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Welcome to IDT’s 454 FusionPrimers Guide!

This Quick Start Guide is designed to cover the basic steps for entering Gene Sequence information for 454
FusionPrimers. It covers guidelines for setting Global and Individual Target options for Primer Designs, reviewing Gene
Results and includes instructions for placing an Order or saving information to place an Order at a later time.

Getting Started
1 Access IDT’s website at —
www.idtdna.com. Chait with a " [LogIn]

el &N United States

INTEGRATED DNA

2 From IDT's main page, TECHNOLOGIES 2 0 Items $0.00

there are two methods to
access IDT SciTools:

a On the IDT main
page, on the Menu,
click SciTools

CoR. = DT Scilools
PrimerCuest™
b On the IDT main rI fransfection g;@T;:::m 3.0

page, click the IDT
SciTools link:

reagent

CLICK FOR DETAILS

Featured Products -
; . 1 = Ordar the aligos you want to
/DS iIRNA" Lhtod s order, when you wark to order
Accessing the 454
FusionPrimers Page

1 On the IDT SciTools page, click 454 FusionPrimers.
Home Catalog Onder Support SciTools LabLinker

IDT Scitools

Olige Design and Analysis Toals
Oligo Design and Analysis Tools Advanced Olige Design and Analysis

Advanced Oligo Design and Analysis :
Oligo Analyzer

Predesigned DsiRNA

Tutorials and Documents 454 FusionPrimers
Interactive Tutorals and Documentation A detection kits
LMNA Design

Primerfuest

Search the Scitools Content 454 FusionPrimers design tool, WorkBench
ddRMAI Design

e RMAI Design
R N— AntiSense Design
mFaold

DilutionCalc
ResuspensionCalc

This document is for reference and training purposes only and will expire three days from the date printed below. Destroy all printed copies after use.

I1SY-314, Rev. 02 10/6/08 Page 1 of 12



Entering Gene Sequence Information

You can enter Gene Sequence information by typing Gene Sequence Accession Numbers directly into the box provided
or by uploading an Accession Number file. Gene Sequence(s) in FASTA format can also be entered directly in the box
provided or uploaded from a sequence file containing the gene sequence information in FASTA format.

General Rules for Entering Gene Sequence Accession Numbers and Gene Sequences in FASTA
Format

When entering information for Gene Sequence Accession Numbers or Gene Sequence(s) in FASTA format, if you type
the information directly into the respective boxes, you can specify the Exon and Intron areas in your Gene Sequence. For
more information about Exon and Intron areas, refer to the following section in this Guide: “Option One - Setting Global
Target Selections”.

Note If you type or enter your own sequence information, IDT’s 454 FusionPrimer does not designate the CDS regions.

1 Exon areas are Gene Entry | Login
specified by using
uppercase letters in
your gene sequence Enter gene sequence accession nunmbers of interest [comma separated, maximum 10)

information. MM_001234,MM_001235,MM_001226,MM_001111,MM_000111

Upload Accession File
2 Intron areas are J

specified by using
lower case numbers in - OR -

.the gene_ sequence Enter gene sequence or sequence of interest
information. [multiple sequences in FASTA format, positive orentation, maxinunm 10)

=FASTA FORMAT 1 -

CAAGTATT T TCAGCCCCAGCCEECCACACAGCTCSEATCTCCTS
CTETEGEATCCCCCSCAGCTCTECGATEATEECAGAMGAGCATATA
GATCTCGEAGECCCAGATCETCAAGGATATC CACTEICAMGEAGAT Upload Sequence File |
TEACCTEETEAACCGEAGACTTCCAAGAMCAT TAACGAGGATATAG -
TCAMGgtaggokckgoaggeckgockcggogggeggagagtgtcaggtttgogag
acgtgggeogottggocaggggagggtatctgotgragacacagtttcocctgaaaaga »

Clear Entry | Gene Selection |

Option 1 - Directly Entering Gene Sequence Accession Numbers

To enter information for your
Gene Entry directly into the
box provided:

Gene Entry | Login

1  Onthe Gene Entry Enter gene sequence accession numbers of interest (comma separated, maximum 10)

page, in the Enter Gene  WM_001234,MM_001225,MM_001236,MM_001111,MM_000111

Sequence Accession L Upload Becession File J
Numbers of Interest

box, type or paste your

Gene Sequence

Accession numbers. Enter gene sequence or sequence of interest

c G S (multple sequences in FASTA format, posiive orentation, maxinmuny 10)
2 lick Gene Selection.

