e A A A A A A T T T A A A A A A A A A T T T T A A A T T T A T T A T T A A A A A T T A A T AT T A T e L CA A A AT I AT T I T AT I TAA T AT T T CA R A A A O T CT O AGCCI T GAAGOCARGTTTCATARGEARATT
TG A AT T GEAA G T L G AGA G T A A G A A G T CAGA T C A A T T T AR GG A G A G A GE A TT TCAGR A A GO A A GA A A T T L LR AAGAGT T A AT TGACT T AC A A G A AT T AC AT C AT T AT G T AR A CEAGT T GEATT I T AT G AR T ACT T CAR R A A O T CT O CAGCCT I GAAGCCAAGTITCATAAGGARATT
~450 ~4EQ ~470 ~480 ~450 ~500 ~51l0 ~5an ~5an ~540 “B50 “HEQ “E70 ~5a80 ~550 “EQD ~EL0 ~E20 ~E30 “E40 “ES0 b
wET70 €80 wESD =700 =710 w720 w720 =740 w750 = TED =770 =780 wTE0 w800 w810 wB20 wB30 w840 wAS0 wBED w870 L
GOEET eI T I A CAn A T L AT CA A T AT A AR R A T T A A A O OO GA C A A e O T T C A CA T O A A A GO GO AT GAT T O T T T OO G AT T A R AR C A C A T CAC e T GAGGAG T T C A OO T OO A O O A A A A T O AR A T A T A CA T T ACCAC T GO CT OO ECAC CAGCACGEOCTOGET CAC
ST I T T A R A A T T AT A A T AT A A A A A T T A O A T A O e D A A A e O T T A A T O A A A S O e O O A T AT T O e e T O I T OO G AT T RO A R R GRA CA CCAT CAC OGO T RAGE T A T O O O A D O O A T A A A T O LA R A T A T A LA T T AT A D CT RO ST CT OO AT CAGCACEEOCTOGETCAD
GOEEI eI T I A CA A T e AT CA A T AT AT AR R A T T A A A O OO GA A A e O T T C A CA T A A A G O GO O AT GAT T O T T T OO G AT T A R AR C A C A T O e T GACGA G T T C A OO T OO A O O A A A A T O AR A T AT A C A TT ACCAC T GO CT OO GCAC CAGCACGEOCTOGET CAL
“ET0 ~EB0 “ESD 700 *710 ~720 720 ~740 ~750 “TED ~770 ~780 ~7&0 “goo “Bl0 “B20 “Bao ~g40 -y “RED “B70 ke
wBS0 =300 w510 =520 =530 =540 =S50 wSED =570 =S80 =G50 w1000 w1010 w1020 wi020 w1040 w1050 w10E0 <1070 w1080 w1080 -
LT AR CACR A R A A T O G OO A T T A T A A T A O O G A A A R A T GO A A A C A T A T A T I T L I LA CAC R A T T LI T O CAGR A T T G A A A A O T T OO A A A T R A T O O T A e T AR R A A A G AT T L GO IR T T GEACT I L GAT CCI T T CAR GO CGAGET GACACCIGCAGS
CITCACAGACAAGEA R A GG T O DG OO AT T AC LA A GT CAC OO GAC AR A GEA AT G AGCAGGAGE A C AT AT C AT T T I T L GAGEAC AR T T T T T O AGA R A TCAGT G GAC AR A T T OO AGA AT GA A G T OO T G AGE T GAR A A ACAGGAGACT I T GUIGEAT CI GRACT I TGAT CCI T T CAAGCCCGAGGT GACACCTGCAGE
LT CACR AR A R A O T O G OO A T T A T A A T A O O A A A e A T GO G A GG A A T A T A T I T L AR A T T LI T O CAGR R A T T G A A A A O T T OO A A A T R A T O O T A e T AR A A A A A AT I L GO IR T T GEACT I L GAT CCT T T CAR GO CGAGET GACACCIGCAGS

- “g00 ~B10 ~8320 ~530 ~g940 ~850 “GED ~g570 ~880 850 ~1000 ~1010 ~1020 ~1030 ~1040 ~1050 ~10€0 ~1070 ~1080 ~1080 =
w1110 w1120 wllad w1140 w1150 wllEQ w1170 w1180 w1150 w1200 w1210 w1220 w1320 w1340 w1250 w12E0 w1370
T I GEAGT A O AT CAC A TGT CT CAGAC AT T GO T GEEACCT AT GRACGAC ARG ACTGAT T T GG T AC A CGECT I I eI GG T T AT T L AR T GEAT T CACAC AR CCCAGGATACT TCATTAT TCACAATCGCAGACAGACCAGAGTATGAT CT ZCAMCT ——————————— ————————————————————————————————————

T AT A O A T O O O AT T T CAGA A T T O O T G A T A T A A A A e A T A T T T e A A O eI T I eI G I T AT T TAA T A T T A A A G O O O A AT AT T C AT TAT T CACA A TEC AR CAGRAO CAGACT AT GAT CT GCARCT
TICI I GEAGT AT O AT CAC AT T CT CAGAC AT T GO T GEAC T AT GRACGAC ARG AT AT T T GG AC AR O T I I eI G T T AT I T AAT GRAT T CACAC AR CCAGGAT AT TCAT TAT TCACAATGCAGACAGRACCAGAGT AT GAT CT GCARACT T GECTRAAT CTGAACAGEC T OCACCCACAGAGCCARR AGCAGAGEAGTCT

