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Goals of this exercise

Design TagMan primers and probe for MsrA

We will use Integrated DNA Technologies' free software
available on their website:
http://www.idtdna.com/SciTools/SciTools.aspx?cat=DesignAnalyze

You will need to set up an account and log in before
starting the primer/probe design process. You will
design but not actually order the primers.

Design LUX primers for MsrA

We will use Invitrogen’s D-LUX primer designer software

available on their website:
https://www.invitrogen.com/content.cfim?pageid=11258


http://www.idtdna.com/SciTools/SciTools.aspx?cat=DesignAnalyze
https://www.invitrogen.com/content.cfm?pageid=11258
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CALCULATE

Sequence Information

Mame: él:-)rnMsrA

4

Enter a name
Enter accession

NCBI ID# |MM_079361

(RefSeq) ID
Sequence:
[CATCAGTTCASCTTTARATGT TAAAAGCEACACAT TAAATAAATAAC
GAAATCATETCTCTGACTATTACTTCCAGTGTCACTCATCCTGAGCTCAAGGEAT
JACCGTTCECAATGAMCANMAG GAACTGAACAT T TCGEGCCGEET TCACGATETGAATGETCACC
AAAGCCACGECCACTT TCEGCATEEGETITGCTITTGEEGECEGCAGAATCCCTETATGEAGCC

fror‘h IDT

. |ACCCaTEaAGTTTTGAGAAC CACCATAEECTACGCCAGAGGCAGCTCGAATTTECCARCE i
50-500 bp [TACCATAMAATGGECEATCATACGGAGETGCTEGAMATCRACTATGATCCCACGETCATT Click Get Sequence
$0.65/base pair! [AGCTTTAAGEAGCTECTAEATCTATTCTEAAACAACCATGAGTATAECCTAACCACECCT

ATCAAGAGECAGTACGCCTCCTTGAT TCTGTAC CACGATGAGEAGCAGAMGCAGETEGECA
CACGCCTCCAAATTEGEAGGEAGCAAGAGCECCETECACCEEAGATCATAACCACTGAGATT

.'ﬁ‘. e . I _| GOATCCAAMGGAGAAT ACCCAGCCGAGECETACCACCAGAASTATAGGTTEGCAGEEC “w
verage turnarounc Y WaF WN T ¥ e e Talal oaf i et clan 0N ek o et ¥ cTatalat al FF.¥ o et e oY et N =P atal NeTak ot o'e o] |
15-20 business dﬂ‘l.fSI Sequence length must be greater than the current minimum product size of 80 bases.

PrimerQuest accepts only nucleic acid bases.

Design For:
O pCR Primers

@ PCR Primers with Probe ™7

Choose

{:} Forerard Sequencing PHmer
'C) Reverse Sequencing PHmer

{:} Probe

Use Parameter Set:

Feal-Time PCR Vi < Choose

( CLEAR ALL ) (REEEI’ DEFAU L'rs)
( < Click
CALCULATE i IC

ed DM, .. r!ﬂi iTunes | f at ... i '! "*_’ 11:19 PM
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Primer Set 1

OLIGO Ty SCALE

W FORWARD PRIMER

G5-70
I - 50 I = INTERNAL FROGE :
I 5055 W - Set Options
oy ] A FEVERSE FRIMER - &
~
~
L %
I I I | | | I I I I
1 100 200 300 400 00 00 Fo0 200 ]
Forward Primer
Forward PHmer Options
Primner Sequence: ACEEAGETECTEEAMATCOEACTAT
Priner Start Position: 322 Primer Length: 24
Primes-Thiz 59,6 9C Primer Self Amny: 4.0
Prinver GC %oz 50,0 % Prinver Self End: 0
Prinver End Stability 213 Primer Penalty: 0.36
Probe
Probe Options
Probe Sequence: TAMGEAGCTECTEEATCTIET NCTEEA pt
Probe Start Position: ZEE Probe Length: o)
Probe Thi: 60,8 oC Probe Self Amy: &0
Probe GC %4: 50,0 % Probe Self End: 20
Probe Penalty: 2,00
Reverse Primer
Reverse Primer Options
Primet Sequence: TEETCAGECCATACTCATIZET TET
Primet 5tart Position: 415 Prinvet Length: 24
PrinvesrThi: 50,0 %2 Prinvat Self Arvy: 5.0
Priner GC 9oz 50,0 % Priner Seif Bnd: 2.0
Primer End Stability: 332 Primes Penalty: 0.0z
Primer PairfProduct
Prinver Pair- Penalty: 0,33 Primes Pai- Comp Aury': 4.0
Primner Product Size: 24 Primes Pair- Comnp End: 20

