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a) {X 50-100 pL TAZZLANM 40 CEHikTD , BT 1.5 mL B.OE T, ¥R Buffer GA

2200 pL, fEFRIERY SHRIEIR S, HRMATHE 30 (R WRAHEERFRMA,

RGP 3 RFAROHRRER (B B&, HXS: G2015) FERS, ZEKES
min, RiEFEHERESLK, 1, 000 rpm B0 5 min, FRABRBBERFLEE, BTAHA
FEUTHE, PO 200 pL 5K Buffer GA, fEFRIERG BREIRS, EREHTEID)

b) B 520 uL A4 (EPETD , BT 1.5mL 808 F, FMNE R Buffer GA

%5200 pL, A R IEIR G 2R IEIR S, BT 3 25,

¢) 100107 4B, BT 1.5mL BEO0E S, 1, 000 rpm &0 5 min, A IRAZRER
ENRF

d) BX 2-30 mg MENMA L (DI ROORGERNHLZD , ET 1.5mL E0EY, H
BY JJ AT Bt BY e, T o b R ) 4 23t R DA AT R U I

2.1.2. [ RN 200 pL ¥R Buffer GA, i FH i e 4R 1% 4% 3524 0

2.1.3. A O I 20 pL ¥5¥ Proteinase K Stock Solution, 56°CH#$ & 30-60 min (%f

10 min JRHEVRS]) , BOEZARIIRIAT DUE 2 (KRR ] (R WA RMR AR
Fedt, 2 SBEREEMA LRI

2.1.4. [ B0 I 200 pL R Buffer GB, 784 L FEIERS] 6-8 I, 70°CHXE 10 min,
R NARIE R (ER: AR GB I Al e AR HEDTIE, — M 70°CI B <71 2%,
AR JE SR SE . WA ARG 7, VAR, TR SR DNA &/ Fif
HUH 1 DNA A4l

2.1.5. A EE TN 200 pL JoK 2B, iR iedRZ RS 15 sec, £ @A UIEE, N 10,
000 g B5.0» 5 min, YRR BIERER ZHIBOE T, HERREAERITE: H2%A
UUE, M BT R —25;

2.1.6. IR FHE LK RNA, FESE a) B b)

a) [ B 08 N S0pL RNase A (B F H &, HR'S: G3405), W5 5 H IRCE 5 min;
b) 2 12 P& WG PB4, M0 I 1uL RNase A (B H%&, HX5: G3405),
WRAT ¥950 5 3 JRER 37°CHUE. 5-30 min RIT]
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2.1.7. ¥ B4 (Bind DNA Mini Columns) B AUEER (Collection Tubes) H1, [A]WR 4%

TN _E—3B B4, 10, 000 g B 30 sec, (BRI F5 W B Bl Wi 86 4 v 5

2.1.8. [AW B AE NN 500 pL ¥§¥E Buffer PD, 10, 000 g 250> 1 min, {23504 (1) R
N ON I S=Eh

2.1.9. AW AL N 600 pL ¥ Buffer PW (fi
000 g 50> 1 min, {EIFICERE PR, BRSNS - QER: R =¥ DNA
T BUR MR, BlAnREY)E PCR 4%, #21X Buffer PW IS ## & 2-5 min FEE0)

2.1.10. EEHRIELIR 9,

2. L1 R B ONCEE & R, 10, 000 g 250 2 min, SR EFR TR I IR A E

FRILHCE 5 min 80 37°CEFRMCE 3 min, BUERT GEE: S 2B E S
WA J5 22 EEY) . PCR Z55250) 5

2112 IR AR TN — TP B O 1 R B o g e ) 7 B & 2B AN 50-100pL ¥
Elution Buffer 5} ddH,O (60-65°CTi# Elution Buffer 5% ddH.O J& F-f# FHRUR E ), =il
JE 2 min, 10, 000 g B0 2 min, YA DNA FR GER: WEBIRIERA N 2T 50 uL,
R D 2R [N 0% . T e DNA [ [EICR:, ) 850045 30 AR 94 V033 I [3] 250
WP AL, IECE 2 min, 10, 000 g B0 2 min, ¥ DNA #RICERIB O . el
(1) pH B TS Bt R A R, 3L pH {H7E 7.0-8.5 JElE N, pH {EAKT 7.0 S FEARBEML KL
K DNA FEPIRARAFTE-20°C, LAB7 DNA B .

22PCR 1
2.2.1 PCR fk %:
2 x Fast Pfus PCR Master Mix 25 uL
Forward Primer (10 uM) 1 ulL
Reverse Primer (10 pM) 1 uL
AR 1.5 uL
Water Nuclease-Free Add to 50 uL
2.2.2 PCR § 27 BLE
TAZ 98°C, 2min
etk 98°C, 20s “—
Bk 55°C, 20s | 30425
TEA 72°C, 10s —l
KB 72°C, 5min
B I 16°C, 2min
2.3 ZR R PR BRIRE B Uk

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

| e WU REYBIR R~

xxxxxxx Wuhan Servicebio Technology Co., Ltd.

