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FH AL MSP 160 S2I0 3 45

1 SEIG A3 b B A
1.1 SR A4
ey S S
& A A R AR B O AL DragonLab D3024R
PCR 1% AERR QB AR PR A 7 %Mz BTC811
ESRIY S BT Labotery ZQPW-70
R 7K 2B IR B TR AR e NE GHP-9050 %
s TG iNEiEreN SW-CJ-1FD
IR A Servicebio FW-600
BB R4t FHEREERHAIR 27 Tanon-1600R
Pt AL Al 7K A H 5w R A A A FBZ2001-up-p
+ U fE IR WM BLREAES A PR 7] K20
| UK B SIMAG SPR80
I G BT Thermo NanoDrop2000
B RO Servicebio MC-700
R 234X Servicebio MV-100
e AR 2 2T B A Servicebio KZ-III-F
1.2 Bl AR
B ES )
2NN/ RE R ZH DNA SR & Servicebio G3633
i DNA 2646 [t & Servicebio G3631
pPSWE-Topo Zero Cloning Kit Servicebio G3022
2xTaq PCR Master Mix Servicebio G3302
A LB BRI RE (Agarose) Servicebio G5056
GN100bp DNA Ladder 11 Servicebio G3366
L5ml 2048 (R CH Servicebio EP-150-J
SerRed %2 Gl Servicebio G3606
Recombinant Proteinase K Servicebio G1234
AR BT 0 Servicebio G2015
50*TAE Servicebio G3001
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10xTE (pH 8.0) Servicebio G3003
6x DNA Loading Buffer Servicebio G3011
LB A TRAE () Servicebio G3102
Water Nuclease-Free Servicebio G4700
Methylation-Gold Kit ZYMO D5005
TR 2.0 [ 255 B A G A PR A 7 10009218
5774 [ 25 5 Pk =2 i A BR A 7 80109218

2 SERPRE
2.1 HEEFEH DNA $2E
2.1. 1 A FEAF R

a) L 50-100 pL EAZL g4 CEHidet) , BT 1.5 mL B0E Y, MR Buffer
GA % 200 pL, fERIRIEIRG S IEIR S, BAEHATH 3 0 (R WRAEHEERER
M, FEFEMTMA 3 FERLARBHER (EFEE, BRXS: G2015) EHifERS,
FERME 5 min, HEEEHEES LK, 1,000 rpm B 5 min, FABBRBRBRERF L
®, BETBEYEYTIE, A 200 uL ¥ Buffer GA, FHiRERY BIREIRS, #E
HATE 3 B
b) HL 5-20 pL A% A4 M4 1L CEPisERD , BT 1.5 mL 208, FMINER Buffer GA
%200 uL, fFHIRTEIRG AR GRS, HEMHATH 3 &
¢) B 10%-107 40283, BT 1.5 mL E.0EH, 1,000 rpm &0 5 min, FHBEERRR
st Fid
d) L 2-30 mg MBNYH L (D)2 KRG EIALD , BT 1.5 mL BOET,
FHBY ISR e BT e b, 0T — L6 i b U Al 1) 2H 23t 7] DA REAT VBRI
2.1.2. A EOE N 200 pL FWR Buffer GA, 15 FH IR HER 17 s B2 FE 5 s
2.1.3. [ EOE NN 20 ul ¥A¥ Proteinase K Stock Solution, 56°CH & 30-60 min (4F
10 min WAHEIRSD BRI BT DLUE S KRR I GERR: WA RADR LR 1
Fedh, 2 PEERIEFAE WL
2.1.4. A0 N 200 pL ¥ Buffer GB, 787> b R Eif21E 2] 6-8 X, 70°CHE 10 min,