_DR-

Upload Sequence File |

Clear Ertry | | Geme Selection |
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Option 2 - Uploading a Gene Sequence Accession Number File

Note If you choose to upload your own Accession Number file, the file must be a text file to upload correctly to the
Gene Entry site.

To upload Gene Sequence information from a text file:

1 On the 454 FusionPrimers
page, under Gene Entry, click
Upload Accession File.

2 In the Enter the path for the Enter gene sequence accession numbers of interest [comma separated, maximum 10)

Gene Entry | Login

text file of accession
numbers box, click Browse QL = A |
and locate the file you want.

The file path you select appears in the box.

3 If you are ready to proceed immediately Gene Entry | Login
with your selection, click Gene Selection.

4 To review your selected accession list
before proceeding, click View Accession
List and then on the Gene Entry page,
review your accession numbers. Enter the path for the text file of FASTA formatted sequences

5 When you are ready to proceed, click Gene

Selection to process your criteria Fusion Primmer Suick Start Guide\Source Files\Test FASTA [ Browse

6 To cancel your accession numbers, click | View Sequence List | | Gene Selection |
Clear Entry.

Results for the Gene Sequence information you entered appear on the Target Locations page.

Option 3 - Directly Entering Gene Sequence Information in FASTA Format

You can enter Gene sequence information in FASTA format by typing your sequence(s) directly into the box provided. A
gene sequence in FASTA format consists of a single line description followed by lines of sequence data. The description
line is distinguished from the sequence data by a “greater than” symbol (>). The word following the “>” symbol is the

identifier name of the sequence. You do not use a space between the “>” symbol and the first letter of the identifier name.
Immediately following the identifier name, hit Return (or Enter) and then on the next line, type your sequence information.

To enter Gene Sequence information in FASTA format directly into the box provided:

1 Onthe Gene Entry Gene Entry | Login
page, in the Enter
Gene Sequence or
sequence of interest Enter gene sequence accession numbers of interest (comma separated, maximum 10)
box, type or paste your
Gene Sequence in L Upload Acceszion File |
FASTA format.

2 Click Gene Selection. - OR -

Enter gene sequence or sequence of interest
(multple sequences in FASTA format, positive orientation, maximuny 10)

CAAMGTATT T TCAGCCCCAGCSCEECCACACASCTCGEATCTCCTC -
CTETEGATCCCCCCAGCTCTECEATSATGGCAGAAGAGCACATA
GATCTCEAGECCCAGATCETCAAMGGATATCCACTECAAGEAGAT

TEACCTEETEARCCGAGACT CCARGAMCAT TAAC GAGGEACATASG Upload Sequence File |
TCAMGgtaggotctgraggeockgectcggogggeggagagtgtcaggtttgegag L
acgtgggeogcottggocaggggagggtatctgctgecagacacagtttcoctgaaaaga
gacttgttgckctgttgtckctgtatcacoccoccaacoccaccccacccccaaaaaaagg

L Clear Ertry | I Gene Selection

This document is for reference and training purposes only and will expire three days from the date printed below. Destroy all printed copies after use.

ISY-314, Rev.02 10/6/08 Page 3 of 12



Option 4 - Uploading a Gene Sequence File in FASTA Format
You can upload a sequence information file in FASTA format by following the steps shown below.

1
2

4

5

On the 454 FusionPrimers Gene Entry page, click Upload Sequence File.

In the Enter the path for the text file of
FASTA formatted sequence box, click
Browse and locate the file you want.

Enter the path for the text file of FASTA formatted sequences

Gruick Start Guide\Source Files\FASTA Format Upload.t=t [ Browse

The file path you select appears in the box.

Miew 3 List
To review the FASTA sequence file you  ———————

uploaded before proceeding, click View
Sequence List.

Gene Selection |

The FASTA sequence information you uploaded appears in the Gene Sequence box on the Gene Entry page.

