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1. OBIJETIVO: Analises prévias para submissdo de sequéncias utilizadas para desenho de Assays

TagMan (Expressdo Génica e Genotipagem).
2. RESPONSAVEIS: Todos os usudrios de Custom TagMan Assays.

3. DESCRICAO DO PROCEDIMENTO :

O sucesso de customizacdo dos Ensaios TagMan depende fundamentalmente da qualidade da sequéncia
gue serd utilizada para o desenho dos oligos. Para isso, durante o processo de escolha das sequéncias

deve-se levar em conta os seguintes pontos:

v Relevancia bioldgica;
v Ambiguidades — substituir por N;
v Criteriosas analises de bioinformatica;

4 Escolha dos “target sites”.

3.1 - Busca da Sequéncia Alvo

Buscar a sequéncia de interesse nos bancos de dados relacionados (Ex.: Entrez Gene, VectorBase,
Ensembl etc).

Observagao: antes da pesquisa da sequéncia de estudo, verifique na literatura informacdes detalhadas
sobre suas sequéncias alvo (por exemplo, se possui ou ndo isoformas de splicing, variantes,
polimorfismos, regides codificadoras e ndo codificadoras, e regides promotoras). Caso seja andlise de
expressdo génica, verique sequéncias de exons e introns e priorize o desenho das sondas e/ou primers

(caso seja TagMan) ou de primers (caso seja intercalante de DNA) em juncGes exon-exon.
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3.2 - Avaliacdo da Sequéncia Alvo - Relevancia Biolégica (BLAST)

a) Acesse o link http://blast.ncbi.nlm.nih.gov/ e insira a sequéncia de interesse (formato fasta):

HJ

Entrez Gene

:‘_, BLAST

Home  Recent Resulis Saved Strategies Help

»NCBI BLAST Home

BLAST finds regions of similarity between biological sequences. more...

Learn more about how to use the new BLAST design

BLAST Assembled Genomes

Choose a species genome to search, or list all genomic BLAST databases.

o Human 0 Oryza sativa 0 Gallus gallus
o Mouse 0 Bos taurus o Pan troglodytes
o Rat O Danio reric o Microbes

0 Arabidopsis thaliana 0 Drosophila melanogaster 0 Apis mellifera

b) Inser¢do da sequéncia alvo (formato fasta)

ennt et ] LD U

CCEE BLAST Blastn sastor BLASTM pu oo aoms 500 Oh staciostile A300505 LS & paciosthle gy,  ror

Estar Dwnry Sanionce

Emes accession numbar, ¢i. of FASTA soquence o Clem Oty selviainge 4

Enter the query sequence —F

VAT
HTaCATICT
Or, upload file [ LocaeV
Joh Thie Sest_seq
Choose Semch Sar
Datahase & Humean gonomic + transcept € Mouse genamic + tianscript  © O1hons [oe ot
Select a database Fatian gatamic shas trinscigt 59

Ertiuz Query

Program Selaction

Optimize bt

C'Bim"'\, Search databazs Test gpipe 0% allceatiq_and_ma  wang Blastn (Uptimize tor semewhat sttt

¥ Stiom 1esass i o mew mervion
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d) Representacdo grafica do resultado da busca (alinhamento) realizado no BLAST

Distribution of 183 Blast HEs on the Query Sequence

IM:!use—mre' to show defline and scores, click 1o shos alignments

Coler key for alignment scor

80-Z00 =200

[]
400 S00 L= le ]

m||||||||||i||||||||||I|I|||1|||||||||||||||||||| |

e) Verificar o perfil de matching da sequéncia submetida em

especificidade da sequéncia alvo.

Lagsed far Links to ccher resceccsa: ) tnicans 3 cro [ cere B secoceors [ gap viewse

Feguenioes profucing sigeificant aligeeecss

IELICK BEBBEES L 500

=) LS |

R | Duacription | Hak Takal Query | E Han
Transcripis
41 Daraaz ] Hame saciees crsths faroan transmembrane carductance reouetor G 1183 1D oo L0
n 7 | Hame sapiana ATP-binding casmets, aub-famis © [CFTRFRP], mamt g A 1% L0 1%
G QLAGTEL | HOmE eapssns Kinssn famdy mamber 34 (% mEAA w2 . ca .
Lenaimis semie
V1 0BT, a8 | Hae s dersbna o la, e gres gt a 126 [ 1

s 7 geremi panii, shemans scpemaly Be g 1265 P
naTic canti, shemats scismily (e 126 L Lir
ura 1% 7%

ara 13% 7%

a4 % CEL

ot iy ] o4 a4 (5 A5™

i) T, At renos Sfiembly kad i34 (29 1%
rl [ 7%

2 % W%

A "5 1%

= % 4 ai%

e . i (Rl

e (3] i Lk

£ [ 4 7%

1] =% Al W%

14 % 48 %

L] 17, an -t 8

14 (3 dk aEm

al [ 1Ak e

1 L) 240 L

12 % 148 W%

1 % 48 %

1L 1% Bl %

a, £ T =

i . il e
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f) Checagem da sequéncia escolhida por meio do perfil de matching acima estabelecido (especificidade

da sequéncia).

= rer|Nn_oOD492.3
a

[ATP-binding cassette sub-family C, member 7} [CFTR), mEN
Length=6132

Seore = 1153 bits [1278), Expect = 0.0
Identicies = 635/638 (100%), Gaps = 0/638 (0%)
Strand=Plus/Flus

Cuecy
Skjce
Cuery
Sbict
Quecy
Skjct
Qusry
Skjet
Cuery
Sbice
Query
Skict
Query
skjct
Cuery
Shice
Cuesry
shict
Queey
Sbict
Cuecy

sbjce

1

2773

3373

CTGTGGCTCCTTGOAAAC AE TCCTCTTCARMGAC AAAGGGARATAGTACTCATAGTAGAART

LELEREE e e e e e e el
CTGTGECTCC TTGGAARC ACTCCTC TTC ARGAC AARGGGARTAGTACTCATAGTAGRART

ARCAGCTATGCAGTGATTATCACCAGCACCAGTTCGTATTATGTGTTITTACATTTACGTG
R R RN N RN RN RN AR
AACRGETATGC AGTGATTATC ACCAGCACC AGTTCGTATTATGTGTTTTAC ATTTACSTG

GEAGTAGIC FACACTT TGO TTGCTATGGG ATTC TICAGAGGTC TACCACTGGTGCATACT
R N N RN RN RN RNy
GEAGTAGCC GACACTT TOC T TGO TATGRG AT TC TTCAGAGG T TACCAC TGO TGCATACT

CTRATCACAGTGTCGAARATTTTACACCACAAAATGTTACATTCTGTTCTTCAAGCACCT
RN N R NN NN RNy
CTRATCACAGTGTCGARAATTTTACACCACAARATGTTACATTCTGTTCTTCALGCACCT