N AR = (ER: IMAZ MR GB Bl Re =4 A AU, — B 70°CHUE I 2 7H 2k,
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AR R AR SE . WK ARG 7, VAR AR, FTRE S EHEHE DNA &b fifE
HUH ) DNA A4l
2.1.5. [ EOE M 200 pL JoK ZBE, InTiEdRZ IR AT 15 sec, # A2 A UE, 1 10,000
g B0 S min, WCERM BIERER ZHMEOE T, HRREANERBIE: &= EFTIE,
W BT T — 2
2.1.6. W FHE LER RNA, FESE a) 3 b)

a) [ EOE I S0pL RNase A (B H&, HFXS: G3405) , WITH 5 H K

# 5 min;
b) 55 12 ARG B, MBSO TN 1pL RNase A (B A%, HES:
G3405) , WATHA)fE I EL 37°CHLE 5-30 min RIHAT;
2.1.7. %W fft AL (Bind DNA Mini Columns) B A& (Collection Tubes) H1, [A] AL
N _E— A4, 10,000 g B> 30 sec, (R4, F5 W BEAT: i [ml Wi S 48 o
2.1.8. MR AE NN 500 pL ¥ Buffer PD, 10,000 g B0 1 min, {3355 82585 i R WL,
N ON I S=Eh
2.1.9. AW AL N 600 uL #¥K Buffer PW ({8 F
10,000 g B0 1 min, {RIUSCERE B0 KR AR ONUSCER B rf (TR : SR [BI U ) DNA
ST ERBUR K S5, fIinEE )k PCR 48, @Y Buffer PW JIAJ5## & 2-5 min FF &0
2.1.10. EEHRIELIR 9,
2.1 11 B B SR A, 10,000 g B4t 2 min, JREFRER MR KR EHE T
FIRME S min B#H 37°CREFRAME 3 min, WREIT ER: VKD ZEER5R 25 m
JESEMIEE ). PCR S55850)

2112 F R AR TN — TR B O 1 R B o g e T 7 B & 2B AN 50-100pL ¥
Elution Buffer 5} ddH,O (60-65°CTii# Elution Buffer 5% ddH.O J& H-f# FHRUR E ), =il
B 2 min, 10,000 g B0 2 min, YT DNA B GER: PEBOBIERRR DT 50 uL,
R D 2R [N 0% . T H e DNA [ [EISCR:, ) 850045 30 1R 94 V033 I [3] 25 0
WP AR, ZEIEE 2 min, 10,000 g 5540 2 min, CKF DNA VRSB0t . BRI T
pH {E TP it e A oK e, S pH EAE 7.0-8.5 YR A, pH EAK T 7.0 2 BRR PR AR
DNA FEYRARAFLE-20°C, LLBT DNA F&f#D .

2.2 EUHERELA T DNA
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2.2.1 BL 20 pL £ R ZH DNA (500 pg—1pg) FEfhF PCREH, BN 130 pL CT %4351,
TGRS

2.2.2 % PCR &SN PCR 1%, 98°C, 10 min; 64°C, 2.5h; 4°C, Jil# 20 h.

2.2.3 A 600 uL M-Binding 2% /¥ 2!] Zymo-Spin W B FF A, 8 B A Il S 4R

224 % 2) FIIRESINE] 3) HF ) Zymo-Spin MR AT E, EUETES].

22512000 g B0> 30 #b, (BIBEPRIR, A4 BB AT S Im U AR o

2.2.6 [AIMRFfHAE I 100 pL M-Wash 28098 (EIIANTE/K ZEE), 12000 g 250 30 75, {84+
JR, Vo TR B A 7 e S B A

2.2.7 WA A NN 200 pL M-Desulphonation Z& /1, =& H 15-20 min, 12000 g 550>
30 Fp, (IR, BT AR R A

2.2.8 [ FAEH I 200 pL M-Wash Z20, 12000 g 550> 30 £, flHER. EE—IX.
2.2.9 I AT N — AN T4 R B0 T PR B IBE F o ] 0467 8 2% V% 0 20 pl M-Elution 2%
M, EIRCE S B, 12000 g B0 30 B, RIEIEERIE L E .

2.3 PCR 1§

23.1 5 0.2ml PCR &, ROl an N R BAR R

2xTaq PCR Master Mix 25 uL

Forward Primer (10 M) 0.8 uL

Reverse Primer (10 pM) 0.8 uL

H R4 RS 4) 1.5 uL

Water Nuclease-Free Add to 50 uLb

2.32 PCR ¥4

WA 95°C, 5min
At 95°C, 30s “—
Bk 55°C, 30s | 40x 7R
JE A 72°C, 30s —l
KRB 72°C, 5min
B 16°C, 2min

2.4 BJk: 1xTAE, 2.0% agarose, 4V/cm
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Methylation-specific PCR(MSP) Lab Report

1 Laboratory Equipment and Reagents

1.1 Laboratory equipment

Equipment Manufacturers Model
Centrifuge DragonLab D3024R
PCR instrument EASTWIN ETCS811
Constant temperature oscillation ~ Changzhou Aohua Instrument Co., SHZ-82A
shaker Lid
Clean bench Suzhou Antai Air Tech Co., Ltd SW-CJ-1FD
Electrophoresis Servicebio FW-600

Gel imaging system

Standard Reagent Type Lab Ultra

pure Water Purifier

Tanon Science & Technology Co.,
Ltd.