Enter gene sequence or sequence of interest
(multiple sequences in FASTA format, posiive oFentation, maxinmun 10]

=FASTA FORMAT 1 -

CAMGTATT T TCAGCCCCAGCCEECCACACAGCTCGGSATCTCCTE
CTETEEATCCCCCCAGCTCTECEATEATEGCAGAAGAGCACACA
GATCTCGAGECCCAGATCGTCAAGGATATCCACTECAAGGEAGAT Upload Sequence File |
TEACCTEETEAACCGAGACC CCAMGAMCATTAACGAGGEACATAG -
TioAMGEgkaggotcbgoaggeoctgockcggocgggoggagagtgltcaggtttgegag
acgtgggeogottggecaggggagggtatctgotgecagacacagtticcctgaaaaga »

Clear Entry | L Gene Selection |

When you have reviewed your sequence information and are ready to proceed, click Gene Selection to process your
criteria.

Results for the Gene Sequence FASTA information you entered appear on the Target Locations page.
To cancel the Gene Sequence FASTA information you uploaded, click Clear Entry.

Option 5 - Entering a Combination of Gene Accession Numbers and Gene Sequences in FASTA
Format

You can enter a combination of Gene Accession Numbers and Gene Sequence Numbers (in Fasta format).

1

On the 454
FusionPrimers Gene
Entry page, in the
Enter Gene Sequence
Accession Numbers
of Interest box, type,
paste or upload your
Gene Sequence

Gene Entry | Login

Enter gene sequence accession numbers of interest (comma separated, maximum 100)

MM_001234,MM_001235,MM_001236,MM_001111 ,MM_000111
Upload Scceszion File |

Accession Numbers. - OR -

In the Enter Gene Enter gene sequence or sequence of interest

Sequence or (multiple sequences in FASTA format, positive orentation, maxinmum 10)

sequence of interest |- T TTTTCAGCCCCAGCCGECCACACAGOTCGGATOTCCTS &

box, type, paste or CTETEEATCCCCCCAGCTCTECEATGATEECAGAAGAGCACACA

upload your Gene GATCTCGEAGEGCCCAGATCETCAMGEATATCCACTGCAAGEAGAT .

S FASTA TEACCTEETEAACC GAGAC CCCAAGAACATTAACGAGGACATAG ———
equence TiCAMiEgtaggokctgoaggoctgoctcggeogggeoggagaghgtcagghttbgogag

format numbers. acgtgggogottggeaggggagggtatctgctgecagacacagtttcecctgaaaaga

. . acttgttgctckgttgtckctgtatcacocccoccca accocaccccacccccaaaaaaa 5
Click Gene Selection. e £

Results for the Gene

. Clear Ertry
Sequence Accession L J
and FASTA numbers
appear on the Target Locations page.

Gene Selection |
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Setting Global Options for Target Locations

On the Target Locations page,
you can make general
selections that affect all Gene
Target Sequence Results.

Note For selections that
affect all Results, you
must set Global
Target Selections
first, then make
selections for
Individual Target

Results.

Option One - Setting
Global Target Selections

Note If you enter your own
sequence
information, the
Target Selection box
does not show CDS

options.

1 On the Target Locations

Gene Entry | Target Locations | Primer Design | Login Quick start Guide
Global Target Selection Primer Design Critena

[ ] Exons [ tntrons Arnplicon Size Minirmum | 90 Forward Primar | Prirnar & %

Amplicon Size Sptimum 100 Reverse Prirmer Primaer B %

O =ure [cos [ aum Amplicon Size Maximum 140 Reset Defauits
Target Sequence Segment Selection
Targat 1o NM_00 1234
— - - —

&

A CAAGTATTTICAGCCCCAGECGECCACACAGCTCGEATCTCCTOCTGTGE

(Salect custorn target region above]

HH_00 1234 Exon and Intron Locations

U] Exon

IEST ] ] Exen 1 - s'UTR
[] Exen 1 - cDS
Ccos
[] Exen 2 - cos
0 ] Exen z - 3'uTR
FUTR

[] Exen 3
NM_001234 Spacific Product Locations

Start Porition

Position

1-67

68-181
11717-120%8
120%59-120464

12161-12956

End Porition

mm Exon == Seledsd Exon
— 00— Salected Intron
— Untrangeribad Ganome

[] tntron Position
[] mntran 2 182-11716
[] tntron 2 12065-12160

page, in the Global Target Selection box, place a check in the check box in front of the selections you want:

a Exons - Checking the Exons box places check marks in all of the Exon boxes

for all results.

b Introns - Checking the Introns box places check marks in all of the Intron

boxes for all results.