ATGTCARCCC TCARCACGTTGALAGC MGG TGEGATTCTTARTAGATTC TCC ALAGATATA

TEEERRE T e b e e e b e e e el
ATGTCARCCC TCARCACGTTGAAAGC AGGTGGGATTC TTARTAGATTC TCC ARAGATATR

GCAATTTTGGATGACCTTCTGCCTCTTACCATATTITGACTTCATCCAGTTGTTATTAATT
R R R R RN RN R R RN NN NRRA NI
GCRATTTTGGATGACC TTC TGO CTC TTACCATATTTOAC T TCATCCAGT TG TTATTAATT

GTGATTGGAGC TATAGC AGTTETCGCASTTTTACAACCCTACATCTTTGTTGC AACAGTG

LEEERRE e e e b i e et e el
GTGATTGGAGC TATAGC AGT TG TCGCAGTTTTACARCCCTRCATCTTTGTTHC ARCAGTG

CCRGTGATAGTGGCTTTTATTATGTTS
NN NN RN RN RN
CCRGTEATAGTGGECTTTTATTATGTTGAGAGCATATTTCC TCCARMCC TC AC LGC AACTC

GAGAGCATATTTOC TCCARACC TCAC AGCARCTE

ARRCARCTGGAATC TGAAGGCAGGAGTCC AATTTTCACTCATCTTGTTACARGCTTAARR

CELERREI e e e i et e e el
AARCARCTGGAATC TGARGGE AL FTCCRATTTTCACTCATCTTGTTACARGCTTAARR

GGACTATGGACACTTCGTGCCTTCGGACGGCAGCCTTACTTTGARACTCTGTTCCACARR
LEEERRErer b b et tnp el
GGRCTATGGAC ACTTCGTGCCTTCGGACGGCAGCCTTACTTTGARAC TCTGTTCCACARR

GCTCTEAATTTACATACTGCCALMCTGSTTCTTGTACCTS 635

LELERRE TR e b e et rerrrennn
GCTCTEAATTTACATACTGCCAACTGGTTCTTGTACCTS 3411

z@83z
1z

z@92

2952
240
3012
300
307z
360
3132
420
3192
480
3252

540

Howo Sapilens oystic fibrosis transmembrane conductance regulator
TR

g) Apds avaliar a relevancia da sequéncia e identificar a regido de interesse, proceder com o

mapeamento fisico do gene para encontrar a melhor regido para desenho do ensaio. Para isso

acesse o site http://www.ncbi.nlm.nih.gov/pubmed/ e selecione Gene.

Lenits | Previewindex | Hestory | Clpboard | Detais

Display | Summary =l show|0 =l[Sendto =]

| All: 780 | Current Only: 753 | Genes Genomes: 720 | SNP GeneView, 503 |K

Items 1 - 20 of 760

' Symbol VEGFA and Name: vascular endothekal growth factor A [Homo sapiens)
Other Aliases: MGC70609, VEGF, VEGF-A, VPF
Other Designations: vascular permeabilty factor
Chromesome: 6, Location: 6p12
Annotation: Chromozome 6, NC_000006 10 (43845930 43862201)
MIM: 192240

GenelD: 7422
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Gene Carw » VECPA By - ]
Bn et Lits  Adenced .
Ioptey Setiagn - Tummay 20 por page Tated by Remece Send o P peer rewi
Ny
20 o111 TR Camunt oty 011)
VEGPA '3 NBMa. i 4 £/ ahs e Thdar A |rom sapers] B
PP 200020 1, WOCTIR0N WNVCOL, VEOF, VY B Yatter Yawa: OG
waame ! oery
W Top Orgaverrss [Tined
© L T
QLR A Mes e (11)
Ouno e 1
O Yeasta Baten somapcnn 4
I OMc Bymaet Vegra »c Nae <3N SNIITERE O P A ML muscs] Bt towmn (3
Ohr Al vt Vol 20 Vg 44, e 80 ot AR o tann
OMer (st v v e e Ve
Ovnmename: 11 Location 11 342w
Anastuen Crvamarina 17 WC_GO00R) § (WAITIIE) SM1IITT et

T S ———
&

(Za) Esta pégna esth em | ngés - | Desesa vador? | Tradar | |80 | | Nunca mader oo ngis

C O www.rctirin (i Qov, e e

'VEGFA vascular endothelial growth factor A [ Homo sapiens )

Gane 10 7422, updated en 19-Xn-2012 Gaomts cosid
Gencersc regrns, ranscepts. and products
= s
Summary e
Official Symbeol VEGFA v o mites. Pranceypes
Official Full Name  vascular endothelial growth factor A v e o s HOVCT proten interactons
Primacy source  HGNC 12620 nteractons
Locws tag RP1.I61G23 1 Gonerst gone e
See related  Eosectl 12715 HEED 0160, 1R 192240, Yega OTTHUMCONNNON1 A4S ot pesishniels
RefS: e WHEE‘?] Retecerce sequances
Orgeniem Homo sapins Relsted sequecces
Uineage Evkaryots. Metazos, Chordata. Cranats; Vertebrats. Euteleostomi Mamenahia, Etans, Eusechontogires. Prmates, Haplontn Caterhn,  Addtisasl ks
Heerunatae, Homo
Aso known as VPF. VEGE. MVCD1. MGCT009
Sumeary This gece is 3 member of the POGF/VEGF growth factor family and eecodes » proten that is cen found as » dsulide knked homodemer Unks s
Thes proten 15 a giycosylated mtogen that specacally acts o endothelal Cells and has vanous efects, nchading mediatng wcreased Order cONA clone
. nducing and . romating Cell mugration, and InhbeEng pOSLosis BoPropcts
Ehevated v ofthes protees 5 Ieked 10 POEMS syrdrome, a190 known 55 CrowFukese Syndrome. Mulations i thvs 9ens hawe been SoSystems

S530CIME] with pecieratie reticpathy SPACES transcrgt vanants, encoding ether Seely secreted
o Col-associated isclomms, have Baen charactenzed There it 150 evidence for the Uie of Non-AUG (CUG) translaton tisticn stes.
Upstream of, and in-rame with the fest AUG, leasing to addticnal iofcems. [provwded by RefSeq. Juf 2008]

Table of contents

growth factor A [ Homo sapiens ] Summary
i Genomic context
2 Ganomic regeons, transcnpls, and products.
Bibhiography
b ery b2t Phenotypes
bahedal growth Factor A orovided by IR HIV-1 protein interactions.
Interactions
1 Gensral gene mbo
[EG000001 12715 HPRO 01889 MIM 192240 Yeqa OTTHUMGOO000014745 General protein info
RefSeq status  REVIEWED ’ Refecence sequences
Organism oo saciens Retsted sequances
Lineage Eukaryots, Metszos, Chordsts, Crarests, Vertebrats, Eutelecstomi Mammaha, Euthens, Eusrchortoghres, Primates. Haplomhw, Catarmhini,  Asdtionsl bnks
Hominidae; Homo
Also known as VPF. VEGF, MVCD1, MGCT0S08
Summary This gene is & member of the POGFAVEGF growth factor family and encodes a peotein that is often found a5 3 drsulfide linked homadimer. Uinks

