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All In One Signal Pathway Detection

SYBR Green Real Time RT-PCR Super kit 2.0

1. This kit contains various enzymes required for first-strand cDNA

synthesis and for reverse- transcriptional Real Time RT-PCR

Various components, such as buffer and specific primers.

2. This product uses the total RNA extracted as the template, specifically

add the gDNA Remover,remove genomic DNA residues from RNA templates when

synthesizing the first strand of cDNA.The reverse-transcribed cDNA after

being dilute The reverse transcribed cDNA was diluted then can use 2

contained in this kit × SYBR green mix and specifically designed

fluorescent quantitative PCR detection primers for signal pathway target

genes were used for subsequent target gene expression detection and

analysis.Product characteristics: This kit high-specific quantitative

PCR amplification primers and internal reference primers containing all

JAK / Stat Signal Pathway target gene tests, Melting curve peaks of

all primer amplification products are specific single, single

electrophoretic bands.

This kit provides specially optimized reaction system and

amplification conditions that provide excellent detection specificity

and amplification efficiency, wide detection range, and are suitable for

the detection of high and low copy genes.

1. First-strand cDNA synthesis component:

1 * gDNA Remove specifically hydrolyzes the double-stranded DNA,

removing the genomic DNA along with reverse transcription, and

does not hydrolyze the single-strand DNA of cDNA

Component 10T 20T 50T

Oligo dT Primer (0.5 μg/μL) 10 μL 20 μL 50 μL

Random Primer (0.5 μg/μL) 10 μL 20 μL 50 μL

2×ZN RT Reaction Mix 100 μL 200 μL 500 μL

Script RT/RI znzyme Mix 10 μL 20 μL 50 μL

gDNA Remove1* 10 μL 20 μL 50 μL

DNase/RNase free ddH2O 250 μL 500 μL 2 mL
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2.PCR component:

1 * For low concentration corrected dye for Applied Biosystems 7500 / 7500 Fast Real

Time PCR System ， Agillent MX3000/3005P 。

2 * For high concentration corrected dye for Applied Biosystems 7000 / 7300 / 7700

/ 7900 / 7900 Fast / StepOnePlus Real-Time PCR System.

3 * ROX Reference II concentration is 50 times of I ,the following models that without

reflect system do not need to be added.

(CodeNo.TP950/TP970/TP980/TP990) Thermal Cycler Dice Real Time System Lite （Code

No.TP700/TP760）

Smart Cycler System/Smart Cycler II System （Cepheid ）

LightCycler96/480 System （Roche ）

CFX96 Real-Time PCR System (Bio-Rad) Note: Machines that do not need to add Rox,

this component is not provided in the kit.

3 、Pathway specific primers ：

Component 10T 20T 50T

2×SYBR Green Premix EX-Taq 2.5 mL 5 mL 12.5 mL

ROX Reference I （50×）1*
100 μL 200 μL 500 μL

ROX Reference II （50×）23* 100 μL 200 μL 500 μL

DNase/RNase free ddH2O 2 mL 4 mL 10 mL

Primers List 10T 20T 50T

1 Primer Mix 30 μL 60 μL 150 μL

2 Primer Mix 30 μL 60 μL 150 μL

3 Primer Mix 30 μL 60 μL 150 μL

4 Primer Mix 30 μL 60 μL 150 μL

5 Primer Mix 30 μL 60 μL 150 μL

6 Primer Mix 30 μL 60 μL 150 μL

7 Primer Mix 30 μL 60 μL 150 μL

GAPDH Primer Mix 30 μL 60 μL 150 μL
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1. Reverse transcription of the first-strand cDNA synthesis:

1* The recommended RNA reverse transcription is 2 to 3 μg, which enables efficient

reverse transcription of total RNA in a broad range of 50 ng-5 μg.

2* Oligo dT or Random Primer6 any one of two can be added, or 0.5 ~ 1μ L can also

be added to both components according to the actual situation .

3* Adjust the of DNase/RNase free ddH2O, make the final volume to 20 μL.

After mixing the above components, incubate in 42℃ water bath for 30 min

to obtain the first-strand cDNA,use the DNase / RNase free ddH2O to do

appropriate dilution (3 to 10 fold recommended for cDNA), follow up qPCR

reaction.

For the complex template RNA, it is recommended to include the template

RNA, reverse recording primers, and DNase / RNase free first ddH2O was

mixed first (8 μL), 65℃ heat shock for 5 min, then incubate on ice for

3 min, and centrifugation before additionRemdual hybrid system 12μL.

2. QPCR reaction system: 20 μL is recommended

Component Volume Comment

2×SYBR Green Premix EX-Taq 10 μL

Primer Mix1* 1 μL 10 μmol/L F/R

cDNA 2 μL

DNase/RNase free ddH2O2* 7 μL

Total Volume 20 μL

Component Volume Comment

Total RNA/mRNA1*
2-7 μL

（2~3μg ）
50 ng-5 μg

Oligo dT or Random Primer6(0.5 μg/μL)2* 1 μL You can choose one
to add

2×ZN RT Reaction Mix 10 μL

Script RT/RI znzyme Mix 1 μL

gDNA Remove 1 μL

DNase/RNase free ddH2O3* to 20 μL Adjust according the

Concentration of RNA

Total Volume 20 μL

http://www.sunlongbiotech.com|sales@sunlongbiotech.com|+86


www.sunlongbiotech.com | sales@sunlongbiotech.com | +86 571-56623320

1 * Primer Mix was an equal volume mixture of upstream primer F and downstream R

at a normal working concentration of 10 μM.

2 * If machine requires ROX then add 6.6 μL of DNase / RNase free ddH2O.

3. QPCR reaction conditions: the two-step method is recommended

QPCR stage Temperature Times Cycles

Preincubation 94 ℃ 30 s 1

Amplification1*

94 ℃ 5 s
4061 ℃2* 35 s3*

Melting

98 ℃ 10 s

1
65 ℃ 60 s

98 ℃ 10 s

1 * To ensure the specificity of PCR detection, this product recommends a 2- step

amplification.

2 * The temperature and time of annealing extension are set by the

characteristics of the target gene primers, please do not change at will.

1. RNase contamination shall be avoided during reverse transcription, and

all centrifuge tubes and suction heads should be RNase-free.

2. Use a high-quality RNA template as far as possible. In order to improve

the quality of late detection, the amount of reverse recording RNA should

be not less than 500 ng, and 2~3 μg is

recommended.

3. When the sample size of reverse transcription is relatively large, it

is recommended to prepare the mix samples except RNA template and

DNase/RNase free ddH2O , then divide into each sample.

4. Enzymes, buffer and various primers should avoid repeated freeze and

melting as far as possible. After melting, they should be thoroughly

mixed and then absorbed. When in use, all components should be operated

on the whole ice box.
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