Order
only
Set 1

»
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( VIEW CART ) . o
Results | Order About

( owcour ) Choose amount
( LOG OUT ) Please Select Primer Details For Set 1 /
= i / Primer purification

| 100 nmole DNA oligo v| | Standard Desalting v| < Standard desalting
ok

( WISH LIST

MNotes:
ACCOUNT INFO

b= R
[

¢
( OLIGO CARD
(e — Choose amount
( QC RESULTS Please Select Probe Details For Set 1
Chat with a Scale:g__, Purmication: . Choose HPLC
live IDT | 100 nmole v | |Dual HPLC v 4
dd s 5" Mod: 3' Mod: I Reporter dye

; | 5" 6-FAM 4—ﬁWTBIm:k Hole Quencher 1 Vl
Motes: \\
' Quencher dye

(: CAMNMCEL ) ( ADD AND CHECKOUT ADD AMD RETURN TO PRIM ERQUE'D

. Paste in & sequence

. Configure primer/probe options

. Calculate!

. Select the set(=) or oligos vou like
. Drder your prirners

Click

[ R

£ | >

Done vy, idtdna.com (24
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Logged In: Shopping Cart ( EXPAND ALL )( COLLAPSE ALL )
David Brunell Current Order as of 4/2/2008 4:02:31 PM (CDT)
You hawve 3 items in
an unfinished order #1 DroMsrA Set 1 Forward Primer Edit + Delete + Analyze + Add Complement + Move to Wish List £12.00
Subtotal: §199.00 . :
Product: 100 nmole DMA olige Length: 24 Usually Ships In: 1 business day
( CONTINUE SHOPPING ) Purification: Standard Desalting Guaranteed Yield: 6 CDs = 24.9 nmoles = 185.3 pgrams
( ) Sequence: 5'- ACG GAG GTG CTG GAA ATC GAC TAT -3'
VIEW CART
( ) #2 DroMsrA Set 1 Reverse Primer Edit + Delete « Analyze + Add Complement + Move to Wish List £12.00
CHECKOUT =
Product: 100 nmole DMNA olige Length: 24 Usually Ships In: 1 business day
( SEial ) Purification: Standard Desalting Guaranteed Yield: 6 QD= = 26.6 nmeles = 195.9 pgrams
( DELETE EMTIRE ORDER ) Sequence: 5'- TGG TCA GGC CAT ACT CAT GGT TGT -3'
#3 DroMsrA Set 1 Probe Edit + Delete + Move to Wish List £175.00
( e ) Product: 100 nm DLP 5' 6-FAM™ / 3' BHQ-1™ Length: 26 Usually Ships In: 3-5 business days
Purification: HPLC Purification Guaranteed Yield: 2.7 QD= = 10 nmoles = 91.5 pgrams
( ACCOUNT INFO ) Sequence: 5'- /56-FAM/TAA GGA GCT GCT GGA TCT GTT CTG GASZBHQ 1/ -3'
( OLIGD CARD )
( ORDER HISTORY )
Subtotal $199.00 usp
C RESULTS
( 2 ) Promo Code Shipping & Handling $16.00 usp
_Tax  $12.94 USD
Chat with a Total "s215.00000sB  Click here and
live IDT =
representative ; Based on your order, you may also be interested in this: ema'l the order
AR "Validated, Reliable Controls for your RT-PCR Reaction™ to me |f you Ilke
|: START CHAT :] 1 nm Human HPRT SybrTMGreen Brimer Set £25.00 ( .
5 nm Human HPRT SybrTMGreen Primer Set 560,00 ( FEp— ) /
5 nm Mouse HPRT SybrTMGreen Primer Set 60,00 (
FORWARD THIS ORDER
1 nm Mouse HPRT SybrTMGreen Primer Set 25.00 [
) | 2
Done EB @ Internet H100% -