This protesn is & glycosylated meogen that specrically aC1s on endothehal CeBs and has vanous efects, INChudng Meduting Increased Ordes cDNA clone

vascular L inducing and endothelial c#3 growth, prometing cell migration, and nhibling SPOPLOSIS. BioProjcts
Elevated levels of this protein is lnked to POEMS syndrome, also known as Crow-Fukate syndrome. Mutations in this gene have been BioSystems
associated wih prolderatie and nonprolferaiim iabetc retnopaiy ARematiely Sphced anscrpt vanants, encodng ether heely secreted

of coll-a550<iated isclorms, have been charactenzed. Thees it 3150 evicence for the use of Non-AUG (CUG) transiation indistion sites

upstream of, and in-frame with the first AUG, leading to addtional isalorms. [provded by RefSeq, Jul 2008] Conserved Domains

dbVar
EsT
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O Mapeamento fisico de uma sequéncia vai possibilitar aescolha/validacdo da regido de interesse que
sera utilizada no desenho dos oligos. Nesse momento ha possibildiade de escolher a sequéncia inteira
ou parte dessa.

/= VEGFA vascular endothelial gr < || = 23

€ C | O wwwncbirimnh.gov/gene %8 A

2] Esta pagina estd em Descja raczida? | Tracke | Nurica tradzi do inglés

Limits  Aavanced

Display Settings: (¥ Gene Table Send to:
Links = B
VYEGFA vascular endothelial growth factor A [ Home sapiens ] Order eDNA clone
Gene ID: 7422, updated on 19-Jun-2012 BioProjects
EioSystems
Genomic Sequence  [NC_ 000006 | Coordinate System coos
Conserved Damaing
Reference GRCh37.p& Primary Assembly NC_000006.11 from: 43737946 to: 43754224 dbvar

Goto nucleotide Graphics FASTA GenBank pgT
Full text in PMC

5 HC_DOODDBA1: 44M..44M (1Kb-+) - | Find on Secuience: KC e T . RTools~ | configurs @ 2~
43,736 K 43738 K 43,740 K 43,742 K 43,744 K 43,745 43,748 K 43750 K 43,752 K [43.754 K 575 Genome
Genes GEO Profles
VEGFA HomoloGene
NM_001025366 2 IEIiER— — > NP_D01020537 2
FIM_O01 1 716231 [0 S > NP_O0T1B5094.1 Map Viewer
IUCIEE S > = > P_003387.4
NM_001171624. 1 B ——e——r] > NP_D01165095.1 Nucleotide
TN 001 2043841 [ | > NP1 1913151 OMIM
TN 0D1 204335, 1 [ HE— > NP_00118131 4.1
NM_001025367 2 IR > NP_D010205382 Probe
RN 001 1 71625, 1 [0 e} > NP _001 1650961
MM _001025368 .2 10 IS > NF_001020539.2 Protein
U011 716261 [0 ey > NP_001 185097 1
HM 001033755 2 132 IE———————————|— > P01 0283251 PubChern Cermpound
UM D01 17162811 (2008 e > 1P 0011651001 PubChem Substance
NI _D0 1025359 2 135 Il > NP_0010205402
RN 001 1716271 [0 e} — > NP O01 1650961 PubMed
1M 001025370 2 135 I > 1P 001020541 2
FIN_001 1716281 (2008 e > P D01 16509.1 PubMed (GeneRIF)
TN 001 71622 1 (3 | — > NF001 185095 1
NI 001 1716301 [ e > P01 1651011 Pubhed (OHIM)
RefSeq Proteing
. RefSeq RNAs

Supondo que seja utilizada uma parte da sequéncia previamente validada:

V55w s caste wne il I,

« Cc N Ll L0 S

Ha) O0Gr o st e s« Ownegs YAl 0o

o sectate s —titm -

Lmds AAwced oy
Ouutay Semngn. = Centiome Sane -
Homo saplens v. sdar or dal gr factor A (VEGFA), transcript variant 2, e 2

> Pr——— -

het e VEGTA gare -

-

ArTmoes
rine
Sowwanl
rowmes
stnise
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Pegue a sequéncia FASTA.

/& voma sapiens vascular endati <\ == |
€ € @ www.ncbi.nlm nih.gov/nuccore /2841724607 repor t=fasta LARSTE S
-
Display Settings: (%] FASTA. 3
Change region shown -
Homo sapiens vascular endothelial growth factor A (VEGFA), transcript variant 2, —
Customize view -
mRNA
NCEBI Reference Sequence: Mh_001171624.1
GenBank  Graphics Analyze this sequence =
>i1264172460] ref | NM_001171624.1| Homo sapiens vescular endothelial growth factor Run BLAST
4 [VEGFA), transcript variant 2, mRA Pick Primers §
TC6CGGAGGCTTGOGGC AGCCORGETAGC TCOGAGGTCGT T TAGCACC A
GEAGGCGC AGCOETTAGGTEGACE GETC AGCGRAC TS ACCGEAC AGGGCGC TCOETGC TGGALTTTGATA Highlight Sequence Features
TTCATTGAT TTTTATCCCTCTTCTTTTTTCTTARAC ATTTTTTTTTAALACTGTATTGTTTCT Find in this Sequence
TTTTAATTTATTTTTGCTTGCCATTCCCCACTTGAATCGGGCCGACGGCTTGGGGAGATTGCTCTACTTC
CCCARRTCACTGTGGATTTT TC
T
SeToAceTaeTTITaGa0T T T TTOGGATCCCOCAGCTRAC Articles about the VEGFA gene =
CAGTCGCGCT TACCACCTCCT AT1 teceptars activation enhances the
GCGGACAGT: TEEASGEE expression of MMP-2, MMI[Pak J Biol Sci. 2011]
T T TCGCACTGARACTTTTCOTCCARCTTCTGGGCTGTTCTCGCTTCGGAGGAGCCE
14T TGOTAGET [Single nucleotide polymorphisms of VEGF gene
TGGCGACT T in endometriosis].  [Pal Merkur Lekarski, 2012]
TCATGGACGGST TGT TGCT T .l [Pastiraumatic changes of rat spinal cord after
CCCT T TRGCT transplantation of human umbi [Morfologiia 2011]
TCOGGCCTH TGRACTTTCTS
TGTCTT T TTGGA TT TTGCTGCTCTACCTCCACCATGCCAAGTGGTCCCAGGCTGCAC See all
CCATGGCAGLAGGAGGAGEGC AGLATC ATCACGLAGTGOTGALGTTCATGGATGTCTATCAGOGC AGCTA
CTGCCATCCAATCGAGACCCTGGTGGACATCTTCCAGGAGTACCCTGATGAGATCGAGTACATCTTCAAG
CCATCCTGTGT TGATGCGAT TGCAATGACGAGGGCCTOGAGTGTGTRCCCACTE Pathways for the YEGFA gene -
AOGAGTCC A CATCACCATGC AGATTATSCGGATC AL CCTCACC BAGGOC AGC ACKTAGGAGAGATEAS
CTTCCT. TGTGALTC TCAGTT Signal Transduction
TCCCGGTATALGTCCTGGAGCGTTCCCTGTG Rheumatoid arthritis
GGCCTTOCTCAGAGCGEAGLAAGC ATTTGTTTGTACLAGATOCOC AGACGTOTAR ATGTTCCTOC ALARL
CACAGACTOGCGTTOC LA GGCGAGGCAGCTTGAGTTARACGALCGTAC TTGC AGATGTGAC LAGCCOAGE 4 Signaling Pathvay
CGETY TCCCTCAGGGTTT TCTCTS T See all
T TCGAT. T TCACCAT: TCCTTA
AT TGALAT TCT
TT T TCCCTCTTGGAATTGGATTCGOC ATTTTATTTTTE
TTGCTGCTALATCACCGAGCCCGGRAGATTAGAGAGTTTTATTTC TGGGATTCC TGTAGACACACCCACT Variation viewer -
TATCTCTATTTTATATATAT. See a summary of VEGFA variations, including a
bl sisehsassieialaiaaliniiiiiat