~1110 ~1120 ~1120 ~1140 ~1150 “11E0Q ~1170 ~1180 ~1150 ~1200 ~1210 ~12z20 ~1z20 ~1240 ~12s50 ~12E0 ~1370 ~1z@0 ~1250 ~l200 ~1z210 =
w1280 w1250 w1300 w1210 w1320 w1330 w1340 w1350 wl3E0 w1370 w1380 w1350 w1400 w1410
---------------------------------------------------------------------------- AT AT A I A T AT F T A T GO AL L T A A T T G e L A GO A L R e e O OO A G A A G A R A A e O A G A A O A T T OO I GO O e ARG ACT R ACT T TACGRCCACEOCAR R ATT AR

TEATCATACCIGRAGC I EAT G AT GCAGC TG TECAACCI T GE LG T CAGCAG T GAGGEEE T C T AGEAGAGRAA G AGAGECEEACARGE T AT T OO I GGG AR GEAGT AAGT TTAGRAGCAGEUCARRATTGEAR
I T T T A A T e T T EE T O A T T A A T A C A T e L A A e O AT A A e A T AT A T A T AT RA T G AT G AU L L T A O T T eI e L C A C A L GA e e e O O O C A G R A G G CA A A A e O e A A A e A T T O O GO O e AR GEACT A ACT ITAGACGGAGGOCAR A A TTGEAR
~1330 ~1340 ~1a50 ~12€0 ~1370 ~1z280 ~1350 ~1400 ~1410 ~1420 ~1430 ~1440 ~1450 ~14€0 ~1470 ~1480 ~1450 ~1500 ~1510 ~1520 ~1530 >
w1320 w1430 w1440 w1350 wl4€0 w1470 w1480 w1450 w1500 w1510 wl520 w1530 w1540 w1550 wl5€0 w1570 w1580 w1550 w100 wlELD wlE20 wlE30
CoGAM AT EAGEET GO AR A T GO O C A A O T A A G A G A G T C A A G AR A T GO T CA GG A A GET AT T O T T O G T C AT AGA GO T GO T CCA A C AT G A A A GGA AGGAGR AR ACGAR AT AR T AT AGET GrAGE GO CAR GRAGACCACCGAGERACGCEEC T O T O CGEEC O CCACCAGCGAGACACOGEAGCTGEITACGGA
LA AT AL A GA A T GO A T GA A A A G T A A A A A T GO T A A A T A T T O L T O G L e CA T AGA GO T GO T O A A A T C A A A e A A A A A A A A A A T A A T AT A e T A GO O A A GE O AT O AGEAC RO T O OO C OO CAC CACCCAGACAC CEGAGCI GECTACGEGA
LA R T AT A A A T O A A T A A A A T O A G A O T GO T A G A A A T A T T O T T O eI eI CAT ACA GO T GO CT CCAA CCATCA R CACCA RCEAGE A T AT A T A T A GO A R A A A OO AR OO T O T OGO O O CAC CAGCCAGACACOEEAGCT GECTACEEA
~1550 ~15€0 ~1570 ~1580 ~1550 “LlEnD ~1€l0 ~le20 ~1e30 “1e40 ~1E50 “lEED ~1e70 ~le80 ~1lE50 L1700 ~1710 ~1720 ~1730 ~1740 ~1750 ko
wl&40 wle50 wlEE0 w1E70 wl€B0 w1E50 w1700 w1710 w1720 w1720 w1740 w1750 w170 w1770 w1780 w1750 w1800 w1810 =1B820 w1830 w1840 w1B50
AR T AT A CEA O T A O CA OO T T T e A A O A T e e T e L A O A T A A T T e C A A A O T T C A G GA A TT O T O T GO T T L T A A L AR A A T O A T e T T T T A A A A T T T A T A AT T A T T A AR A e T AT T G Gl T e L T OO CT CAGR TTCAGAAGCTGAT CAL
GCARARCOCTATOCAGE A D A R T T L e A AR O AT e eI eI GACCAGTTAGCAT T GLARCE AL T A GEA A T T O T O I eI T T I L A A A T G A A O T e A T A T T T T A GG A A A TT T A T A A T T A T T AR R A e e T AT G eI GO I GET OO T CAGATTCAGAAGCTGAT CAL
ECAEAA T AT A GG O T A O CA OO T T T e A A OO A T e e T e L A O A T A A T T e O A A A O T T CAGGA A TT O T O T GO T L L L A A GG AR A A T e A T e T T T T A AR A T T T A T A AT T A T T A AR A e T AT T G E T e L T OO CT CAGR TTCAGARGCTGAT CAL
~1770 ~1780 ~1750 ~1B00 ~1B10 ~1820 ~1820 ~1B40 ~18s50 ~1BEQ ~1870 ~1@80 ~1E50 ~1500 ~1510 ~15820 ~1530 ~1540 ~1850 ~15€0 ~1870 =
=lBED w1870 =1BB0 w1850 w1500 w1G10 w1520 w1530 w1540 w1550 wl9ED
GRTECAE I E I eI EAC T CAR G AR T C A T T I AT A ARG A O T T e C A O T AR A A T CI T I CCAGR GARCTTCAOCCGACGCITAGRTTAR
GATECAGEC TG GELEEEACT GAAGGA AT CAGA T G T TCAGT ACAGAGAC T T CACCTACAR RGO T CI T T CAGAGAACTTCACCCGACGCTTAGRTTAG
GRTECAE I E I eI e EAC T CAR G AR T C A T T I AT A ARG A O T T O C A O T A A A T CI T I CCAGR GARCTTCAOCCGACECITAGRTTAR
~1950 “2000 ~2010 ~2020 ~2030 ~2o4on ~2050 “20E0 ~2070 ~2080

File Edit Align WView Options MetSearch Window Help -8 %
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2. HE B A BREABENETIVNS

https://www .neb.com/

& NEW ENGLAND be INSFI
-

Bio
—

Applications & Products

Tools & Resources

LIze this tool to simplify the process of selecting the appropriate exonucieases for
use in vour nucieic acid digestion workflows. The tool guides you to product
recommendations based on your answers to a few simple guestions.

