qPCR Subtyping Primer Set
for NA of Avian Influenza

Code No. 6641 Size: 100 uleach

Conc.: 5X

Description :

This product is a primer set, which is designed based on nucleotide
sequence of Avian influenza virus NA (Neuraminidase) gene.

Using this set with PrimeScript™ RT reagent Kit (Perfect Real Time)
(Cat. #RR037A/B) and TB Green® Premix Ex Tag™ (Tli RNaseH Plus)

(Cat. #RR420A/B) *1 allows analytical determination for NA subtypes of
Avian influenza virus by RT-qPCR.*2

* 1 We have begun the process of changing the names for Takara Bio's
intercalator-based real-time PCR (qPCR) products to the “TB Green
series”. These products can be used the same way as before, as only
the names are changing. Catalog number and product performance
are unaffected by this transition.

* 2 There might be genes that could be difficult for this analytical
determination, although this product is optimized for many NA
subtypes.

Takara Bio received a license from the National Agriculture and Food
Research Organization, and commercialized this product.

Storage: -20°C

Subtypes for detection : N1~ N9
Target gene:

1-11. NA (Neuraminidase) gene
12. NP (Nucleoprotein) gene

Contents (for 25 reactions in each primer) :

Following 12 primer solutions (Forward & Reverse primer mix) are included.
(100 uleach)

Form: Solution in TE Buffer (10 mM Tris-HCl (pH 8.0), 0.1 mM ETDA)
N1 Subtype Eu/Am Lineage Primer

N2 Subtype Eu/Am Lineage Primer

N3 Subtype Eu/Am Lineage Primer

N4 Subtype Eu/Am Lineage Primer

N5 Subtype Eu/Am Lineage Primer

N6 Subtype Eu/Am Lineage Primer

N7 Subtype Eu/Am Lineage Primer

N8 Subtype Eu Lineage Primer

N8 Subtype Am Lineage Primer

10. N9 Subtype Eu Lineage Primer

11. N9 Subtype Am Lineage Primer

12. NP Eu/Am Lineage Primer

PN~ wWN =

0o

Eu: Eurasian lineage
Am: North American lineage
Eu/Am:  Eurasian lineage and North American lineage

Precautions before use:

This product is designed for detection of the target gene DNA, and
detects not only living virus but also inactivated virus.

The target gene may not be detected when there is mutation, deletion,
or insertion in the genomic sequences correspond with the primers.
(Takara Bio is not responsible for any actions taken as a result of analytical
determinations made with this product.)

Application example :

< Reverse transcription reaction >

+ Reagent : PrimeScript RT reagent Kit (Perfect Real Time)
+ Reaction mixture components :

5X PrimeScript Buffer (for Real Time) 2 ul
PrimeScript RT Enzyme Mix | 0.5 ul
Random 6 mers (100 u M) 0.5 ul
total RNA

RNase Free dH,0

Total 10 ul*3

* 3 500 ng of total RNA is the maximum amount for the reverse
transcription in 10 u | reaction mixture. It is possible to scale up
the reverse transcription reaction as required.

- Reaction condition for reverse transcription :

37°C  15min
85°C 5sec
4°C

< gPCR reaction >

+ Reagent : TB Green Premix Ex Taq (Tli RNaseH Plus)

+ Reaction mixture components :

The reaction mixture has to be prepared for each primer solution.

TB Green Premix Ex Taq (Tli RNaseH Plus) 10 ul
Primer 4 ul
RT reaction solution (cDNA) 1 ul
Sterile purified water 5 ul
Total 20 ul
+ qPCR condition: 95°C 30 sec
95°C  30sec
50°C  20sec :| 30 cycles
72°C 32sec

Dissociation curve analysis
Note : Addition of ROX Reference Dye is required in reaction mixture when
using real-time PCR instruments of Applied Biosystems. Please see
the instruction for TB Green Premix Ex Taq (Tli RNaseH Plus) for more
detail.

Examples for reaction result :
Reaction results (example) using each primer are shown on Takara Bio
web catalog.

Reference :
Tsukamoto K, Javier PC, Shishido M, Noguchi D, et al.
J Clin Microbiol. (2012) 50: 37-45.

TB Green is a registered tradmark of Takara Bio Inc.
PrimeScript and Premix Ex Taq are trademarks of Takara Bio Inc.

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6972 or from our website at www.takara-bio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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Takara Bio Inc. website : http://www.takara-bio.com
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