h) Acesse o programa: http://www.repeatmasker.org/ para fazer o mascaramento de regides
repetitivas e de baixa complexidade.

Sys tems &
Biology RepeatMasker

Fepeahlasker 15 a program that screens DHA sequences for mberspersed repeats and lowr complesity DNA sequences. The outpat of the programis a
detaded annotation of the repeats that are present in the qoery sequence & well as a modified wersion of the query sequence ;m which all the annctated
Tepeats have been masked (defaul replaced by His). On average, dmest S50% of a homan genomme DHA sequence currently wil be masked by the
program Sequence companisoas m Eepeathasker are perfoned by the program cross_match, an efficient mplementatiza of the Smith-Waterman-
Getch algonthm developed by Pl Green.

Docamestaion

T you wonld Eee to keep up with news and announcements relabng bo Bepeathasker, yon can sob

Repedﬂudeler Beta: Repeat Discovery Workbench Released

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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Insira a o fragmento previamente escolhido e avaliado quanto a relevancia biolégica e especificidade.
Para isso pode se importar o fragmento (por meio do Browser) ou Copiar e Colar. Escolha o Organismo
(DNA source) e submeta.

Sys(ems e
Biology RepeatMasker W $\cr\ <r

TopeMadier sqeene THA tagonaios o TATTA fumns agaet & Wrwry of sopewins sbouovts wnd rvoame & wadbed qosry sngeece valy Gor Aashase imwiies Dopeadlacker das gt sins o table
-t e e

Refeverwe AF A Dut B Fubiey 87 Grees. smpblitied dets Curest Varson spes-3 1 8

ek Omreat Dwewe Statw

Bk Optiens

[ Beaece |

= s

BRSO PO TOA T ?‘;lu_‘ﬂ riecs 9 mmguence Me o process or pase the mrqvescerie) m EATTA frmas e
- merrrs Wil b guened. and may take 2 wiele 15 precess.

Sesh R * s meeh T weiblet et e e e A3 0 e . S |0 e v, o e ® vn ghcre bl
e wArw e mrmairoe cnee BT Nan

C ot T gack % belnk © dow

Sperd Semuenry Celact 2he mmaTiATy 4f s awarch Tha mcry resiee et Oafer the pricecamg e
- 3 Snlacs 3 peces Srom vhe drap devos box or swlect *Cther.” and sxer 3 s wa—e %
TIVA swwi e e 237 bat. Dy che prosete hased pemmaster |f the mepess dasadas for wour Geces
- o~
Sedect she forvmat for Vve reonlts of e svarce. The “tar” sptum will seturn Ube resdde
e & bl T e e 1 comprwened v e, and “Romi Wl prvarnt \e eouis a3 3 sem—y b

Py ek teks 2o the emdvedusl duts Aoz
The “MTML” revurs st il rn Rupeosc Mucker on yousr mguance smd roturs vha

Berten Mothed S bl T orad FYow wnad sxswes I pmmardiainly 2y e b b, posveded s cogasws ary Seiet. e

D] SdedSepascs |

s e b vl ) o e o ot 2w e

Um relatdrio sobre a existéncia de sequéncias repetitivas e um arquivo contendo a sequéncia mascarada
(RM2sequpload_1340304595.masked) serdo fornecidos.

Summary:
Figure 4 Masked sequence from the RepeatMasker "Masked File’
— — i
file newe: REZZequplosd 1102899673 CACCTCTETC TR TG0 GHCATAAGICAC AR S CATGAAART mn’.m
s2quences: 1 ATTCATE TTIOCTT
ratal leegth: 2251 bp (2251 Bp exel B/ X-runs) mcmmmrma.:cmn:cncn—.nm::—mc:r.cn-—
60 level: 58,29 % TOAAFAECTATEETFALLTACC AT TOANGCATTHCCAKGEATGO00C TR0
bases masked: 144 bp | 6.40 &) TAAGTACCARAMRGCCOORCARGEARARCCOSA T LAKGACARCCAC AL
- —— GEOCAATGEGAGOOOCC THLL CGCCCARGACLAGGL <
number of length  percentage ACTGCEOCOC TR TTOTCTTEALCCACE TTAC TECTECATOO00EGRTE
elenents?  cooupied of seguence LLEACCTOATL LA LLOCATTICOTOETO0C TETATATOACTAC AOE
D D O EOTATGRATCATOGG A CTECAGATCC TR AAGCCCCAGARGTTACASST
SINE=: 1 a1 bp % COTGANGSGAN TEFA A TGO TER0TOO00 AGGTCAC TORTOACAGEAL
ALos a o bp N GAARAGOCTATITOCC CLOTAACTTTOTOGOCC LAOTOOTAICCTOAL
o 1 51 bo y ATEGAANGETEETTE TTTAGATCACAGCE TG0 L LEGAGEETCACAGEC o
FCTTCTTECTCCAATC A ARGGCOGGC TOCTTTC TTATC AGAGAGAGTS
. AAACCARCARAGITOC C TTCTCCCTOTC TOTOAAGRATATC ACCACCC A
LINE=: a O bp 0,00 %
iy o o | | Bipn GEGGAGCTOATELLGE ACTATAGATECOCTGCC TEAATEARGEG0GCTA
e o s &gty CTMCATCTCCENOoSGATEAC TTOCECTOR TECAGRIECTORTICRGE
P L LCTATTCTAMALOGE GGATAOTETATOCAOAGGETAACCTICICTAT
L3fCRL a O bp 0.00 % AGLLT AGGLTEA