Restriction Enzyme Tools

Double Digest Finder

Lize this tool to guide your reaction buffer selection when setting up double-digests,

a common timesaving procedure. Choosing the right buffers will help you to avoid
star activity and loss of product.

NEBcutter™ v2.0

Lise this tool to identify the restriction sites within your DNA sequence. Choose
between Type Il and commercially available Type 1l restriction enzymes to digest
vour DA NEBcutter V2.0 will indicate cut freguency and methylation state
sensitivity.

Support

Estimate the percentage of comect DMA copies (those without base substitution
emors) per cycle of PCR for selected DMA polymerases.

About

Enzyme Finder

Lise this tool to select restriction enzymes by name, seguence, overhang or type.
Enter your sequence using single letter code nomenclature, and Enzyme Finder will
identify the right enzyme for the job.



S NEBcutter V2.0 o9l heip| [Comments

MEB homepage]

This tool will take a DNA sequence and find the large, non-overlapping open reading frames using the E.coli genetic code and the sites for all Type Il and
commercially available Type Ill restriction enzymes that cut the sequence just once. By default, only enzymes available from NEB are used, but other sets may be
chosen. Just enter your sequence and "submit”. Further options will appear with the output. The maximum size of the input file is 1 MByte, and the maximum
sequence length is 300 KBases.

What's new in V2.0 Citing NEBcutter

Local sequence file: | #EF50it | FEEERE Standard sequences:
GenBank number: | | [Browse GenBank] | # Plasmid vectors |
or paste in your DNA sequence: (plain or FASTA format) | # Viral + phage v |
acgttgactt i
acaagaagagttaccatcattatosgtcaagacgagtigegattttatgttaatactttcaaaaacgtctoe
agccttgaag

coaagtttcataaggaaattocgotogoctitgocacaaactgtatgaagtoatsacaasactggotgacca

gCACgCCFAc Submit

aaggcottcaccatcoccaaggagegoccagtgattogggtoctotocogoattgocaaagacaccatcaccge
ctgaggagce -
ttcaccocteooccgagocogacagoaagtocaaatcatacattagoacctegocgtotococgoaccagocacgyg

@ NEB enzymes More options

0 All commercially available specificities

. P o
:@' I(_:li::fjlrar By s o e All specificities | Set colors

The sequence is: :

1 All + defined oligonucleotide sequences
) Only defined oligonucleotide sequences

define oligos]




& NEW ENGLAN
BioLabs.

N Linear Sequence: unnamed sequence
Cleavage code T Enzyme name code
Display: - NEB single cutter restriction enzymes I | blunt end cut | fvailable QEEMEE
- Main non—overlapping, min. 100 aa ORFs . | 5 extenzion Mot commercially available
T | 5 extension 1 cleavage affected by CpG meth.
GC=52%, AT=48% - #: cleavage affected by other meth.
T | cuts 1 strand {enz.namel: ambiguous site
695 aa

1 2085

-Sphl rBatxl AhdI *Mael *Ecil EcoMI - #Hpu991
N=zpl M=11 *Haell ~&MNgoMIY Bmt.I
Kpnl ¥HincII ¥B=srFI Hhel
-ACcES] ¥hcll Shil FMeol
Banl wmnl BztYI Btgl
¥B=tBI ¥Bto7] B=allI
EBze¥l B=sS1
¥BzsHII Bzl
*Eael
- Main options I_—_l
MNew DNA All commercial 2 cutters Zoom in 0 cutters
Custom digest All 3 cutters 1 cutters
View sequence All sites
ORF summa - - Save all sites
Serie pmjer:tw Minimum ORF length to display: | 100 Flanking enzymes
Print




Enzymes that don't cut

unnamed sequence

Number of cuts[= +|[0 | [ oK | | Save as textfile |

# | Enzyme Specificity

1] Aatll G ACGTTC

2 | Accl GT™ME AC

3 | Afel AGCTGCT

4 | Aflll CTTTAL G

5 | Afl ATCRYG T

6 | Agel ATCCGS T

7| Alel CACHNTHNG TG

6 | Apall GTTGCA C

9 | Ascl GG TCGCG CC

10 | Asel AT™TA AT

11 | AsiSI GLG ATTCGC

12 | Avrll CTCTAG G

13 | Bael (Mg ™(ND ACHNNNG TAYC (W) 5 () g~

14 | BamHI | 67GATC C

15 | Begl TN C6A () g TGC (W) 4 BN

16 | Balll ATGATC T

17 | Blpl GCTTNA GC

18 | BmgBl |CACTGTIC

RE\EXNFRE, SHELEREMNSNBYNRETRE, MEDRNERNADIEE



TAATACGACTCACTATAGGCTAGCATGGATTACAAGGATGACGACGATAAGGAG CTC CATATG ACTAGT CTCG

Nhel flag Sacl Ndel Spel Xhol
AG AAT TCA CGCGTG GTA CCT CTAGAG TCG ACCCGG GCG GCCGCT TCC CTT TAG TGA GGG TTA ATG
EcoR1 Mlul Kpnl Xbal Sall Xmal Eagl

Accl Smal Notl

EEUINAR, —EEFEBLAE=A



Oligo 7

[ |£| Olige 7 - NewSequence.seg - O ¥
File Edit Analyze Search Select Change View Window Help
E. B, = @ ¢ & for Primers & Probes...