2.3.1 i 3%BRARPEREEOR . PRI 1.5 g BRIV B THERM T, I 50 mL IxTAE, )
INAGE B B AR, BB,

2.3.2 il RFEEEIR R MRS, BT, TBONHIRERRE, 7 [ A B AR IR . ¥
R SRR B Tk, K 213 65°C A B IR BB BN IR T, IRz 18 e T,
BRI AR SR, FiR N EE S ek E, TR T, R R B
NHIKFE, I IXTAE KGR %8 B S R T M ik

233 nFE: fEAFER LR 6: 1 MELBIVES) DNA £ 5 il 6xLoading Buffer. F 10 ul £k
a3 A RE S AL IR L)AL o BRI TE —ANFE A, S — ARk, PABTTS 4y, IneEn
)Rl SR L) R P T

2.3.4 Hiyk: WEHIE 60-100V, BF1E] 30-45min. (VE: FE S H U (B8 €)1 IE AR (L0 t0) )5 1)
#3) MR IS BIRE B R FVRZ) Lom bR, 45 1k LK.

2.3.5 WA ERIMT TUE, KRB SUE R S IRIRAE .
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PCR amplification and Agarose Gel Electrophoresis

1. Laboratory Equipment and Reagents

1.1 Laboratory equipment

Equipment

Centrifuge
PCR instrument

Constant temperature oscillation
shaker
Clean bench

Electrophoresis

Gel imaging system

Manufacturers

DragonLab

Beijing Dongsheng Innovation
Biotechnology Co., Ltd.

Changzhou Aohua Instrument
Co., Ltd
Suzhou Antai Air Tech Co., Ltd
Servicebio

Tanon Science & Technology Co.,

Model
D3024R

ETCS811

SHZ-82A

SW-CJ-1FD
FW-600

Tanon-1600R

Ltd.
Standard reagent type pure water  Qingdao Fulum Technology Co., FBZ2001-up-p
meter Ltd
Ultramicro spectrophotometer Thermo NanoDrop2000
1.2 Reagents
Reagents Manufacturers Order
Servicebio Genomic DNA Kit Servicebio G3633
2xFast Pfus PCR Master Mix Servicebio G3305
2xFast Pfus PCR Master Mix Servicebio G3305
Agarose Servicebio G5056
GN100bp DNA Ladder I Servicebio G3366
Centrifuge tube(1.5 mL) Servicebio EP-150-]
TIP Servicebio
Recombinant Proteinase K Servicebio G1234
Red Blood Cell Lysis Buffer Servicebio G2015
50*TAE Servicebio G3001
6% DNA Loading Buffer Servicebio G3011
SerRed Servicebio G3606
Water Nuclease-Free Servicebio G4700

Ethanol absolute

Sinopharm Group Chemical Reagent Co., Ltd.

10009218
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Isopropyl alcohol Sinopharm Group Chemical Reagent Co., Ltd. 80109218

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 uL 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 uL 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.
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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.

2.2 PCR amplification
2.2.1 0.2mLPCR tube, 20ul pcr amplification system.
2xFast Pfus PCR Master Mix 25 uL
Forward Primer (10 uM) 1 uL
Reverse Primer (10 pM) 1 ulL
Template 2uL
Water Nuclease-Free Add to 50 uLb
2.2.2  PCR amplification
Pre-denaturation 98°C, 2min
Denaturation 98°C, 20s
Anealing 55°C, 20s 30xcycle
Extension 72°C, 10s
End extension 72°C, Smin

3. Agarose gel electrophoresis:

3.1 Melt 3g agarose in 100 mL of 1X TAE in the microwave until all agarose is dissolved and
there are no stringy pieces. Cool the liquid under cold running water for 10-15 seconds or allow to
cool by letting it sit at RT until it is not too hot to hold. Add a very small amount of SerRed (1ul
per 20mLis sufficient). You can do this simply by dipping the pipet tip into the stock solution
and then swirling this into the liquid agar. SerRed is used to visualize the DNA when viewed
under UV light.

3.2 Pour the gel into the gel mold held in place by the clamp, with the desired comb in place.
Allow the gel to dry for about 15 to 20 minutes.

3.3 Remove comb and transfer gel in gel mold to gel box with TAE buffer, making sure that the
gel is completely submerged (do not fill past max fill line).

3.4 Load the gel. Each sample needs loading buffer, which should be used at a ratio of 1: 6.
Loading buffer is used as a marker for migration rates and also to give the sample density so that it
sinks to the bottom of the well.

3.5 After all samples and ladder(s) have been loaded, place the lid on the gel box, make sure it
is plugged into the power, and turn the power on. Run it at about 92 volts for 30-45 minutes, or
until loading buffer bands are where you want them.

3.6 Check the gel when it is done using the Gel imaging system. If it's not spread out enough, run
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longer. Remember to turn off the power when you disconnect the lid from the box! Also, when
notinuse, please make sure the lid is on to minimize evaporation of buffer and to keep dust out.

When you have taken a picture or saved the image, throw the gel away in the trash.
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