¢ 5’UTR - Checking the 5 UTR box places check marks in all of the 5 UTR
related boxes for all results.

d 3’UTR - Checking the 3' UTR box places check marks in all of the 3’ UTR
related boxes for all results.

Global Target Selection

D S5'UTR

D Exons=s |:| Introns

(] cos

D 3'UTR

e CDS - Checking the CDS box places check marks in all of the CDS related boxes for all results.

Option Two - Selecting Primer Design Criteria

1 To set Primer Design Criteria for all results, in
the Primer Design Criteria box, enter the
information you want to select for all results:

a Amplicon Size Minimum - enter the
minimum number for your Amplicon size.

b Amplicon Size Optimum - enter the
optimum number for your Amplicon size.

¢ Amplicon Size Maximum - enter the maximum number for your Amplicon size.

Primer Design Criteria

Amplicon Size Minimurm |20

Amplicon Size Cptirnunn (100

Amplicon Size Maximurm 140

Forward Prirmer | Primer A %

Revearse Primmer| Prirmer B %

Reszet Defaults J

d Forward Primer - Select from the drop down menu the Forward Primer you want.

e Reverse Primer - Select from the drop down menu the Reverse Primer you want.

2 Toreset the Primer Design Criteria to the default selections, in the Primer Design Criteria box, click Reset Defaults.

Note

For more information on Individual Primer Design Criteria, refer to “Setting Criteria for Individual Primer Designs”.
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Setting Criteria for Individual Primer Designs

In addition to selecting Primer Design Criteria on the
Target Locations page, you can make detailed
selections for each Individual Parameter on the Primer
Design page.

1 Toaccess the Primer Design page, at the top of the
454 FusionPrimers page, click Primer Design.

Gene Entry | Target Locations | Primer Design

On the Primer Design page, click any of the tabs
to see individual pages for Target Specific
Parameters, FusionPrimer Parameters or
Amplicon Primer Parameters. Or, you can click
Show All to view all the Parameters at once (as
shown in this example).

3 Under Target Specific Parameters, to change
any of the numbers, click in the corresponding
box and highlight the existing number, then type
the number you want.

4 Under 454 FusionPrimers Parameters, for
Forward and Reverse Primers, select an option
from the list provided.

5 To make additional changes, click in the

corresponding box and highlighting the existing
number, then type the number you want.

6 Under Amplicon Parameters, click in the
corresponding box and highlight the existing
number, then type the number you want.

7 For Discrete Selections, select Yes or No from
the list.

8 When you have completed all your selections,
click Design.

To reset all selections to the default, click Reset
Defaults.

Gene Entry | Target Locations| Primer Design

ﬁ.-l-\.quﬂ.;lll | Target Specific | Fusion Primer | Amplicon

D g
Target Specific Paramcters
Friee Enargy Threshalds
Hax Sequence Repeat @ Hairgsin -3 kealfmole
Dligo Conceaytrstion 2010 nM Hormn Dinaer '3 Ecslimola
Ha* Concentration 100 i Hetero Dimer -4 kcalfmole
Mg** Concentration |0 mi
dNTPs Concentration O miM
lliry D i max
Oligo Length 12 1% 28
HMelting Temperature 55 e e b T ] -
GC Combant a5 w50 W% (&5 "
Fusion Primer Parameters
Fres Energy Threshaolds
Formard Primer Brimar A % Hairpin 4 kcalimole
R S r—— Bricnar B & Homo Dimer -6 kcalfmole
Haters Dimer -5 kenlfmole

Max Sadquancs Ripeat |5

i Dt Ma
HMmlting Tempgeraturs 63 o |72 LT b=
GE Content A% % |20 % (&3 )

Armplicon Parameters

. Opbiroum Max
Ampdican Length a0 100 140
Hin Amplicon 20
Dwarlap

Diserintie SelacHans Yad ¥

Rasel Defuidty Dt g

Reviewing Target Sequence Segments

On the Target Locations page, you can examine Sequence information using two quick methods. With either method,
remember that Exons appear in uppercase character format and Introns appear in lowercase character format.