COGREAGTCTOTE MGG TRGTEAGRAAAC TCGHFTETRGACARTTCGHDG
sy a L N AAOTCTEIATHRTTAL TACARALACAAC KTTAAGETROCCATTANGRCT
Halb= L] o i CTGARGEASSOALOS ATETC TECASARCCCTTC L TEOS TEASSCCARDST
ERVL a O bp 0.00 % GATGAMGHC TC TG AGC LOGAGC R TR TOCGAC TCTACGEAGTGETC A
ERV_clasal 0 o k COANGELGCCCATCTAL ATTGTC ACCORGTAC A THACC AGLGGATECC TS
EEV_classIr a o w CTGAATTTOCTRLAG AL LEATOARSOAAGE WA TTETEALTECE ARGSET

GATTGACATGTOGGOGE LA TTGC TEARGGG A TG ATACATTGAGT G &

DIk elements: o O bp 0,00 % TEAATTCCATCC ACC G GACC THOGG0C HE00 AAC ATCC TRETOTC TG MG
MER1_=ype [ o bp 0,00 & COCTTOTOCTOC AAAA T TR TOATTTTOOC TTO G TOSARTCATCCAC A
MEFZ mype 0 o bp 0,00 & TEAATACRCGECCC AN GAEEEGRICARGTTOOC CATCAAGTEEACAGDOD

CEGAAGCOATCC AT TTC FEGGTCTTCACCATS AALGCAGACETOTOETO0
TTTHIATCCTCC T A TIOAAG TTOTC ACTTATIOOOM I TOCCATACO.

Unolsssified: o o bp 0,00 %
LGEEATEASE LCOCCLGETE ATCCGE LCE TEGLGCGEEECTACCOE A
: I % T GCEOCCCRRCACCT CHC AGCTGTACCHCGRCETCATCOGOC
inadnnidsianbidin P T GAATOETO0C0E AGCCHOCCIRIOROEIGOE ACCTTCOAGTTCCTANA
CTOGGTECTOOAGG AL TTCTACACGEC CACOS RGO G AGTACSAGC TGS
AGEECTAGCCRGE0H 1 CoRTTO00CEE0T TR CCARTCTACOC0SA
Small A 4 LAl EEELL N COACCECOACTTOCOTHL CATCCCATACGH0CC 10 OAKIICEO00TETCN
COTET TITICT AT
Satellices: a 0Dbp 0.00 & bty
Simple repests: 1 51 bp 2.35 %
Law camplexity: [ Obp 0.0 % RO LB CCCCC AT AAGE TETTACSACTECTA
e BOGACTGTCATCANGTALGGCECCCATC TOROC ACCCCECRTRCTOo00
BCGTCCCOGCETETH0 B CCTHCGTO0ALCOC0ECETaRCO0CTACRIA
T most cepeats fragrented by insertions or deletions AEECAGRACTOGGTOOL GC GOCAGCAGGGOC MCCCCRGOCTAGSCT
have been counted as ome element TCCAGTAC TTTCTGCALTARAGTCACGR To

The quecy species was assumed to be bomo
RepeatMasker version open-3.1.8 , defaulc mods

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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SEMPRE analisar as sequéncias antes de submeter (File Builder ou Primer Express).

Sempre inserir nos programas acima:

1 — Sequéncias na orientacdo 5-----3’;

2 — Previamente avaliadas quanto a relevancia bioldgica e especificidade;

3 — Previamente analisadas com relagdo a presenca de elementos repetitivos (RepeatMasker);
4 +Uti|izar somente a sequéncia no formato FASTA nos softwares File Builder e Primer Express;

5 -

NAO retire os N das sequéncias (tanto no File Builder quanto no Primer Express submeta as

sequéncias com N).
5 — Para SNPs sempre inserir 100 bases 5’ e 100 bases 3’ do polimorfismo

E.x.:

File Builder:

>gnl|dbSNP|rs81505258 | allelePos=101 |totalLen=201 |taxid=9823 | snpclass=1]alleles="'C/T'| mol=Ge
nomic|build=131
CCATTTATATCAGCGTTCTTTTTATGAAAAAGCATCTGACTAGAAATTCAATAGAGAAGCATGTCATAATCAGTT
TGAGGCCAAATCTTTAAATATAACA[C/T]GCTAATTTTAGTCCTAAGCATTTCAGCTGTACTTTATTGGTTTACAG
CTTCATAGGAAGATGTGGCTTCTTAAGGAGGAAAAATCTTTTTTATATGGCTT

Primer Express:

>gnl|dbSNP|rs81505258 | allelePos=101 |totalLen=201 |taxid=9823 | snpclass=1]|alleles='C/T'| mol=Ge
nomic|build=131
CCATTTATATCAGCGTTCTTTTTATGAAAAAGCATCTGACTAGAAATTCAATAGAGAAGCATGTCATAATCAGTT
TGAGGCCAAATCTTTAAATATAACAYGCTAATTTTAGTCCTAAGCATTTCAGCTGTACTTTATTGGTTTACAGCTT
CATAGGAAGATGTGGCTTCTTAAGGAGGAAAAATCTTTTTTATATGGCTT

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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Abaixo em destaque estd um SNP, que NAO é possivel desenhar assays TagMan para avaliacio desse
SNP.

N3o mascarada

> AY853303
GCCCTCTTAATAAGGCTTATGTGCTTCTGCACAGTTCACCTGACTGTGAAATGGGTATGATTGCCCCTTTTGTAC
AGATGGAGAAACTGAGGCTCAGAAATCGCTAAGGGATTGCCCACAGGTCCACAGTTCCCCAGGCTTCCCAATC
CACTCTCCACTCCCAGGTGTGGAGTGGAGTGGAGAGTCTTGCGCCAGGTCCTCA

Mascarada

>AY853303
GCCCTCTTAATAAGGCTTATGTGCTTCTGCACAGTTCACCTGANNNNNNNNNNNNNNNNNNNNNNNNNNN
NNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNCCC
CAGGCTTCCCAATCCACTCTCCACTCCCAGGTGTGGAGTGGAGTGGAGAGTCTTGCGCCAGGTCCTCA

Custom TagMan Assays
Existem duas possibilidades para o desenho de ensaios costumizados:

1. File Builder v3.1 (Gratuito):
http://wwwe6.appliedbiosystems.com/support/software/assaysbydesign/installs.cfm

a) Usuario envia arquivo e a Life desenha e envia o ensaio em tubo Unico (a Life ndo faz as

anadlises de sequéncias mencionadas anteriormente).

