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1 SEEQ AR+ Bl

1.1 SEB 2844 RFERE
R ES 15
& 2 R B T B O DragonLab D3024R
WG E & PCR X Bio-rad CFX Connect
i LEG DiREIEE S SW-CJ-1FD
R 7GR T Thermo NanoDrop2000
P ) B4 Al 7K A H 5w R IR A A FBZ2001-up-p
PCR [ MR Servicebio PCR-9601
TIP 3k Servicebio
O Servicebio

1.2 FEEK
A S "s
RNA 2B Servicebio G3013
=R [ 25 £ A1 b 2l AT R A+ 10006818
5 [ 25 £ A1 b 2l AT R A+ 80109218
ToK Ol [ 25 £ A1 b 2l AT R A+ 10009218
Water Nuclease-Free Servicebio G4700
RNA ¥ i Servicebio G3030
SweScript RT I First Strand cDNA Synthesis Kit ~ Servicebio G3330
2xSYBR Green qPCR Master Mix (None ROX)  Servicebio G3320

2 RNEE PCR LR SR

2.1 & RNA $3R  (Fa=L A5 0 B 2800 M H KB, L RNA Bif)

2.1.1 B 200pd M3, B 800ul [ RNA $2HGH, MO 1ul BISMSIER, R
2.1.2 i 250 pl =& fE, AU B0 15s, 7R S], #E 3min.

2.1.34°C F 12000rpm 20> 10min.

2.1.4 %% 400 pl HIEHBR—HEOE T, A 0.8 AT R AR, BER .
2.1.5-20°C JE 15mins

2.1.6 4°CF 12000rpm %5C» 10min, %K A GITER N RNA.

2.1.7 MR, AN 75% B2 1.5ml Pt .

2.1.8 4°C'F 12000rpm 50> Smin.
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2.1.9 REBURIE BR T4, 20 B S & _EIK 3min.

2.1.10 M 15ul RNA YA AR BE R RNA.

2.1.11 55°C %% & Smin.

2.1.12 {# ] Nanodrop 2000 F&l] RNA < J At . X282 AR E G H 2.5u1 531l RNA ¥
TATIEERE b, JRCRRE R, A HE b PR A R RO A AR

2.2 R¥ER (#84A PCR K501 # K [, & RNA HE)

2.2.1 Wik R PR R H] (HEFE 20 uL NAR R, WHESEAA &S G3330)

Component
5 x Reaction Buffer
Gene Specific Primer (2 uM)

Servicebio®RT Enzyme Mix

Volume
4 uL
1 uL

1 uL

Total RNA * 0.1 ng-5 pug /10 pg-0.5 pug
RNase free water Add to 20 uL
222 BRIESIFE O
223 WP E"

Temperature Time
25°C 5 min
42°C 30 min
85°C 5 sec

2.3 5ER PCR

2.3.1 L 0.2ml PCR &, BCHIATN RNARR, SRS YIECH] 3 % .
2xSYBR Green qPCR Master Mix (None ROX) 7.5 pL

F/R Primers (2.5uM) 1.5 uL
cDNA 2.0 uL
Water Nuclease-Free 4.0 uL
2.3.2 PCR ¥3
Stagel Stage2 (40 MEH) Stage3 CJAfEHIZ)
95°C, 30s Az 95°C, 15s AR 65°C—95°C

60°C, 30s iR /k/ZEAH IR 0.5°C, RE—RRNES

2.4 GRMHE
AACT ¥
A=CT(HWJEEE, FRMEEA)- CT(NFRIER, FRMFEA)
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B=CT(H fJF [, X HFEA)- CT(ARRIEL, X HEFEA)
K=A-B
RikMEH=2%
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Real Time PCR Report

1 Laboratory equipment and reagents

1.1 Laboratory equipment and consumable

Equipment Manufacturers Model

Centrifuge DragonLab D3024R

Real time PCR System Bio-rad CFX Connect

Clean bench Suzhou Antai Air Tech Co., Ltd SW-CJ-1FD

Ultramicro spectrophotometer Thermo NanoDrop2000

Standard Reagent Type Lab .

. Qingdao Fulum Technology Co., Ltd FBZ2001-up-p

Ultra pure Water Purifier

96-Well Reaction Plate(0.1mL)  Servicebio PCR-9601

Centrifuge tube Servicebio

TIP Servicebio

1.2 Reagents
Reagents Manufacturers Order
RNA Extraction Servicebio G3013
) Sinopharm Group Chemical Reagent

Trichloromethane 10006818
Co., Ltd.

