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i PCR #1E PR

1 KB a3 Rkl

1.1 SEEG 2844
B % BE
& A A R AR B O L DragonLab D3024R
PCR 1% 6 RO VR A BR A 7 HMEJ ETCS11
BigTIES PIREIEZE S SW-CJ-1FD
LUK AX Servicebio FW-600
IR IR R G5 g REERHA PR A A Tanon-1600R
Pt AL Al 7K A H 5w R A R A A FBZ2001-up-p
1.2 F B SR R A
R I ®"s
I /20 /A 2R R 2H DNA $#2HUAfI & Tiangen Biotech(Beijing) CO.,.LTD DP304
R R Servicebio G5056
2xFast Pfus PCR Master Mix Servicebio G3305
ToK L ] 24 B A 22504 B A ) 10009218
Markerl DNA ladder Servicebio WGM1100
O Servicebio
TIP 3k Servicebio
5% Servicebio
2 SERPR
2.1 ZF 4 DNA $#2E

2.1.1 B A FE N B, 10000 g 250 1min, B8R _E3F, 0 300ul 237K GA, 1R 15
P, HIRE S 758

EONRIFAIM, RGN RRYTTE, AONNGEELI, SRk IR, FH PBS i, JREGVHAL,
PBS ¥t—if, WCHEAMMRSTEE, A 300 ul GA, #RE% 15s, EIEAE Smin;
FENMLT, B 200 wl 3B 0 i s

2.1.2 7N 30 pl B B K R, TS

2.1.3 JIN 300 pl 290 GB, Fe4r {81V 2), 70°CTHE 10 208, fai%H 20 LA BRAT 56 PN A
RI7K ko

2.1.4 NN 300 pl /K LB, FeoriRIRE] 15 Fb, 1% B0 DL BRET 56 P9 BE A 7K Ek

2.1.5 ¥ b — DS I AN 2R DTE AN — AN BHAE CB3 rh O B A N SCSEE H), 12000
g B0 30 Bb, IR, PR AE CB3 SRR E .
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2.1.6 [FWLBHAE CB3 F1hn 500 ul 23 GD (B IIATE/K 2, 12000 g B0 30 £, {344
SR B AE CB3 JRUml s

2.1.7 W AR CB3 Fhn 700 ul EEH I PW (EINAT/K ZEE), 12000 g B0 30 #, {344
SR B AE CB3 JRUml s

2.1.8 M FH#E CB3 A in A 500 wl EE5E PW, 12000 g 250 30 F2, {5148 R -

2.1.9 W AT CB3 EIAR E 1, 12000 g B0 2 4381, RIB0EWR, =iRSCE 10 508, D
AR PR B AR B % PR R

2.1.10 WL AR CB3 N — T B0 v, Irg W BRI (% m B) A7 2338 I 50 pl TE
i, =URCE 5 %k, 12000 g B0 2 S8l G ERIE RO .

2,111 H B OSBRI R E IR AL CB3 b, SEIRTSCE 2 08, 12000 g 5500 2 05,
RSB L E .

2.2 PCR §#

2.2.1 PCR & % :

2 x Fast Pfus PCR Master Mix 25ul

Forward Primer (10 uM) 1l

Reverse Primer (10 uM) 1wl

BEAR Variable

ddH20 Add to 50uL

2.2.2 PCR ¥ L7 €

A 1k 98°C, 2min

etk 98°C, 20s “—
Bk 55°C, 20s | 30x 3R
AEA 72°C, 10s —l
KB 72°C, 5min

PR 16°C, 2min

2.3 ZR R PR BRIRE L Uk

2.3.1 #ill & 3% NEWEREN AREL 1.5 ¢ BRIRKE B T HETE M A, 0N 50ml IxTAE i H 81 $11/MEAE.
T I 6 3 IR BB A Al Ak, 32 51, BV 3.0%35 i #i 6 Fc vR.