Qingdao Fulum Technology Co.,
Ltd

Hangzhou Allsheng Instruments

Tanon-1600R

FBZ2001-up-p

Dry thermostat K20
Co.,Ltd
Changshou City shircore
Ice maker ) ) IMS-20
Electrical Appliance Co. Ltd.

Ultramicro spectrophotometer Thermo NanoDrop2000
Mini-centrifuge Servicebio MC-700
Vortex oscillator Servicebio MV-100

High-speed-microtherm
) Servicebio KZ-1II-F
Homogenizer
1.2 Reagents
Reagents Manufacturers Order
Servicebio Genomic DNA Kit Servicebio G3633
DNA Purification Kit Servicebio G3631
2xTaq PCR Master Mix Servicebio G3302
pSWE-Topo Zero Cloning Kit Servicebio G3022
2xFast Pfus PCR Master Mix Servicebio G3305
Agarose Servicebio G5056
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GN100bp DNA Ladder II Servicebio G3366
Centrifuge tube(1.5 mL) Servicebio EP-150-J
TIP Servicebio
Recombinant Proteinase K Servicebio G1234
Red Blood Cell Lysis Buffer Servicebio G2015
50*TAE Servicebio G3001
10xTE (pH 8.0) Servicebio G3003
6x DNA Loading Buffer Servicebio G3011
SerRed Servicebio G3606
Luria-Bertani Liquid Medium Servicebio G3102
(Powder)
Water Nuclease-Free Servicebio G4700
Methylation-Gold Kit ZYMO D5005
Ethanol absolute Sinopharm Group Chemical Reagent Co., 10009218
Ltd.
Isopropyl alcohol Sinopharm Group Chemical Reagent Co., 80109218
Ltd.
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2 Experimental Steps

2.1 Genomic DNA Extraction Experimental Steps

2.1 Samples preparation

2.1.1 For blood, please use 50-100 pL fresh, frozen or anticoagulantadding blood. If less than 200
uL, please make up with buffer GA to 200 pL.

2.1.2 If the sample is blood from poultry, birds, amphibians, of which red blood cells have
nucleolus, the amount should be reduced to 5-20 pL and adjust the volume to 200 pL with buffer
GA.

2.1.3 The adherent cells should be treated to cell suspension first, then centrifuge the cells for 5
min at 1,000 rpm, then discard the flow-through and re-suspend cell pellet in 200 puL buffer GA.
2.1.4 Animal tissue (2-30mg) should be treated to cell suspension first, then centrifuge the cells for
1 min at 12,000 rpm, then discard the flow-through and re-suspend cell pellet in 200 pL buffer
GA.

2.2 Add 20 pL Proteinase K Stock Solution, mix thoroughly by vortex. If the sample is tissue:
incubate at 56°C for 30-60 min until the tissue is completely lysed(mix thoroughly by vortex per
10 min).

2.3 Add 200 puL Buffer GB to the sample, mix thoroughly for 6-8 times, and incubate at 70°C for
10 min to yield a homogeneous solution. Briefly centrifuge the 1.5 ml microcentrifuge tube to
remove drops from the inside of the lid.

2.4 Add 200 pL ethanol to the sample, and mix thoroughly by vortex for 15 s. A white precipitate
may form on addition of ethanol. Briefly centrifuge the 1.5 ml microcentrifuge tube to remove
drops from the inside of the lid.

2.5 Pipet the mixture from step 4 into the Bind DNA Mini Columns (in a 2 ml collection tube) and
centrifuge at 10000g for 30 s. Discard flow-through and place the spin column into the collection
tube.

2.6 Add 500 pL Buffer PD to Bind DNA Mini Columns, and centrifuge at 10000g for 1 min , then
discard the flow-through and place the spin column into the collection tube.