b) A Life somente realiza desenho de ensaios TagMan. N3do existe a possibilidade de desenho
somente das sequéncias de primers (Ex. Primers para agentes intercalantes).

c) Software para gerar e validar arquivo de desenho de primers e sondas

Software Downloads

Select Product Software

File Builder 3.1 L

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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TagMan Assays)

File Builder v3.0
File Edit Help

|Djoa(m| x(na]ne|s|s(s)

Main Menu
Choose from one of the following options

Sequence Evaluation Information

Directions for evaluating your sequence prior to submission
to facilitate optimal assay design

1| open/Validate an Existing File

You will be able to submit your order to the Applied
Biosystems Store after validating your file

Build a New File using the Wizard

You will be able to submit your order to the Applied
Biosystems Store after building and validating your file

Build a New File Manually

You will be able to submit your order to the Applied
Biosystems Store after building and validating your file

ol

Custom TagMan SMNP Genotyping &pplication

Custom TagMan Gene Expression Application

Gx Small Scale 20x (140 » 50pl or 360 % 2000
Part Number: 4331348

Gx Medium Scale 20x Concentration 750 (20ul) reactions
Part Mumber: 4332078

Gx Large Scale 60y Concentration 2,900 (20ul) reactions
Part Wumber: 4332079

Elaborado por: FMU

Revisado por: JCR

AsS.. Data 23.01.2014
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B File Builder v3.0 - Untitled

Fle Gt pep
DOEE *xO0 BPsSE
Target Infarmation
B bl o el ket Bach et Fitll s s ariep rieved it g C550r e E’
b
Sequence Name:  MTOC1 L7

! T TTTTTTTTTTITIGTATAAATTAGCATCTTTATTTCCARCACCTOAGE GAATGAGCC TOAAGGC TEGC COOCTTOAGOAATARACATACAAAGATTTTOTTGCACTACACAGCA
7| GO TCGGAGA TAAR TACAGCC CACHGGOC TOCAGE TC THECCARGC AL TCTTATT TACGAATAGA TTACARAAGTC TTAA TARARRAAAMARAACCC TCATROCH

Assign Target Infarmation
Choose target assignment method
@ Paomat] ) Marwsl Taromt ot = Taret N
Let the Design Pipelne softears
A35IGN COGMGINALES Jutoenatically.

Hote: The Design Pipeine
Softwire may Fot dosign the
probe over an ewon-eKon jundion.

(€= |2z W (Ko )

File Builder v3.0 - Untitled

me £ Hee
DoOHEE 0 PSR
Completing the File

oubwve sucesshly

ilder Submission

s et Yoy s o s i e T . -

o
— = =
= S
e
oo

ATGOCTCGGAGATAAATACAGE CCACGEEECTCCART 9
TCToGECANGCAACTCTATTTACGAATAGATTAZARA
Ao AAAAARAACECTEGTEE

dd Mew Sequance ][ Delete Sequence || Edt Sequence

() > [Hemme] (Xe)

Nota (1): Acima esta um exemplo de submissdo para desenho de —ensaios de expressao génica.
Caso seja para genotipagem de SNPs o usudrio deverd mostrar a localizacio do SNP da seguinte
forma [basel/base2] — por exemplo: [A/G] — sinaliza que trata-se de uma troca de A para G.

Nota (2): O Target Name (em destague acima) podera conter no maximo 4 caracteres.

Nota (3): Os arquivos serdao salvos em .txt. Enviar esse arquivo anexado para o Customer Care
Brasil: orcamento.br@lifetech.com

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014




Submisséo de Sequéncias (Customizacao de

C C/ Centro de
\ /\ Treinamento TUTORIAL TagMan Assays)

7\
/

\./n

2. Primer Express (Software de licenca Unica que acompanha todos os intrumentos de gPCR da Life
Technologies, também existe a possibilidade para compra separadamente).
Abra o programa Primer Express, selecione a aplicacdo (quantificacdo ou discriminacdo alélica) e em

seguida copie e cole a sequéncia previamente analisada.

vhlx@»aa»«w;l&eslaUm

Type: :TaqMan® MGB Allelic Discrimination v

TagMan® MGB Quantification
T agM an® Quantification
TagMan® MGEB Allelic Discrimination

Parameters:

TagMan® Allelic Discrimination

[ 0K ] [ Cancel ]

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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As sondas e os primers desenhados pelo software sdo utilizados para as seguintes aplicacdes:
e Quantificacdo Absoluta/Relativa; Presenga/Auséncia; e outras aplicacbes

e Discriminacdo Alélica

No caso de discriminacdo alélica, selecione o SNP de interesse e va ao icone SNP target (em destaque)
para que assim possa ser incluido a especificacdo dos alelos de interesse.

~ Primer Express 3.0 Aaa
Fis Edt View Took Widow Heb
DoKW % FOOX B P B < 3¢0 N~ 0 ¥s
ES TagMan® MGH Alletic Discrimination # 1
Sequence | Paamete:| Primees / Puobes | Oeder
[ Fie Mame [14]

Leegh WAbp  Seecon 257 W 25M [T Double Suanded

\ i . L " s 1 . L 1 . f L L i L L L L
CATGATCTTT TTTTTCTCCC ACTTGOTORG CCCAGGOTCE TCTCLCCTES
CCAGGARTOT GCAAGGOCAG GUCATGEGGE CAAATATGAC CCAGTTTTSG
GAACACCGAC AMACCCAGCC CTGGCGCTGA GCCTCTCTAC CCCAGGTCAG
ACCCACACAR AGACACATEA CACGTACAGS CATGACGACA CCGCETCTCA
CCAGGAGTTT GGGGAGCTTC AGGRCATTGC TGTGCTTTSG GGATTCCCTC
CACATOCTOC ACOCOCATCT COCCCCCAGS COCACTUCCT GORAGATTCA
GOAGCCTO00 COGCCTTCGE TTACTCTCAC CTGCTTCTGA GTTGCCCAGG = st/ Target 3]
AGACCACTGG CACATGTCCC GGCGAAGAGA AGAGACACAT TGTTGGAAGA =
ACCACCCCAT GACAGCTCCC CTTCCTGEGA CTCGCCCTCA TCCTETTCCT
GCTCCCCTTC CTOGOGTOCA GCCTAMAGG ACCTATUTCC TCACACCATT