1 To view any section of the Target Sequence Segment, click the arrows at either end of the Gene Target Sequence.

2 For a faster selection, click the Triangle shown just below the Target Sequence Segment line and drag it to the
location on the line that corresponds with the area of the Gene Target Sequence you want to see.

Target Sequence Segment Selection

Target 1: NM_001234
[,

. O .

;tac accoagytyyyo Lyt agyyayatygyaaafagyatocccacyoagas P

Exon mm Selected Exon
Intron — Selected Intron
Untranscribed Genome

=

[Seleck custorn target region above]
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Setting Indi\[idual Gene Entry | Target Locations | Primer Design | Login

Ta rget Options Global Target Selection Primer Design Criteria

On the Target Locations page, after (] exons [ 1ntrons et ey Frimer &
setting Global Target Selections for Ametlienn Stz Optimum (109 ] Revass Pdmar P 2 2
your Results, you can also make the [ ¥V [ cos [ sure prelayEaaionani1+0_JI) R Oeteits |
following Individual Target

Se|ecti0ns: Target Sequence Segment Selection

a Select a Custom Target platcirdohintcdosii

Region for an Individual
Target Sequence

b Set specific Start and End

mm Exon == Salected Exon
e INAFOFY e Sfected Intron

— Untrangaibed Genomae

positions for a Target [ Comttediie | stam Ends
Sequence ME_00 12324 Exon and Intron Locations
¢ Make Individual Selections [4] Exen Position [ tntron Position
for a Specific Target WEST, [ Exon 1 - s'uTR 1-67
Sequence Result Fleps Exon 1 = CDS §8-101 [ trkren 2 182-11714
[#] Exon 2 - cDS 11717-12058
. . [¥] Exon 2 - FUTR 12099-12064 [ tntren 2 12065-12160
Opt.lo.n One - Selecting an Fautr o I
Indlyldual Custom Target S — ¢ tocatons
Reglon Start Position End Positon

1 Under Target Sequence
Segment Selection, click in the Gene Target display, select the area you want, then click Commit Selected Area.

Target Sequence Segment Selection

Target 1: NM_001234
I =

&

4 CALGTATTTTC

L Cororrit Sdected firea M Start: End:

mm Exon  mm Selected Exon
— Intron — Selected Intron
— Untranzcribed Genome

Option Two - Setting Numeric Start and End Positions for Target Sequences

Note Custom Target Sequence sites are numbered sequentially with the 5" most base position beginning with the
number “1”.

1 Under Specific Product Locations, in the Start Position box, type the Start Position Number for the Sequence.
NM_001224 Specific Product Locations

{;; Start Position End Position l Rernowe J
E"‘; Start Position End Position | Rermowe [
'"'H‘. Start Position 125 End Position 250

2 Inthe End Position box, type the End Position Number for the Target Sequence.

Note As you complete numbers for Start/End Positions, a new set of boxes appear to allow for additional entries.

3 If additional boxes do not appear, click the Lock in front of the previous set of boxes to trigger additional entry boxes.
4 To remove a Specific Product Location, click the Remove button at the far right of the Location you want to remove.
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Setting Individual Target Options - Continued

Option Th ree - Making Global Target Selection Primer Design Criteria

IndiViduaI SeIeCtions fOI' Exone L] Introns Armplicon Size Minirmum (F0 Farward Priffer | Prirnar A %
d Spe(:iﬁc Target Arnplicen Size Optimum (100 | Reverse Primar Prirner B W
Sequence Result L] sure cos [ aute arnplicon Size Maxirmurm 140 L Raast Delpuis |

1 To make Individual
Selections for a Specific Target Sequence Segment Selection
Target Sequence Result, Target i: NM_081234
under that Result, placea ™ — ]
check in any additional
check boxes for selections
that have not already been
checked under the Global

Target Selection process. NM_001234 Exon and Intron Locations

: mm Exon  mm Salected Exon
A CAAGTATTTTCAGCCOCAGCCEGCCACACASCTCGEATCTCCTCCTOTGE b — Intron — Selectad Intron

= Untransaibed Genome

(Seleck cusbam target region above)