Print out this page and attach it to your lab writeup
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home = guantitative por = custom solutions
Duantitative PCR
—  Custom Designed qPCR Assays with D-LUX™ Designer Software
Products
online Tools The D-LUX™ Designer iz the most camprehensive toal available for designing and ordering LUX™ Primerzs. § offers extensive features snd
functions to help yau design the hest primers for your gene of interest, including the identification of exon-exon junctions, autamatic
; determinstion of intron size, and identification and alignment of patential splice wariants.
[ Custom Solutions
Simply erter vour target zequence and the software will generate primer zets ranked in order of optimization. Primerz designed through the
Technical Resources D-LE™ Designer are available with FAM, JOE and Alexa Fluor® 546 dyes. Primers are purified by HPLC.
Mews & Events Far the maost up-to-date BLAST capabilty, use the anline version of aur D-LUX™ Deszigner. If you prefer, you may dovwenlosd a deskiop
verzion or request a CD version he mailed to youw. Click here for a step-by-step quide to using the D-LUX™ Designer
. THe . . - H
Want More - @ Design your D-LLK F‘rfmer Sets Dnll:e « C I ICk
Information? ,ffe ®  Download Desktop version of D-LI™ Designer Software
Sign up and stay informed. ¢ Reguest C0 version of D-LUX™ Designer Softvware
Ouestion? ‘-@
A o S0 memol
Cortact our Technical LUA™ Fluorogenic Primer Set, FAM-labeled
Suppart team. 200 nmol B
L 50 memol
L™ Fluorogenic Primer Set, JOE-labeled
Search Technical — ) 200 nmal
Resources 185 =0 nmol
Find the infarmation you L™ Fluorogenic Primer Set, Alexa Fluor® S46-labeled *
200 nmal
rneed.
Mvhen using LUX™ Fluorogenic Primers with Alexa Fluor® 546 dye labels, we recommend ordering the gPCR Instrumert Calibration it for
calibrating your realtime PCR system.
b

Done

'J start

wi, invitrogen.com (2
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=l D-LUX™ Designer Step 1: Enter an a on number oF provide & nucleoti s
‘Re-order LUX™ Primers Enter ACCESSion : 1
Accession number:
D-LUX™ Assay Search |NM_U?9351| Erter an Entrez Ref Seq accession number to ensure that vour sequence is analyzed with our complete
snnatstion toals (SMP location, exondntron determination).
. : OR
LUE™ P 5
rimer services Hucleotide sequence name{optional):
gPCR Reagents
AND
iPath™ Hucleotide sequence: Wou can only enter IUPAC letter codes: & C, G, T,N, B, D H, K, M E, S, %, W, X Y.
Check ORF
ct regions for target design
Open reading frame (ORF) ] sutr [l zutr
. Specify included or excluded regions (=2.q., 100,50 interpreted as region ranging fram 100 ta 1439; multiple regions can be
Choose spe(“es entered az follows: 100,50 300,50 )
'@ Included regions 'S' Excluded regions
=e for BLAST
HOTE: BLAST iz used to compare input sequence with sequences in the databasze
| Fruitfly - Drosophila melanogaster to find unigue regions against which to design LUX primers. The databases
Leave alone contain representative gene sequences for that species.
& Clesign parameters
hlinimuim Optimum flaimum
i ize: G0 75 200 —
The default design parameters are highly iU | | | | | |
recommended for optimal resultts. Primer temperature: |au | |54 | |33 |
Click Primer length: 20 (|22 24 |
[ Design LUK primers ] I Rezet form ] b
Done arf.invitrogen.com (2
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- @/ - _ ™ .
B Designed D-LUX™ Primers 2
= DL Dy Gene:  EpTiCD Accession: M 0753612 Gl: JAEGAEE
Fe-order LUH™ Prirmers Organism: Drozophila melanogaster Lendgth: ara ORF Region: ET-507
Definition: Drozophila melanogaster Ecdysone-induced protein 28029k0 CGY266-RA transcript variant & (Eip#1 CO0, mRRA.
D-LUR™ Assay Search | o978
Transeript:
P o O — R ———— ! |
LUX™ Primer Services
BLAST: =,
qPCR Reagents 1 2150
Pl 07361 2 — I I
LS SR R — —
Pt 1 EEE221 — I E—
M 206371 .1 — -
Legend: UTR = Coding exon = Unigue regian =  haszked region
4 splicing variants
Ho. Accession Definition
Drosophila melanogaster Ecdysone-induced protein 28/29k0 CGT266-RA transcript variant & (Eip?y1CD07,
1 MW OF9361.2
= mRNA.
Drosophila melanogaster Ecdysone-induced protein 25/29kD CGT266-RC transcript vatiant C (Eip71CD,
2 MM 1EBEE231
Scroll down i
Drozophila melanogaster Ecdysone-induced protein 25/29k0 CGY266-RB transcript variant B (Eip71CD),
3 MM 1EBE221
MM,
Drozophila melanogaster Ecdysone-induced protein 28/29k0 CGT266-RD transcript variant D (Eip#1CD,
4 MW 20637141
MRS,
'@' Display a selection of the best LK™ primers 'C} Display &ll Dezigned LUX Primers
Ganarate design report ] Sart by | Lakeled primer strandis’ Lo
w