GAMECCACTA GTTCTGTCEC CCCAGGAGAC CTEGTTGTST GTETCTCAGT
GOTTOACCTT CCTCCATCCC CTGGTCCTTC CCTTCCCTTC CCGAGGCACA
GAGAGACAGG GCAGGATCCA COTGCCCATT GTGGAGGIAG AGAAKAGAGA
AAGTCTTTTA TATACGUTAC TTATTTAATA TCCCTTTTTA ATTAGRAKTT
AMMACAGTTA ATTTAATTAA AGAGTAGGGT TTTTTTTCAG TATTCTTGET
TAKTATTTAA TTTCAACTAT TTATCAGATG TATCTTTTGC TCTCTCTTGC
TCTCTTATTT GTACCOGTTT TTGTATATAA AATTCATOTT TCCAKTCTCT
CTCTCCCTGA TCGGTGACAG TCACTAGCTT ATCTTGAACA GATATTTAAT
TTTGCTAACA CTCAGETCTG CCCTCCCCGA TCCCCTORCT CCCCAGCACA
CATTCCTTTG ARKTAAGGTT TCAATATACA TCTACATACT ATATATATAT
TTCGCAMCTT GTATTTCTCT GTATATATAT ATATATATCT TTATGTATAT
ATOTOATTCT GATARAATAG ACATTGCTAT TCTGTTTTTT ATATOTAMAA
ACAAMACAAG ARMAMATACA GAKTTCTACA TACTAAATCT CTCTCCTTTT
TTAATTTTAA TATTTGTTAT CATTTATTTA TTGGTGCTAC TOTTTATCCG
TAKTAATTGT GGOGAARAGA TATTAACATC ACGTCTTTGT CTCTAGTGCA
GTTTTICOAG ATATTCCOTA GTACATATTT ATTTTTAMAL AACGACAMG
AAKTACAGAT ATATCTTAMA ARMARAAAAG CATTTTGTAT TAMAGAATTT
ARTTCTOATC TCAARAAAAA ARMARAARAR

| SNP/Target

icone ativado apenas para discriminacao alélica.

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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Os icones para anotacdes (edicGes) no Primer Express (abaixo) sé sdo ativados quando destacamos a
regido a ser editada.

X [Primer Express 3.0 &I@|E|

Fie Edt View Teol Window Help
DOH S 200X B PlE = e &

E5 Taquan® MGB Quantification # 2

Sequence | Paiameters | Frimers / Probes | Oider|
Length 3677 bp.  Selection 2580 to 2681 [] Dauble Strand=d
V 1 1 L Y 1 1 1 1
i
TCTTTTTT TTGTCCCACT TEGTGEGGCC AGGGTCCTCT CCCCTGLCCA 2350
GGAATGTGCA AGGCCAGGGL ATGGGGGCAR ATATGACCCA GTTTTGGGAA 2400
CACCGACARA CCCAGCCCTS GCGCTGAGCC TCTCTACCCE AGGTCAGACT 2450
GACAGARAGA CAGATCACAG GTACAGGGAT GAGGACACCG GCTCTGACCA 2500
GGAGTTTEGG GAGCTTCAGS ACATTGCTGT GCTTTGGGGA TTCCCTCCAC 2550
WTGCTGCACE CGCATCTCGEE?GGC ACTGCCTGOA AGATTCAGGA 2600
GCCTGGGCGG CCTTCGCTTA CTCPRACCTG CTICTGAGTT GLCCAGGAGA 2650
CCACTGGCAG ATGTCCCGGC GACACATTGT Ti 2700
WGCCCATGAC AGCTCCCCTT CCTGGGACTC GCCCTCATCC TCTTCCTGET 2750
CCCCTTCETG GGGTECAGCC TAMMAGGACC TATGTCCTCA CACCATTGAL 2800
WCCACTAGTT CTGTCCCCCC AGGAGACCTS GTTGTETGTG TGTGAGTGE 2850
TRACCTT 3 T T AGGCACAGL
. Toolbar .. .
Annotation Button Description Example (shows the default annotation colors)

Clear Removes the annotation from the selected region. CGCAGCAGET

Mote: You can select Edit > Annotate = Clear All to remove all annatations in the sequence.

Exclude Excludes the selected region from the primer/probe search. EEEAG AT

Note: You can select Edit = Find and Exclude to search for a specific sequence. then exclude it.

Mote: Bases that are excluded (using the Exclude annctation) are not considered in primer and
probe design. Masked bases (bases substituted with Ns) are considered.

Fwd Primer Specifies the selected region as a forward primer. When the software finds primers and probes, it

looks only for reverse primers and probes that are compatible with the annotated forward primer.

WWhen selecting primer sequences. select sequences close enough to the probe sequence to
ensure that amplicon length is within 50 to 150 bases.

Rev Primer Specifies the selected region as a reverse primer. When the software finds primers and probes. it

looks only for forward primers and probes that are compatible with the annotated reverse primer.

When selecting primer sequences. select sequences close enough to the probe sequence to
ensure that amplicon length is within 50 to 150 bases.

Probe Specifies the selected region as a probe. When the software finds primers and probes. it looks CGCAGCAGET

only for forward and reverse primers that are compatible with the annotated probe region.

Quantification
documents
only

Junction E] Creates a junction annotation across two adjacent bases to mark a junction. When the software TGACTTCTAE MATSGGTAGT
finds primers and probes. it attempts to find at least one primer or probe in each primer/probe set

Quantification that crosses at least one junction.

documents
only Mote: The junction annotation supports only primer and probe design. It does not locate exon-
exon junctions. Before applying a junction annotation. reference online bicinformatics databases
or existing publications to locate junctions in a sequence.
The Junction annotation can be used for a variety of applications, including:
= Exon-exon junction detection. to generate primers that amplify only mRMA {or cDMA made
from it). but not genomic DMNA.
= SiRMA and miRNA detection
= Transgenic DNA detection
You can add any number of junction annotations to the sequence.
SMP Target Assigns the selected base as the SNP (single nucleotide polymorphism) target site. When you ’[ﬂcgﬁcmgg
Allelic select this annotation. the SMP Target dialog box is displayed. Click the IUPAC code that
represents the possible variations at the SNP target site. then click OK.
Discrimination
documents SNP site location in MGE probes
only

SNP site location in conventional probes

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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@Primer Express 3.0
File Edit “iew Toolz ‘Window Help
T

MGB Allelic Discrimination # 1

Seguence | Parameters | Primers / Probes | Order|

Length F70 bp. Selection 551 to 551 [] Double Stranded

I|||||||||Y|||||||||I|||||||||I|||||||||I|||||||||I|||||||||Y|||||||||I|||||||||I|||||||||I|||||||||I||||||||

CTGGGTACCC CCACCCCCTG GTTTTGCACC TTTGGCTCCC CGCCCAGGCC 50 S
CTGAGCTGTC ACCCTCACCT ACTTCGCCTA CTGCAACTCC CACCACCTCC 100
TCTCGATACA AGACCGAGCT CTGTCGGACC TACTCAGLAR GCGGGCGTTE 150
TCGCTACGGGE GCCAAGTGCC AGTTTGCTCA CGGCCTGGGT GAACTTCGCC 200
BAGCCAATCG CCACCCCARG TACRAMACGG AACTCTGCCA CAAGTTCTAC 250
CTCCAGGGCC GCTGCCCCTA TGGCTCTCGAL TGCCACTTCA TCCACAACCC 300
CACCGAGGAC [ CCATGTGCTG CGACRAMGCH 350
TCAGCTTCTC GAAGCTCGCC GCCACCTCCA 400
GGCTTTTCT n TCCTTTTCGC CTTCCAGCTC 450
CCCACCGCCC CCTGGGGATC TTCCACTTTC CCCTTCTGCC TTCTCTGCTG