Ex: Global Target Exon Pasition [] Intron Position
Selections were Exons W [] Exon 1 - S'UTR He
and CDS. To add Intron 1
and Intron 2 for Target 1 Exon 1 - COS 69-181 [#] tntron 1 182-11716
- ’ cos
place checks in those Exon 2 - CDS 11717-12058
boxes' D D Exon 2 - FUTR 12059-12064 Intron 2 1z2065-12160
3'UTR
[] Exen 3 12161-12956

Completing Global
and Individual Selections for Target Sequence Results

1 When you have completed your selections for global and target areas, at the bottom of the .
Results page, click Design. L Design |

2 To receive an email notification Results
rather than waiting for the Search
calculation Results, on the Processing. ..
Results Processing page, click

. . . Plaasa walt whila your raquast procassas. This process may take several minutes.
Email Notification.

You may request sn email notification when thiz process completes if you do not wizh to wait;
3 On the Email Notification page,
enter the Email Address and Job
Name. You will receive an email
with a link to access the request. || iew Complated Tasks |

| Ernail Moifi eation |

Task 2 of 5 iz completed. You may view the completed tashs or wait until all tagks are complated.

Email Motification

Plesse enter the email address you want this notification to be sent and the job name you with
to use for identification. When the process i completed you will recieve an amail with a link to
access the request.

Enter Emnail Address:

Enter Job Name:

Ervaill Piokifi cation |

4 If you choose to wait for Results, you may see a message on the Processing page indicating some (but not all) of the
tasks have been completed. To view the tasks that have been completed, click View Completed Tasks.

Note If you choose to view the partial Tasks that have been completed (before all the Tasks have been processed), you
will need to wait for the Processing page to indicate all Tasks have completed before you can view all the Results.
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Reviewing Gene Results and Selecting Your Order

Results for your Gene Sequence selections appear on the Results page. The Results page defaults to the Sequence view
for your first Result, but you can also view Sequence Details, Amplicon Details and Parameters.

Understanding the Results Grid

The following color coded grid provides an
assessment of the criteria for each Result and
the sets you selected:

Fusion Primer Result MM_001234

= +— Eatl

—+ +— Sek2
o @ Meets all requirements
W @ W Meets most requirerments
W W Does not meet requirernents
L

Gene coded on "+' strand of genome

Color  Primer / Probe Indicator
Green  The Result met all of the Wiew Sequence | View Details | Yiew Amplicon Details | Yiew Parameters
requirements you selected.
Yellow The Result met all but one of the
requirements you selected. e T
) A et Universal Segment Target Specific Segment
Red The Result did not meet two or
more of the requirements you [] 9@ set1
selected. dd P Forward GCCTCCCT 5 AGTATTTTCAGCCCCAGOS
o @ & Ravarsa & TT el CCTTGACTATGTCCTCGTTAATGT
[] #9@ serz
ddd Forward GCCTCCCTOGCGOCA GECAGAAGAGCACACAGAT
Jddd Reverse GCCTTGCCAGCCCGECTCAS TCTCGCAAACCTAEACACTE

Selecting a Specific Result

To view Results for a specific Gene Entry,
on the Results page, under Select to View
Result, click the Result you want to see.

1

Viewing Details for a Result
To view Details for a selected Result, on the Results page, click View Details.

¥iew Sequence | ¥iew Details | ¥Yiew Amplicon Details | ¥Yiew Parameters

1

Gene Entry | Target Locations | Results | Login

Select to View Result:

4

1afs
Nb_ 001234 [

NM_D01235

Posibons Fusion Primer Target Specific
AG [kcal /miole) AG (kcal /mole)
Th GLC Hetero- Homo- Ty Hetero- Homo-
Assessment Start End Len [(?C) (%] Hairpin dimer dimer [°C) (%) Hairpin dimer dimer
[] #@ @ set1
o ¥ Forward 3 21 19 76,7 63,2 -0.58 -8.58 =796 59.9 -0, 43 363 -4, 48
W W Reverse 152 159 24 7¥5.9 5353.8 -0.16 -8.58 -11.20 359.5 -0.16 -3.63 -5.48
[] #@ @ setz
o ¥ Forward T3 21 i 77,5 63,2 -2.91 -9.94 -14.81 59.7 -0.62 -4,37 -4, 48
@ @& Reverse 232 214 19 76,8 83,2 -0.76 -9.94 -11.94 59,3 32,6 0,00 -4,97 -2.,90
[] #@ & seta
@ @« Forward 11650 11670 21 76.1 57.5 -0.89 -0, 86 -9, 64 0,0 42,9 -0,69 -3, 92 -5, 80
@ @ Reverse 11226 11807 20 76.9 1.5 -1.58 -5.86 -10.58 &0.2 50,0 -0.94 -3.52 -6, 56