2.7 Add 600 pL Buffer PW (Ensure ethanol has been added) to Bind DNA Mini Columns, and
centrifuge at 10000g for 1 min. Discard the flow-through and place the spin column into the
collection tube.

2.8 Repeat Step 7.

2.9 Centrifuge at 10000g for 2 min to dry the membrane completely. Note: The residual ethanol of
buffer PW may have some effection in downstream application.

2.10. Place the Bind DNA Mini Column in a new clean 1.5 ml microcentrifuge tube, and pipet
50-100 pL Elution Buffer or ddH;O directly to the center of the membrane. Incubate at room
temperature (15-25°C) for 2-5 min, and then centrifuge for 2 min at 10000g..
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2.2 Bisulfite Treatment of DNA

2.2.1 Add 130 uL of the CT Conversion Reagent to 20 puL of your DNA sample in a PCR tube. If

the volume of the DNA sample is less than 20 uL, make up the difference with water. Mix the
sample by flicking the tube or pipetting the sample up and down, then centrifuge the liquid to the
bottom of the tube.
2.2.2 Place the sample tube in a thermal cycler and perform the following steps*:

1. 98°C for 10 minutes

2. 64°C for 2.5 hours

3. 4°C storage up to 20 hours.
2.2.3 Add 600 uL of M-Binding Buffer to a Zymo-Spin™ IC Column and place the column into a
provided Collection Tube.
2.2.4 Load the sample (from Step 2) into the Zymo-Spin™ IC Column containing the MBinding
Buffer. Close the cap and mix by inverting the column several times.
2.2.5 Centrifuge at full speed (>10,000 x g) for 30 seconds. Discard the flow-through.
2.2.6 Add 100 uL of M-Wash Buffer to the column. Centrifuge at full speed for 30 seconds.
2.2.7 Add 200 uL of M-Desulphonation Buffer to the column and let stand at room temperature
(20-30°C) for 15-20 minutes. After the incubation, centrifuge at full speed for 30 seconds.
2.2.8 Add 200 uL of M-Wash Buffer to the column. Centrifuge at full speed for 30 seconds. Add
another 200 pL of M-Wash Buffer and centrifuge for an additional 30 seconds.
2.2.9 Place the column into a 1.5 ml microcentrifuge tube. Add 10 pL of M-Elution Buffer directly
to the column matrix. Centrifuge for 30 seconds at full speed to elute the DNA.
2.3 PCR amplification
2.3.1 0.2ml PCR tube, 20ul PCR amplification system.

2xTaq PCR Master Mix 25

Forward Primer (10 M) 0.8

Reverse Primer (10 pM) 0.8

Template 1.5

Water Nuclease-Free Add to 50 uLb

2.3.2  PCR amplification

Pre-denaturation 95°C, Smin
Denaturation 95°C, 30s
Anealing 55°C, 30s 40xcycle
Extended 72°C, 30s
End extension 72°C, Smin

2.4 Electrophoresis: 1xXTAE, 2.0% agarose, 4V/cm

Hhptk: WIIEA TS X S B 388 SAEMIEZANESE C22 ¥k 5 # Mik: http://www. servicebio. cn
Aii%: 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

| el RO R AR R A

xxxxxxx Wuhan Servicebio Technology Co., Ltd.

Hhptk: WIIEA TS X S B 388 SAEMIEZANESE C22 ¥k 5 # Mik: http://www. servicebio. cn
Aii%: 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

	掌上离心机
	涡旋混匀仪
	高速低温组织研磨仪
	SerRed核酸染料
	G3606
	Recombinant Proteinase K
	G1234
	红细胞裂解液
	G2015
	G3001
	G3003
	G3011
	G3102
	Water Nuclease-Free
	Servicebio
	G4700
	Agarose 
	Servicebio
	G5056
	Centrifuge tube(1.5 mL)
	Servicebio
	EP-150-J
	TIP
	Servicebio
	Recombinant Proteinase K
	G1234
	Red Blood Cell Lysis Buffer
	Servicebio
	G2015
	Servicebio
	G3001
	G3003
	G3011
	Water Nuclease-Free
	Servicebio
	G4700
	Ethanol absolute
	Sinopharm Group Chemical Reagent Co., Ltd.
	10009218
	Isopropyl alcohol
	Sinopharm Group Chemical Reagent Co., Ltd.
	80109218