[51; Edit Sequence | for a Sequence String ? [= = [=
File: MewvSequence 2 for Restriction Sites... h B
Accept,i‘Disca_rd | for Restriction Sites in Protein.. |

5 1|5k . 10 os: |
e Sequence Files... :l - P
1 ATGGCCGAC [ AGALGCGACT CAACCGCGCG CAGGLARAGG TCCTCCAALL GCTGGGGALL GCTGATGAGL CAAARLGACGA ACAGTTCGAL GAATATGTCC AGAACTTCAL ACGGCALAGAL GCAGAGGGTA
161 | CCAGACTTC Chow Salected Pases [ CARMGGCATG CAGGAGGCCT CCATGALGCT CACAGAGTCG CTGCATGALG TCTATGAGCC TGACTGGTAT GGGLGGGALG ATGTGAALLT GGTIGGTGAG AMLTGTGATG TGCTGTGGGA
321 | AGACTTCCA ) L CTGGATACCT ACCTGGGGCA ATTTCCTGAC ATAAMGAATC GCATCGCCAA GCGCAGCAGGE AAGCTAGTGG ACTATGACAG TGCCCGCCAC CATCTGGAAG CTCTGCAGAG CTCCALAGAGG
481 | AAGGATGLG Primers & Probes Search Data [ AGARALLGCACL GARAGTGTTT GAAGLGTTTA ACGTTGACTT ACAAGAAGAG TTACCATCAT TATGGTCALG ACGAGTTGGA TTTTATGTTA ATACTTTCAL LARCGTCTCC AGCCTTGAAG

541 CCAARGTTTCA IANGEAARIT GLEEIGLILIL GLlaLaanc] GTATGALGTG ATGACARRAC TGGGTGACCA GCACGCCGAC AAGGCCTTCA CCATCCAAGG AGCGCCCAGT GATTCGGGTC CTCTCCGCAT TGCAARGACA CCATCACCGC CTGAGGAGCC
801 | TTCACCCCTC CCGAGCCCGA CAGCAMGTCC AAATCATACA TTAGCACCTG CGTCTCCCGC ACCAGCACGE CCTCGGTCAC CTTCACAGAC AAGGAAMGGG CCTCCTGTCC CACCTCTACC TAAAMGTCACC CCGACAAAGG AACTGCAGCA GGAGALCATC
961 | ATCAGTTTCT TTGAGGACAL CTTTGTTCCA GALATCAGTG TGACAACACC TTCCCAGAAT GAAGTCCCTG AGGTGAAGAL AGAGGAGACT TTGCTGGATC TGGACTTTGA TCCTTTCAAG CCCGAGGTGA CACCTGCAGG TTCTGCTGGA GTGACCCACT
1121 | CACCCATGTC TCAGACATTG CCCTGGGACC TATGGACGAC AAGCACTGAT TTGGTACAGC CGGCTTCTGG TGGTTCATTT AATGRATTCA CACAGCCCCA GGATACTTCA TTATTCACAL TGCAGACAGR CCAGAGTATG ATCTGCAACT TGGCTRALATC
1281 | TGAACAGGCT CCACCCACAG AGCCARAAGC AGAGGAGCCT CTGGCTGCTG TCACACCTGC CGTTGGTCTG GACCTTGRAA TGGACACTCG GGCTGAGGAG CCAGTGGAGG AGGCAGTGAT CATACCTGGA GUTGATGCTG ATGCAGCTGT TGHAACCTTG
1441 | GTETCAGCAG CTGAGGGGGC CCCAGGAGAG GAAGCAGAGG CGGAGRAGGC CACTGTCCCT GCCGGGGAAG GAGTAAGTTT AGAGGAGGCC AARATTGGAL CTGAAALCCAC TGAGGGTGCA GAGAGTGCCC RACCTGAAGC AGAGGAGCTC GAAGCAACAG
1601 | TGCCTCAGGA GAAGGTCATT CCTTCGGTGG TCATAGAGCC TGCCTCCAAC CATGRAGAGE AAGGAGAARL CGAAATAACT ATAGGTGCAG AGCCCAAGGA GACCACCGAG GACGCGGCTC CTCCGGGCCC CACCAGCGAG ACACCGGAGC TGGCTACGGA
1761 | GCAGAAGCCT ATCCAGGACC CTCAGCCCAC GCCTTCTGCA CCAGCCATGG GGGCTGCTGA CCAGCTAGCA TCTGCAAGG: AGGCCTCTCA GGRATTGCCT CCTGGCTTTC TCTACAAGGT GGARACACTG CATGATTITG AGGCAGCAAL TTCTGATGAL
1921 | CTTACCTTAC AMAGGGGTGA TGTGGTGCTG GTGGTCCCCT CAGATTCAGA AGCTGATCAG GATGCAGGCT GGLCTGGTGG:E AGTGAAGGAL TCAGACTGGC TTCAGTACAG AGACCTTGCC ACCTACARAG GCCTCTTTCC AGAGAACTTC ACCCGACGCT
2061 | TAGATTAG

=1 Sequence el B | X
File: Mew Sequence.zeq
~
DA Sequence Selected Oligo  Position Lencth # Feature Location
Sequence Length: 2055 nt O Farward Primer - -
Reading Frame: +1 O Reverse Primer - REd
Current Oligo Length; 21 nt O Upper Cligo - -—
Position: 1 O Lower Cligo —- -
i Ji 64 .6°C PCR Product [--- -]t
I Rl frae) e e flee) (B0 s e e L) Rl (1200 120 Rl (1500 e PR e (e el
b adihdn, . . andingh Aia . codnn ) citibadil s Midhe. Ad | -
pos: tm
[ LT 120 N L M [ L e B ieie AR L A L AL 1120,
ATGECCGACATCALGACGEGCATCTTCGC CALGAAC GTCCAGAAGC GACTCALCCGLGCGCAGGAMRAGGTCCTCCARAAGCTGGEGARLGCTCATGACGACAALAGAC GAACAGTTCGALGAL
TACCGGECTGTAGTICTGCCCGTAGALGCGETTCTTGCAGGTCTTIC GCTEAGT IGGLGCGEGTCCTITTCCAGGAGGTTTTCGAC CCCTTTCGACTACTCTGTTTIC TGO TTGTCAAGCTICTT