The View Details page appears and you can review the details for each set.
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Viewing Amplicon Details for a Result
1 To view the Amplicon Details for a selected Result, on the Results page, click View Amplicon Details.

The Amplicon Details page appears.
¥iew Sequence | ¥iew Details | ¥iew Amplicon Details | Yiew Parameters

Amplicon Region Selected Region
Assessment Start End Length Start End Length Selected
D W Set1l 22 158 137 =353 151 114 Exon 1 - CDS
W e Forward
W W@ Reverse
D W Set? 92 213 122 =353 151 114 Exon 1 - CDS

W & Forward
W Feverse

Viewing Parameters for a Result

1 To view Parameters for a selected Result, on the

. N Yiew Sequence | Yiew Details | View Amplicon Details | Yiew Parameters
Results page, click View Parameters.

For more information on §ett|ng Parameters, Target Specific Parsmeters
return to the Target Locations page and thenrefer  y,. sequence Repeat & Hairpin -3 kealfrnole
to “Setting Criteria for Individual Primer Designs”. = Olige toncentration 200 nM Homo Dimer -5 kcal/mole
Salt Concentration 100 rt Heters Dimer -4 kcal/mole
Hlim Dpt Max
oligo Length 1z i3 28
Melting Temperature 53 5C 60 ¢ [ =
GC Content 35 % 50 %% 65 9%

Fusion Primer Parameters

Forerard Prner Hairpin =4 kcal/rmole

Rewverse Primer Homo Dimer -6 kcalfmole

Max Sequence Repeat 5 Hetero Dimer -5 keal/maole
Hlim Dpt Max

Malting Temperatura 63 °C T2 °C 80 °C

GC Content 35 #% 50 % 65 %

Returning to the Default Sequence Detail

Amplicon Parameters

VieW - - iy Opt 2 F
Amplicon Leng a0 100 140
1 Toreturn to the default Sequence Details view, on Hlnl..i:';llcnn -
the Results page, click View Details. e "'l" P .

The Details Sequence page appears and you can
proceed with your order.
Wiew Sequence | Yiew Details | Yiew Amplicon Details | Yiew Parameters

Pasitions Fusion Primer Target Specific
AL (kcal irmole AL (kcal fnobe
Tw G Hetera- Heme- '# GO Herbero- Home -
Assessment Start  End  Len (%C) (%) Hairpin dimer dimer  (°C) (%) Haimpin dimer  dimer

[] #@« sex2
dd Forvard 3 21 19 FET ER2 -0.58  -A.58 -T.96 599 5R& -0.43  -3E3  -4.48
dd e Reverse 182 159 24 75.9 558 016 =858 -11.20 595 4.7 -0.16 -363 -S.48

[] e setz
W Forvard 73 91 19 77.5% 63.2 -2.91 -9.94 -14.81 597 5Xx& -0.62 -4.97 -4, 48
ddd Reverse 232 214 19 76,8 63.2 -0.76 -9.94 -11.94 395 526 0.00 -4,97 -2,90
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Saving Results for Use at a Later Time

You can save Results you have
selected and then review and order
them at a later time.

Yiew Sequence | Yiew Details | ¥iew Amplicon Details | ¥iew Parameters

1 To save Results for review and Fusion Primer

order at a later time, on the Assessment Universal Segment Target Specific Segment

Results page, under View

Sequence, click the check SR 5t

box in front of each Set you oW Forward GCOTCCCTCGCGOCATOAS AGTATTTITCAGCCCCAGTC

want for your Order J @ Reverse GOCTTECCASCOCGECTCAS COTTEACTATETCCTCETTAATGT
2 At the bottom of the Results

page, click Save. P Setz

Saue | @ Forward GCCTCCCTOGECECCATCAS GECAGAAGAGCACACASAT
L

W Reverse GCCTIECCAGCCCGECTCAST TCTCGECARACCTEACACTC

Note If you have not Logged In, you will be prompted to do so at this time.

