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Reagent Volume
cDNA 1 uL
Forward Primer (10 pM) 0.4 uL
Reverse Primer (10 pM) 0.4 uL
Taq SYBR Green qPCR Premix 10 pL
ddH->O To 20 puL
2) PCR #"#4
Stagel Tz Stage2 (50 MEIH) Stage3 CJafif £
94°C, 2min 94°C, 5s—58°C, 60°C—95°C, 10s FHiE
10s—72°C, 15s 0.5°C
4. HERAHE
AACT ¥
A=CT(HHJZER, FrFEA)- CT(NPREER, FrillFEAS)
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Real Time PCR Report

Experimental principle

Quantitative Real-time PCR is a method in which a fluorescent chemical is used to
measure the total amount of product after each PCR cycle in DNA amplification. A
method of quantitative analysis of a specific DNA sequence in a test sample by internal or

external parameters.
Laboratory equipment and reagents

Laboratory equipment

Equipment Manufacturers Model

Tissue Grinder Servicebio KZ-1

High speed refrigerated centrifuge Haier LX-165T2R

Real time PCR System ABI 7500

Clean bench BIOBASE BBS-DDC

Ultramicro spectrophotometer Canhelp Genomics Co., Ltd CANHELP-100
Zhiang Instrument (Shanghai) Co.,

Laboratory pure water system Lid Clever-S

Laboratory reagents

Reagents Manufacturers Catlog

RNA Extraction Hangzhou Haoke Biotechnology Co., Ltd HKR022

trichloromethane Sinopharm Chemical Reagent co., Ltd. 10006818
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Isopropyl alcohol Sinopharm Chemical Reagent co., Ltd. 80109218
Anhydrous ethanol Sinopharm Chemical Reagent co., Ltd. 10009218
All-in-One First-Strand cDNA

TRAN AE341
Synthesis SuperMix for gPCR
2X SYBR Green qPCR Master Mix APExBIO K1070

Experimental method

Isolate RNA

1) Take homogenate tube, add 1mL of Trizol Reagent, place on ice for pre-cooling.

2) Take 100mg tissue and add it to the homogenate tube.

3) The homogenizer fully grinds until no tissue blocks are visible.

4) Centrifuge at 12000rpm for 10min to take the supernatant.

5) Add 250uL trichloromethane, reverse the centrifuge tube for 15s, mix thoroughly, and
let stand for 3min.

6) Centrifuge at 13000rpm at 4°C for 15min.

7) Transfer the supernatant to the purification tube, add 1.2 times the volume of anhydrous
ethanol, and mix well.

8) Centrifuge at 12000rpm at 4°C for Smin, and purify the white precipitate on the tube
filter membrane as RNA.

9) Discard the liquid in the lower part of the purification tube, add 75% ethanol 650uL at
4°C, centrifuge at 12000rpm for Smin and wash.

10) Repeat washing 2-3 times.

11) Centrifuge at 12000rpm at 4°C for 5Smin, discard the residual liquid, place the
centrifuge tube on a super-clean table and blow for 3-5min.

12) Add 50puL of RNA-free water to dissolve RNA.
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13) Use an ultramicrospectrophotometer to detect RNA concentration and purity: After
blank zero adjustment of the instrument, take 2ul. RNA solution to be tested and put it on
the detection base, lower the sample arm, and use the software on the computer to start the
absorption value detection.

14) The RNA with excessive concentration is diluted in an appropriate proportion so that

its final concentration is 100-500 ng/pL.

First Strand cDNA Synthesis

1) Take a PCR tube and add a solution containing 1pg RNA.

2) Add 1pL dsDNASE and 1pL 10*dsDNase Buffer.

3) Fill with ribonuclease free deionized water to 10uL and mix well.

4) Incubate at 37°C for 2min on PCR apparatus to remove genomic DNA contamination.
dsDNAase was inactivated after incubation at 65°C for 2min.

5) Add 4uL All-in-One First-Strand Synthesis MasterMix.

6) Fill with ribonuclease free deionized water to 20uL and mix well.

7) Incubation at 50°C for 15min on the PCR apparatus, and then incubation at 85°C for

Smin to inactivate reverse transcriptase.

Preparation of PCR Master Mix

1) Take 0.2mL PCR tubes and prepare the reaction system as follows, with 3 tubes for

each retroproduct.

Reagent Volume
cDNA 1 uL
Forward Primer (10 pM) 0.4 uL
Reverse Primer (10 pM) 0.4 uL
Taq SYBR Green qPCR Premix 10 uL
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ddH>O To 20 uL
2) PCR amplification
Stagel predegeneration Stage2 (50cycles) Stage3 (Melt Curve)
94°C, 2min 94°C, 5s—58°C, 60°C—95°C

10s—72°C, 15s

Data analysis

AACT method:

A=CT(target gene, sample)- CT(internal standard gene, sample)
B=CT\(target gene, control)- CT(internal standard gene, control)
K=A-B

RNA Expression =2%
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