=i

| & Oligo 7 - NewSeqguence.seg [ x*,
IFi!e Edit Analyze Search Select Change View Window Help )
EE M-S = = Y lFs)
[=l. Edit Sequence - -~ - C= s
File: MeswSequence. seg | Search Primers & Probes »| Search Parameters 3
Accept/Discard Edit Search Change Rev.Translate
] . il = T iParamsters| § Constraints S
o4 E_‘ 1 r@ J c'i;l; @ m 9 lc}l_ q 4 '1DI earc PLions Subgearches __________________________________ eguence OnsStralints COYes
= g h : :
1| ATGGCCEACH TCRAAGACGGG CATCTTCGCC AAGRACGTCC AGE I General Constraints MWore Constraints
161 | CCAGACTTCA GLGAGAACTC CGAGGATATT TAGCAGCAAT Chi Search in: + Strand — Strand T
521 | ABACTTCCAT CAAAAACTCG TGGATGGGTC CTTGCTAACA CT Snarih Hede: @8it i Cancel w'@ Primer Length: o1 | + 5 [
451 | AAGGATGAGA GTCGAATCTC TAAGGCAGAL GAAGLATTTC AGE Barel fods. i R ]
41 CCAAGTTTCA TARGGAAATT GCGGTGCTTT GCCACARACT GTS Apply | 8 @ dccaptible 3 —Timer AG: 2.5 | keal fmal
G0l TTICACCCCTC CCGAGCCCGA CAGCAAGTCC AAATCATACA TTi
061 | ATCAGTTTCT TTGAGGACAL CTTTGTTCCA GAARTCAGTG TG Comp]_ex Substrate @ ﬂ Strongest Dimer Overall AG: —7.5 | keal fmol
1121 CACCCATGTC TCAGACATTG CCCTGGGACC TATGGACGAC Lhl
1281 TGAACAGGCT CCACCCACAG AGCCAARAGC AGAGGAGCCT CTI . a ﬂ T P 5 it A 1.2 | keal fmol
1441 GTGTCAGCAG CTGAGGGGGC CCCAGGAGAG GAAGCAGAGG CGEI @PCR Primers
1601 TGCCTCAGGR GAAGGTCATT CCTTCGGTGG TCATAGAGCC TG 4 ; a : ;
= & = 4 v 2 Min. A table L AG: 0.3 keal /mol
1761 | GEAGAAGCCT ATCCAGGACC CTCAGCCCAC GCCTTCTGLa coi  Competible with the | Forserd Primer . ,—— @ Min Acceptable Loop = EAL R
1921 | CTTACCTTAC ABAGGGGTGA TGTGGTGCTG GTGGTCCCCT CAl f : oy =
® - - : -r.2|=| o
2081 TAGATTAL ) Tactlen Peabes & POR 7ai ® 3 —terminal Stability Range: . 2 0.8 keal /mal
al a1l robes 4l1Ys
B uence 5 — inal Stability R 5 £.5| £ | 1.1|kecal/mol
= Seq I:Elﬂ'lp&tl]:lle w1th the Upper Prohe Lower Probe a iy RILS by e e 2= € fmo
File: MewSeguence.seq o .
. Sl nntand Proners @ Internal 12-mer Stability (s1iRHA): |22.0| % | 2.0 keal/mol
DA, Sequence i ﬂ
| a : 11itw: =FT
S TE—— 088 it & | et n o r Min. GC Clamp Stabilitwy: . 7| keal /mal
e olec ar eacons alrs
Reading Frame: +1 =l : © & Frimer Tm Remge: s80/+| 30/°¢
Current Cligo Length: 21 it @ OWested Primers
Position: 1 B |4 i) Sequencing Primers @ T of Probe — Tm of Primer: .0 iEy 1.0[E5E
o 1 fid 6°C F L
L | (0 Hybridization Prohes |: ® Toof Loop — Tm of Primers: B:E || 1oR =G
" - _— - o - 5 siRNA Probes i
After successful search show: All Results L s it o e i
Defaults
1 10 20 a0 W s e e S S e | Search Method: PCR Primers
e LS P PPN e BP0
Defaults Cancel
ATGGCCGACATCAAGACGEGLATCTTCGCCAAGAACCTCCAGAAGC GACTCALCCGCGCGCAGGAARLGETCCTCCARMAGCTEEGGARLGCTCATGAGACARLA AT CGAACAGTTCGAAGES T 1 I




_—

o= |

| i = . -
i:i!e Edit Analyze 'Se_._arclﬁ Select Change View Window Help

BRESESE AR
(3, Edit Sequence |E|E |E

File: MewSequence seq |
Accept/Discard Edit Search ¢
J Y B Search Optiens Syhszearches

5
1
lal
321
451
G641
g0l
96l
1121
1281
1441
la0l
176l
1321
2081

=+
1|

ATGGCCGACA
CCAGACTTCA
AGACTTCCAT
ALGHATGAGS
CCALGTTTCA
TTCACCCCTC
ATCAGTTTCT
CACCCATGTC
TGAACAGGCT
GTGTCAGCAG
TGCCTCAGGA
GCAGRAGCCT
CTTACCTTAC
TAGATTAG

TCAAGLCGGE
GCGAGAACTC
CALARACTCG
GTCGHAATCTO
TALGGABATT
CCGAGCCCGE
TTGAGGACALL
TCAGACATTG
CCACCCACAG
CTGAGGGGGE
GAAGGTCATI
ATCCAGGACO
AbLAGEEETRE

[El. Seque

Filg: MewSed)