CCCCTGGEAC CCCTGTGACT CGRAGAGACC CTAACCAGGC CTGTTGLCCCC

ITC CTGCCGALA GGTCTACTAC CCCCAGCACC ATCTGGGGGC CCTTGGRGTGER

CCTGGLCTCGG AGCCCATCTG CCCACTCTCT GGGATCCGAT CCTGATGACT

ACGCCAGCAG CGGCAGCAGC CTGGGGGGET CAGACTCACC TGTCTTTGAG

GCAGGGGTGT TTGGGCCTCC CCAGACCCCT GCACCCCCAA GGCGTCTCCC

CATCTTCAAT CGTATCTCTG

50 results found.

Parametros de anadlise (recomendado deixar defaut): Tela de oligos e estruturas secundarias:

[ Primer Express 3.0 - B[]

Fle Edi View Took Window Help
DoE| & *AEX B/ e B H >+ Hé H e vws=
=T

[ Primer Express 3.0
File Edit “iew Tooks ‘window Help

DOH & DX @0 B E >0 NS H o ws

"'-’;TaqMam‘E\ MGB Allelic Discrimination # 1

E TagMan® MGB Allelic Discrimination # 1

| Senuencs| Parameters | Primers / Probes | Order |

| Sequence | Parameters| Pimers / Probes | Order |
S:"':E‘f}m ale . (& Candidate Primers &
Min Primer Trm £ 0 [ J(Fastat J(Fwdlen. [ FwdTm |(Fwd%C )(Revolat )(Revlen. [ FevTm |(Rev#C (Pobels. [
Ma Primer Trn 60 1 340 21 53 52 445 21 63 48 El A
Max Difference n T of Tro Piimers 2 2 21 5 52 445 &l 5 [ &
= Piimer GC Content < | >
Min Frimer %G Centert El oL
MicPrimer %2GC Content 0 [ e " |
Max Priner 3 GC's B | 7 e |
Piimer 3 End Lenghh 5 s
Piimer 3 GC Clamp Residues 0
5 Prime Length - [ Olign I Length || Haiein | Sef Dimers | Cross Dimers |
m”’\ T:NMET \fh;lﬁh in (%) Forward Primer zn Most Stable Structure Found
¢ Primet Length .
Dotinal Finer Lengh £ PO i TACGARACAGES '
: O provet 1
5 Prne Copesion L 1|
Wax Primer G Repeats 3 C probe 2 3 AGCTTETE 3¢
Mia Nuum Ambig Residues in Primet 0 o Pt
(=] Primer Secondary Stucture GCGACARAGCATCAGCTTCTC
Max Primer Consec Base Pair 0 Reverse Primer
Max Primer Tolel Base Pai s |CoRAGGOGAARAGGRACRGE |
55 Pimer Sits Uniqueness Probe 1
Max % Maich in Prier & 2 @CCE
[cTTecccTeARC |

50 resuis found. 50 esults found.

Tela de pedido (“Order”), nesse momento o usuario ira salvar (.txt) o conjunto de oligos escolhidos. Enviar
esse arquivo anexado para o Customer Care Brasil: orcamento.br@lifetech.com

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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DoH s ¥yxaex B - b E >+ BéEHE
E.TaqManl‘El MGB Allelic Discrimination # 1

Sequence | Parameters F’nmersf’F'lobes| Order |

Sequence: Uszer: Life1 05416410

Type Mame Sequence Start bp Stop bp
Forward Primer GLGACAAAGLATCAG... (340 360
Reverse Primer GRAAGGRLGARAAGGRA. .. 445 425
Probel TTGCCCACAGGLCG 365 are
Probez CTTGCCCTCAGGC 364 376

Waming:

Design Alert! - MGB prohe Z contains two or more CC dinucleotides in the middle of the probe,
hich can sometimes reduce signal. ¥You may want to select a different probe or redesign your

probe using the complementary strand.

Commets:

50 results found.

Tela para avaliacdo de oligos previamente desenhados. V4 em Tools --- Primer Probe Test Tool :

H5+H HSH o wa

BaichFrocess Todl. Cl+
Conven

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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rPar ters

Document Type: | TagMan® MGE Allelic Discriminati.. v | Parameter:  |Default W

rPrimers and Probes

Tm | | %GC| |Length
Fwwd Primer | GCGACAAAGCATCAGCTTCTC

5.8 | 52 21
. Tm | | %GC| |Length
Rev Primer | GGAAGGLGAAAAGGAACAMGA a3 43 T
Tm | | %GC| |Length
Probe 1 TTGCCCACAGGLCG =0T %
Tm | | %GC| |Length
Prabe 2 CTTGCCCTCAGGE =053 B
S dary Structure
Oliga Length | Hairpin | Self Dimers | Crass Dimers
(¥) Forward Primer 2 | Most Stable Structure Found
) Reverse Primer Fa TACGALACAGCG 5'
O rove s NI
AGCTTCTC 3!
) Probe 2 13

[ Show Secondary Structure ]

Nota (1): Acima estd um exemplo de desenho de oligos para genotipagem (por isso hda o desenho de
duas probes). Para _ensaios de expressao génica, quantificacdo, dentre outros, o usudrio pode optar
pelo uso de sondas ou nio (SYBR e MeltDoctor/HRM, por exemplo). Dessa forma, com o software
Primer Express é possivel tanto escolher para a sintese: primers + sondas TagMan ou somente primers.
Nota (2): A Life recomenda a utilizacao de sondas com quencher MGB (para qualquer aplicacdo).

Nota (3): Os arquivos poderdo ser salvos em .txt. Enviar esse arquivo anexado, contendo os primers e
sonda(s) TagMan, ou selecione apenas as sequéncias dos primers sempre na aba “Order” (no caso de
SYBR e HRM) e envie para o Customer Care Brasil: orcamento.br@lifetech.com

Nota Final: Este tutorial tem por objetivo apresentar os requerimentos bdsicos para submissdo de
sequéncias para a Life Technologies realizar o desenho ou para desenho de oligos in house. Vale
ressaltar que as analises de bioinformatica constituem poderosas ferramentas para obtencao de bons
oligos, porém n3o uma garantia de desenho perfeito!

Elaborado por: FMU Revisado por: JCR Ass.: Data 23.01.2014
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