3 On the Save Job page, in the Enter
Job Name box, enter a name for the
Job (Order) you are saving, then click
Save.

Save Joh

Please enter the job name vou wizh to use for identification,

. . Enter Job Mame:

Your selections are saved for review at

a later time.

Save | Cancel |
L

Accessing Your Saved Results
1 To access your Saved Results, log in to IDT’s web site, then select SCITools and 454 FusionPrimers.
2 On the Fusion Primer page, on the menu at the top, click the Saved Requests tab.

Gene Entry | Target Locations | Results | Sﬂ"E[I{bREqUEStS

3 Onthe Saved Requests page, find the saved job you want to see, then click View.
Gene Entry | Saved Reguests

Select Desired Job
Job Mame Date Created

1 Fusion Primer Order 9/25/2008 Delete | iew |

4 To delete a Saved Job, click Gene Entry | Saved Requests

Delete.
5 To complgte the deletion of the Warning: This acton will permanety delete all informiation fronm
selected job, on the Saved "Fusion Primer Order”
Requests Warning page, click
Delete.

Do you wish to proceed?
6 To cancel deletion of the
selected job, click Cancel.

Delete Canicel |
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Placing a 454 FusionPrimers Order
On the Results page you can select All Sets from a Result or choose Individual Sets from a Result. You can also make

selections for each Result and save them for ordering at a later time.

Selecting Result Sets and Purification
On the Results page, under Select to View Result, click the Result you want to view.

1

Gene Entry | Target Locations | Results | Saved Requests

Select to View Result:

MNh_0D1234

NM_D01235 [

2 Under View Sequence, make any selections for the Sets you want, then click Add to

Order at the bottom of the page.

NM_001236

fdd To Order g I
\)

Note

If you have not logged in at this point, you will be prompted to do so.

3

On the Order page, in the Select
Details for the Order box, under
Purification, select one of the
options.

To add the selections you have
made for this Result to your
Order and then return to the
Design View to make selections
for other Results, click Add and
Return to Design View.

Then, on the Results page,
select your next Result and

Results | Order

Select Details for the Order

Scale:

Purification:

100 nmaole 454 FusionPrimer » HPLLC Purification

Hotes:

HPLL Purification
Standard Desalting

Canoel

J

L

Add And Retunn To Design iew

] L

Add And Checkout

repeat the procedure outlined in “Reviewing Gene Results and Selecting Your Order”.

To cancel any selections you have made for a Result, on the Order page, click Cancel.
When you have made all the selections for the Results you want to Order, to complete your Order, on the Order page,

click Add and Checkout.

On the Shopping Cart page, review your Order, then click Checkout.

Shopping Cart

Current Order as of 226 /Z008 9:Z2:49 AM (CDT)

#1 NM_DD1234.5et2.For

. 100 amole 454 .
Product: Foiionk rie Usually Ships In: 4 busnass days
Purification: MPLC Purification Guaranteed Yield: 1 305 = 2.8 nmolss = 32.2 pgrams Length:
Lequence: &'- GCC TCC CTC GCG CCA TCA GGG CAG ARG AGC ACA CAG AT -¥°

#r NM_001234.Sat2. Rev
100 nmole 454

Product: FriskonBrimes Usually Ships In: J-d busmess days

Purification: HPLC Purification Guaranteed Yield: 1 0D = 3 nmoles = 3.3 pgrams Length:
Sequence: 5= GCC TTG CCA GOC CGLC TCA GTC TCG CAA ACC TGA CAC TC -3

Prama Dade E Shipping and Hamdling

E&t * Debate o

Add Complemant = Mowe bo Wishlist = Anslypre

Edit + Delets * Add Complemant = Mewe te Wishlist = Analyoe

$45.00

as

$45.00

£l

£90.00 USH
Inguire

Tax il:l-llﬁ UsD

9 To save your Order selections for a later time, click Save to Wish List.

10 To continue Shopping, click Continue Shopping.

~ End of Document ~

Cortinue Shopping J

L
l Checkout J
l Save To Wish List J

| Ernail Cart J
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