Dl
Sequence L
Reading Fra
Current Clig

P

i 100, |

ATGGECCEACATC AL GACGLLCATCTTCGCCAAGRACGTCCAGAAGC GACTCALRCCGC G GCAGGALAAGETCCTCCARALGE T
TACCGGETGTAGT ICTGCCCGTAGAL G GGTTC TG AGGTCTTCGETGAGT TG GG GTCCT T TTCCAGGAGGT T T TC GACCCCTTTCGACTACTCTGTTTICTGCTTGTCAAGCTTCTT

Search in: + Strand — Strand
Cancel
Search Mode: @Select Verify
Apply
] Complex Substrate
(®) PCR. Frimers
Compatible with the Forward Primer Reverse Primer
() TagMan Probes & PCR Pairs
Compatible with the Upper Prohe Lower Probe
Selected Primers
(IMolecular Beacons & PCR Pairs
D Hested Primers
D Sequencing Primers
D]‘[yhridization Probes
Parameters
s1BlIA Probes
After successful search show: |All Results o
Defaults

Ll | P e e e Y e Y T

e

P I g

i

LT o i e

SRy

?

5 u Search Ranges

Sequence file: NewSequence.seq [1 to 2085]
Search method: PCR Primers

Positive strand search range: 1 to

Negative strand search range: 2048 to

Find products in checked region(s) only

a PCR product length: 2088 to
Chooze seguencing primers every; 500 | nt =
Choose hybridization probes every: 1000 bp £

[JHe overlapping primers/probes

[] 811ow only one overlapping (external) primer
[J e multiple products in one sequence region
[Jcover the entire search area with:

Overlapping products

40

2088

2088

al

50

Hon—overlapping products with max. |100|bp gaps

Perform False Priming Sites or Homology Searches:

() Within the zesrch ranges only (@) On the entire zequence

Check Reg‘i.on{s) Default= Cancel

ERY
AT
ERTE)
CTCC
CCGC
RGCL
[GEL
BACT
CTGT
GCTC
AT

CTTC

I A TR T A AL R A L A A T A AT A T T A AR T

GCAGAGGGETA
TGCTGETGGGA
CTCCARGAG:
AGCCTTGALG
CTGAGGAGCC
GGAGLLCATC
GTGACCCACT
TGGCTGAATC
TGGALCCTTG
GLLGCARCAG
TGGCTACGGA
TTCTGATGAL
ACCCGACGCT

¥

T

FF




| £ Oligo 7 - NewSequence.seq

File Edit Analyze Search Select Change View Window Help

BEesE& AR

[21. Edit Sequence

File: MewSequence seq

Accept/Discard Edit Search Change Rev.Translate

x|

161
321
451
641
g0l
951
1121
12681
1441
10l
1761
1921
2081

1) g
ATGGCCGACK
CCAGACTTCA
AGACTTCCAT
AALGEATGAGD
CCAAGTTTCA
TTCACCCCTC
ATCAGTTTCT
CACCCATGTC
TGAACAGECT
GTGTCAGCAG
TGCCTCAGG
FCAGALGCCT
CTTACCTTAC
TAGATTAR

10

File: MewZSequence.seq

Forward
# Frimer

210 220 230 240 250 260 270
IIIIII|||||||||||||||||||||||||||III|||||||III|||IIIIII||||II|||||||||||||I|||||||||II|||IIIIII

190 200

o ! B BN OB O oy
- Sele igonuclectides
Tcand B= Selected Oligonucleotid
GCGAD  File: MewSequence seq
I: il - -3 -
GTCGA | Forward Frimers | 1 [2; Selected Primers
s 0ligzo File: MewSenuence seq
LCGA # Fosi g Soore T ' ;
t m
T 0512 = 1 MewSequence: 1F17
TCAGA
CCAC
ETE‘n} Lencth:
i Soore:
[ Sequence :
2 Position:
File: MewSeguence. seq .
Trftm:
D& Seguence Selected Qlign Posttion  Lg 4580 (2570
Sequence Length: 2085 it Forward Primer ASfhs
Rreading Frame: +1 Reverse Primer ahiah:
Currert Qligo Length; 21 nt Upper Oliga FAG
Position: 266 Lowver Olica Degeneracy:
L t Siae PCR Procuct [zogg—1{ PE#
1E
i ] |200 (300 (400 (B0 e (500

2 ATGGCCGACATCARGAC

-353.6 cal®K *mal
-131.0 kealimol

2.88 nml:IL"Ag 1]

MeweSeguence: 2069R20

[o [E [

2 CTRATCTAAGCGTCGGETGA 3

Lencth:

SCore:

3' Position:

L, ==
AGIAY (25 "C): S29E
AT N -422.3
AH AR -15855
MG

Degeneracy:

PE.#:

1E:

20-met
930 points
2069
559 °C
-29.5 kcalfmal

-421 .5 cal®K * maol

-155.3 kecalimal
-7.1 kcalimol
1
4771477
208 I'Iml:I|."A23|3
1.7 pafdgep

ENEHES

Set Score: 695

0 290
|||||||||||||||||II

pos: | - |t

300

whillle, .. . uﬂhm_-—n— = =

.6

A

Scare

B33

AR AR E=1nl=




| £ Oligo 7 - NewSeguence.seq

File Edit Analyze Search Select Change View Window Help

B
=, |
File
A

5

L e

1121
1231
1441
la0l
1761
1921
2081

Entire Sequence
Forward Primer
Reverse Primer

Upper Oligo

Lower Oligo
Restore
Features

Preferences...

e i i R — =i i

CACCCATGTC TCAG
TGAACAGGCT CCAC
GTGTCAGCAG CTGA
TGCCTCAGGA
cracascoeT| Bk Se
CTTACCTTAC| g iy
TAGATTAG

e
Rea
CLrr

!

3. Edit Forward Primer

File: MewSeqguence sed

lAccept/Discard Edit Search Change Rev.Translate

5 15

Zequence Length;
Feading Frame:
Degenetracy:

RT. Method: Lathe

Codons for Methionine

ATG
224

1 A

4|2

=25 6 kcalimol

ATG GCC GAC ATC A4aG AC

M a4 D I
£

'C'Iipt:n:nard is empty.