) Sinopharm Group Chemical Reagent

iso-Propyl alcohol 80109218
Co., Ltd.
Sinopharm Group Chemical Reagent

Ethanol 10009218
Co., Ltd.

Water Nuclease-Free Servicebio G4700

Buffer that dissolves RNA Servicebio G3030

SweScript RT I First Strand cDNA Synthesis Kit ~ Servicebio G3330

2xSYBR Green qPCR Master Mix (None ROX)  Servicebio G3320

2 Protocol

2.1 Isolate RNA

2.1.1 Take 0.2 ml of serum, add 0.8 ml of RNA extraction and 1uL of External reference, gently
shake or blow with a pipette tip.

2.1.2 PHASE SEPERATION

Centrifuge the samples at 12000rpm for 10 min at 4°C to remove cell debris. Transfer the
supernatant to a new tube. Add 0.25 ml of chloroform per 1 ml of RNA extraction. Cap sample

tubes securely. Vortex samples vigorously for 15 seconds and incubate them at room
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temperature for 2 to 3 minutes. Centrifuge the samples at 12,000rpm for 10 minutes at 4°C.
Following centrifugation, the mixture separates into lower red, phenol-chloroform phase, an
interphase, and a colorless upper aqueous phase. RNA remains exclusively in the aqueous phase.
Transfer upper aqueous phase carefully without disturbing the interphase into fresh tube.

2.1.3 RNA PRECIPITATION

Precipitate the RNA from the aqueous phase by mixing with isopropyl alcohol. Use 0.5 ml of
isopropyl alcohol per 1 ml of RNA extraction used for the initial homogenization. Incubate
samples at -20°C for 15 minutes and centrifuge at 12,000rmp for 10 minutes at 4°C. The RNA
precipitate, often invisible before centrifugation, forms a gel-like pellet on the side and bottom of
the tube.

2.14 RNA WASH

Remove the supernatant completely. Wash the RNA pellet once with 75% ethanol, adding at
least 1 ml of 75% ethanol per 1 ml of RNA extraction used for the initial homogenization. Mix
the samples by vortexing and centrifuge at 12,000rmp for 10 minutes at 4 °C. Remove all
leftover ethanol.

2.1.5 REDISSOLVING RNA

Air-dry RNA pellet for 5-10 minutes. It is important not to let the RNA pellet dry completely as
this will greatly decrease its solubility. Dissolve RNA in DEPC-treated water by passing
solution a few times through a pipette tip.

2.1.6 SPECTROPHOTOMETRIC ANALYSIS

Take OD at 260 nm and 280 nm to determine sample concentration and purity. The A260/A280
ratio should be above 1.8.

2.2 First Strand cDNA Synthesis

After thawing, mix and briefly centrifuge the components of the kit. Store on ice.

2.2.1 Add the following reagents into a sterile, nuclease-free tube on ice in the indicated order:
Template RNA 2png , gene-specific primer 1 pL , 5X Reaction Buffer 4 uL , Servicebio® RT
Enzyme Mix? 1 uL, Water, nuclease-free to 20 puL , Total volume 20 pL

2.2.2  Optional. If the RNA template is GC-rich or contains secondary structures, mix gently,
centrifuge briefly and incubate at 65°C for 5 min. Chill on ice, spin down and place the vial back
on ice.

2.2.3  Mix gently and centrifuge briefly.

2.2.4 Incubate for 5 min at 25°C ,30 min at 42°C.

Note. For GC-rich RNA templates the reaction temperature can be increased up to 50°C.

2.2.5 Terminate the reaction by heating at 85°C for 5 seconds.

2.3 Preparation of PCR Master Mix
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2.3.1 For each 15uL reaction, prepare the following reation mix:

2xSYBR Green qPCR Master Mix (None ROX) 7.5 pL

F/R Primers (2.5uM) 1.5 uL
cDNA 2.0 uL
Water Nuclease-Free 4.0 uL
2.3.2 PCR amplification
Stagel Stage2 (40 cycles) Stage3 (Melt Curve)
95°C, 30s 95°C, 15s  Denaturation 65°C—95°C
Pre-denaturation 60°C, 30s  Anealing/Extension

2.4 the results of processing

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°K

Huhk: WIA6A RO EH X EH 5 388 SAEMIE A NE A C22 ¥k 5 % WIdk: http://www. servicebio. cn
BiE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com/