Done

of invitrogen,com (=4
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A
[ Go to coder form ] [ Generate design report ] [ Sort by: ” Labeled primer strand/3' Loc v|
D-LUX™ Designer found 30 LUX primer sets.
2 A r r Splicing
5 H
- dd to O de Select|No. | Pimer name Strand :cm Sequence Exon :ir::ur:t Guuality
1]2{3]4]
NM_079361.2_353RL R 353 cggtcCAGCTCCTTAAAGCTAATGACEG 3
1 67 WO XX XX
NM_079%361.2_353RL/333FU F 333 GLGATCATACGGAGGTGLTG
NM_079361.2 353RL R 353 cggtcCAGCTCCTTAAAGCTAATGACSG 3
| (=] O XX KX
NM_079361.2_353RLI332FU F 332 GGCGATCATACGGAGGTGCT 3
NK_079361.2 287RL R 287 cogatACGGTACGTTGGCAAATCCG 2
. FiN B a1 O XX X
1_ CIle here to NM_079361.2_28TRLIZ51FU  F 251 GTATGGAGCCACCCGTGBAGT 2
select the best i NM_079361.2_287RL R 287 cqgatACGGTACGTTGGCAAATCEG 2 RERE
primer set NM_079381.2_287RL/251FUa F 251 TATGGAGCCACCCGTGGAGT 2
NM_079361.2 287RL R 287 cogatACGGTACGTTGGCAAATCEG 2 1
FlN s a1 ol xx x
NM_079361.2_287TRL250FU F 250 GTATGGAGCCACCCGTGGAG
NM_079361.2_353RL R 353 cggtcCAGCTCCTTAAAGCTAATGACEG 3 ;
| T YT X X
NM_079361.2 353RL329FUb F 329 ATGGGLGATCATACGGAGGT 2.3
NM_079361.2_568FL F 558 cggoAAGGAGAACTTITACCCAGCEG 3 :
D 7 T3 AT X X X X
NM_079361.2 588FLA00RLU R 600 GATGAGGLCGAGATCCTTGTGE 4
NM_079361.2_588FL F 558 cggoAAGGAGAACTTTTACCCAGCEG 3 ]
1 = a3 Yoo XX XX
NM_079361.2 S588FLMA04RU R 604 TTAGCGATGAGGLGAGATCCTT 4
NM_079361.2_588FL F 558 cggoAAGGAGAACTTITACCCAGCeG 3 i
Fli 8 34 FRAONT XX XX
NM_079361.2_588FLMBOSRU R 605 TTTAGCGATGAGGCGAGATCCT 4
NM_07%361 2_695RL R 698 cggeCCTTAAACTGCTCGATGCeG 4 ;
[P T (20 109 WO XX XX
NM_079361.2_696RLM3ZFU F 532 TCGCCTCATCGCTALATCTCAG 4 e

€D Tnternet Fo00% v
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P D-LUX™ Primer Order HELP

= D-LUX™ Designer

Customer Humber:” Contact Hame/Address:

‘Re-arder LIIE™ Prirners

Guote Humber: Contact Phone Humber:'

D-LU%™ Assay Search

LUX™ Primer Services Contract Humber: Contact Email Address:”

| |
| |
Purchase Order Humber:® | | Contact Fax Humber:"
| |
| |

*
Release Humber: Researcher Hame:

Plate or Tube:’

gqPCR Reagents

iPath™ .
: Required field
You can send yvour LUX primer Orders to Invitrogen by clicking "Send order™ button. You ¢can also download the
order form by clicking "Download order” button and send it by email {genomicordersi@invitrogen.comy) later,
Buy Primer name Type Sequence Dryre: Scale
Cli ciq: [] |m_078361 2_267RL | Labeled cogstACGGTACGTTGGCAAATCCG | FAM v | | s0mmoles v
A
[] Mm_079361 2_267RLESTFU | Unisbeled GTATGGAGCCACCCOTGGAGT

Hote:

Choose

Choose dye
y amount

»

Dane orf.invitrogen.com (<)

I p ¥ e |
iy Start a0 e ; rPaint ... ‘ogen D-LLE™ D,

Print out this page and attach it to your lab writeup