Mo stems found.

PN T TR Py ¥ ™

Imil

=

Alir
=,

b

ols
A2

o *l.ml.—.‘-'—-—rnr_—u‘—.—_rn—.-—: T wd el




F: CCG CTCGAG ATGGCCGACATCAAGAC
R: GC TCTAGA CTAATCTAAGCGTCGGGTGA

NEB (@it (IRIEEERRS) |

I

EERk : B3 iR AR ERIM I8 20 HindIII. BamHI . Sacl % {#iFigtE[size=1am]e
BILHEEIAE - . AILLEEER SER i FREAEE— T SmE N MHEE A RIPRE - INFAT
SI#9R7 GCEE83 Tm {EEZH7 (TrlA AR FIFRERE R |

Tz NEB LaktizEmRifRESS -

i
Chain! % =
Enzym Oligo Sequences
o = o Length«Cleavages
2 hr+ 20 hrs »# a a
GGTCGACC 81 0o+ 04 +
Accly COGTCGACCGL 104 0+ 04
CCGETCGACCEGY 12+ Oe Qv
CACATGTGE 8l 0+ 04 a
AfllIls CCACATGTGG! 104 =901=904
CCCACATGTGGGH 12+ =>90+>90+
GGCGECECC 4 81 >904=904 &
Ascly AGGCGCGECCT 4 104 =>904=904
TTGGCGCECCAAS 12+ >0« =90
CCCCGEEGE + 81 504 =901+
Lyaly CCCCCEGGGEGE 104 =904=904

TCCCCCGGGEGGAY 12+ >90+=90+
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ThermoFisher .
SCIENTIFIC SEat

Tm Calculator

5

This tool calculates the Ty of primers and estimates an appropriate annealing temperature when using different DNA polymerases. How

to use this calculator »

Quickly find the right annealing temperature for Platinum SuperFi DMNA polymerase (also works for SuperScript [V One-5Step RT-PCR Kit),
Phusion and Phire DNA polymerases.

Important note: If the PCR primer contains desired mismatches, e.g., for creating a mutation or a restriction site, make sure to calculate

the Ty only for the comrectly matched sequence

o The T p calculator is not required for Platinum Il Tag DNA Polymerase, Platinum SuperFi Il DNA Polymerase, and Platinum Direct PCR. Universal
Master Mix, and Phusion Plus DNA Polymerase due to their buffers specially formulated for a universal annealing temperature of 60°C for primers.

1. Select your DNA polymerase

(O Platinum SuperFi DNA polymerase
(Also select this apfion if using the SuperScript IV One-Step RT-FCR Kit)
@ Phusion or Phire DNA polymerase

@ ) DreamTag DNA polymerase or other Tag-based DNA polymerase



2. Select input method

® Single pair
() Batch

3. Type or paste your sequence

Primer#1: 5~ ATGGCAAGCTTATCAAGAC

Primer#2: fP"| TTAGCCAGAGAGGEGCTTC

4. PCR conditions

Primer conc. 0.5

Results

1D #1 Sequence #1 Molecular
weight
gfmol

Prmer®1 ATGGCAAGCTTAT 5820.9

CAAGAC

18 nt: A=7.0 T=4.0 C=4.0 G=4.0 CG=42.11%

18 nt: A=4.0 T=4.0 C=4.0 G=0.0 CG=55.58%

P

Extinction
coefficient

Himol cm}

1912000

Tm 1D #2 Sequence #2
RE

58.5 Primerst2 TTAGCCAGAGAGGS
GCTTC

Molecular
weight
gimol

S538.T

Clear

Export table data into Excel

Extinction
coefficient

imol cm)

174100.0

Tm
e 2

a1.3

Annealing
Temperature
PIE

58.5
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& NEW ENGLAND be INSPIREL

Sa-u. ey GENUING Applications & Products Tools & Resources

IIse this tool to simplify the process of selecting the appropriate exonucieases for
g use in yaour nucleic acid digestion workflows. The tool guides you to product

recommendations based on your answers to a few simple guestions.

Restriction Enzyme Tools

Double Digest Finder

Lise this tool to guide your reaction buffer selection when setting up double-digests
a common timesaving procedure. Choosing the right bufiers will help you to avoid
star activity and loss of product.

NEBcutter™ v2.0

LIse this tool to identify the restriction sites within your DNA sequence. Choose
between Type Il and commercially available Type [ll restriction enzymes io digest
your DNA. NEBcutter V2.0 will indicate cut freguency and methylation state
sensitivity.

Support

About

Estimate the percentane of comect DMA copies (those without base substitution
errors) per cycle of PCR for selected DMA polymerases.

Enzyme Finder

Use this tool to sefect restriction enzymes by name, seqguence, overhang or type.
Enter your sequence using single letter code nomenclature, and Enzyme Finder will
identify the right enzyme for the job.



Restriction Enzyme Single/Double Digestion

Transition to new BSA-free NEBuffer” - View Announcement.

| Xhol -
| Xbal - | *® clear 2nd selection
Digest in rCutSmart Buffer show Detailed Protocol

' Xhol RO146 a7 rCutSmart Buffer Nao 75 100 100 100

'Xbal | ROM5 37 | rCutSmart Buffer | No 10 100 |75 100

*hol Yes | 65 cpg (Impaired)
Xbal Yes 65 dam {Blocked by Overlapping)
Motas:

1. Digest in rCutSmart Buffer (or NEBuffer 4 + rAlbumin) at 37 °C.
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Lip3000

Lipofectamine™ 3000 Reagent

]
P

xSt B AR R

)Zr

RIEMEEY . KEAETHSIAAER,

Lipofectamine ™ 3000 Reagent Protocol

Protocol Outline

A. Plate cells so they will be 70-90% confluent at the time of transfection.
B. Prepare plasmid DMNA-lipid complexes (recommend 2 doses of lipid).
C. Add DMNA-lipid complexes to cells.

Transfection Amounts

Component FhH-well 2h-well b-well
DOMNA per well 100 ng 500 ng 2500 ng
P3000™ Reagant per well 0.2 pL T pL SpL
Lipofectamine™ 3000 Reagent 015 and 0.75 and 3.75 and
per well 0.3 pL 1.5pL 7.5uL

Transfection of siRMA

To transfect cells with siRNA, follow the protocol as described for DNA but

do not add P3000™ Reagent ywhen diluting the siRNA (step 3).

Limited Product Warranty
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USER GUIDE Invitrogen
Document Part No. 100022234 Publication No. MANODO?ETZ Rev C.0O
Catalog Mumbers Size:
L300000 0.1 mL
3000008 0.75 mL
F&E Ea;kag: 3000015 1.5mL
fy “OMRME | 2000075 5x15mL
L3000150 15 mL
g::::ﬂiim " Store at 4°C {do not freeze).
* Plasmid DNA (0.5-5 pg/ ol stock)
peduired  a Opti MEM™ Reduced Serum Medium
* Microcentrifuge tubes
Preparation: 10 minutes
Timing Incubation: 10-15 minutes
Final Incubation: 1-3 days
Selection  Lipofectamine™ Keagents
Guide Go online to view related products.
® Lipofectamine™ 3000 Reagent is a proprietary formulation
Product for transfecting nucleic acids into a wide range of
Description  eukaryotic cells and especially designed for hard to
transfect cells
® Make DNA-Lipofectaming™ 3000 complexes in serum-free
medium such as Opti-MEM™ Reduced Serum Medium
and add directly to cells in culture medium, in the
presence or absence of serum / antibiotic.
ﬂ Important *® [t is not necessary to remove complexes or change,/add
E‘ Guldelinas medium after transfection.

* The amount of Lipofectamine™ 3000 Eeagent for
successful transfection varies. Start any new transfection
by testing the recommended two concentrations of
Lipofectamine™ 3000 Reagent to determinge an optimum
amourt.

Important Licensing Information

Thase producte may by covensd by oo or meoee Lamibod L Label Lisonsis, By user o fhassr prosducts, vou accept dhe bersrs and
coreliticne of all appleable Lamibed Ui Labed Liceseas.

Disclaimer
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T THE EXTERNT ALLCHATD BY LA, [ S0 EVIPST SHA UL LEFE TECHROLOGENS AND/OR ITS ATFILIATITS BELIASLE, WHETHIR [N CONTRACT,
TORT, WARRANTY, OR UNOEE ARY STATUTTOROM AN OTHEE BASE FOR SFECLAL, INCEHENTAL, INSHEECT, PURITIVE, MULTINLE O
CCMERR NPT L ANUAGESS [ COPCH DTN WTTH CHL ARSI FROM THES DOCUMERT, BRCLUTENG BUT SNOT LINGTED TCO THE LSE THIRIKHT
Cixpuorate Ensily: Lifi Tichnologirs | Caslsbad, CA 9308 USA | Toll frer in USA 1300555008

B 206 Thwiinue Fisher Scisntafic [ne. All dghls modried. All ks ane tha gaoperty of Thist Fieher Scientific and il

eisbeadligrins unbons iberwss speesfinl.
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Procedure Details [Two Reaction Optimization]

Seed cells to be T0-90% | F6-well | H-well
confluent at transfection Adherent cells 14 = 108 0.5-2 « 10° 0.25-1 = 10*
Dilute Lipofectamine™ 3000 Opti-MEM™ Medium SpL=2 25 pL =2 125l = 2
Reagent in Opli-MEM™
Medium [2 tubes) - Mix well Lipofectamina™ 2000 Reagent 015 and 0.3 pl 0.75 and 1.5 pL 375 and 7.5 pl
Pt ssaster wilx of DAUA Opti-MEM™ Medium 10uL 50 pL 250 plL
by diluting DMA in Opti- DMA (0.5-5 pg/pL) 0.2 ug 1 g 5 ug
MEM™ Medium, then add
P3000™ Reagent - Mix well P3000™ Reagent {2 pl/pg DMA] 0.4 pL 2pL 10 pL
Add Diluted DNA to Diluted DMA [with P3000™ Reagent) 5 pl 25 L 125 pl
each tube of Diluted
Lipafectamine™ 3000
Reagent [1:1 ratio] Diluted Lipofectamine™ 3000 Reagant 5L 25 pl 125 ul
Incubate Incubate for 10-15% minutes at room temperature.
Companent |per well]
DMA-lipid complax 10 pL 50 pL 250 pL
ot ""”“ EWplCE tu DA amaunt 100 ng 500 ng 500 ng
F3000™ Reagent 0.2 pL Tpl Bl
Lipofectamine™ 2000 Reagent used 0.15 and 0.3 pL 0.75 and 1.5 pL 3.Toand 7.5 pL
Visualize/analyze >
e Incubate cells for 2-4 days at 37°C. Then, analyze transfected cells.
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Antibody Host Manufacturer Part #
1 a-GAPDH Mouse Ambion 4300
E GAPDH Sheep AbCam ab35348
| 3 GAPDH Rabbit Rockland 600-4017-A33 l
4 GAPDH Mouse AbCam ab8245
5 GAPDH Chicken ProSci Inc. XW-7214
6 GAPDH (N-14) Goat Santa Cruz Bio sc-20356
7 GAPDH (V-18) Goat Santa Cruz Bio sc-20357
' 8 «-GAPDH Mouse Sigma G8795
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