2.3.2 JRIR ] % - E FL KR PR PR L 3 A R o) Sl ) 55 45 B JBON A R BB B i L 3% Y Je
o K I FE A 5 P R T iy T 5 U TR OB R R B T KA B IR T R A B AR T
A ENV R 65°C e A7 I B IR HE % RS VTR 50 /I Lo MBI N P9 RS BB B AR b A58 Js YR 221 Fe I, T 31 A
BEARR R T B35 A1 5 2 iR e B L v i e A [, 3 B AR RO T, B e 4 R %
PR TN L PR e RN 1XTAE B K22 i 28 i e A 1.

2.3.3 JINFEAE SRR 8L parafilm IR & DNA B 5L AN FARERZR R, RS i i) e AR R A 5L
RN T 1XH 10 ul TR RS IR 73 APRERE o0 N AR FRTARE it /DN P 0 56—/ il v B 46
—ANIRE Sk, AR 5 G4, DRE B 270 Al A 5t FL B EBL P 8 g T3 78 R i 22 23 IR %) It
7).
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2.3.4 HAPKINRE 5 BB AR AL RV FELEAT LUK, LT 60-100 VI i FT 7B (P £20) 1) IE AR (2L €1)
77 160 K8 By L T v, B I 6 R PR A 25K 70 T 3 ] A 24 1R Py W % 2 38 R B IR AR R 4T Tem
AL 1B LK.

2.3.5 UK Ja B BERS FH & A 0.5 ug/ml HIIRAL O4E 1XTAE 5% (44 20 min, Ff G 7K
3% 10 min.

2.3.6 MMM AEE AMT T IS DNA A28 M2 7R HY 2L 56 2% R B % R G4 IR AR
17 o
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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
TIANamp Genomic DNA Kit Tiangen Biotech(Beijing) CO.,.LTD DP304
2xFast Pfus PCR Master Mix Servicebio G3305
Agarose Servicebio G5056
50*TAE Servicebio G3001
Markerl DNA ladder Servicebio WGM1100
Anhydrous ethanol Sinopharm Group Chemical Reagent Co., 10009218
Ltd.
Centrifuge tube Servicebio
TIP Servicebio
Primer Servicebio

2 Experimental steps

2.1 Genomic DNA Extraction Experimental steps

2.1.1 Samples preparation

2.1.1.1 For blood, please use 200 pl fresh, frozen or anticoagulantadding blood. If less than 200 pl,

please make up with buffer GA to 200 pl.

2.1.1.2 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
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GA.
2.1.1.3 The adherent cells should be treated to cell suspension first, then centrifuge the cells for 1
min at 10,000 rpm (~11,200 x g), then discard the flow-through and re-suspend cell pellet in 200
ul buffer GA.
2.1.1.4 Animal tissue (spleen<<10mg) should be treated to cell suspension first, then centrifuge the
cells for 1 min at 10,000 rpm (~11,200 x g), then discard the flow-through and re-suspend cell
pellet in 200 pl buffer GA.
2.1.2 Add 20 pl Proteinase K, mix thoroughly by vortex. If the sample is tissue: incubate at 56°C
until the tissue is completely lysed.
2.1.3 Add 200 pl Buffer GB to the sample, mix thoroughly by vortex, 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.
2.1.4 Add 200 pl ethanol (96-100%) 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.
2.1.5 Pipet the mixture from step 4 into the Spin Column CB3 (in a 2 ml collection tube) and
centrifuge at 12,000 rpm (~13,400 x g) for 30 s. Discard flow-through and place the spin column
into the collection tube.
2.1.6 Add 500 pl Buffer GD (Ensure ethanol (96-100%) has been added) to Spin Column CB3,
and centrifuge at 12,000 rpm (~13,400 x g) for 30 s, then discard the flow-through and place the
spin column into the collection tube.
2.1.7 Add 600 pl Buffer PW (Ensure ethanol (96-100%) has been added) to Spin Column CB3,
and centrifuge at 12,000 rpm (~13,400 x g) for 30 s. Discard the flow-through and place the spin
column into the collection tube.
2.1.8 Repeat Step 7.
2.1.9 Centrifuge at 12,000 rpm (~13,400 x g) for 2 min to dry the membrane completely. Note:
The residual ethanol of buffer PW may have some affection in downstream application
2.1.10 Place the Spin Column CB3 in a new clean 1.5 ml microcentrifuge tube, and pipet 50-200
ul Buffer TE 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 12,000 rpm (~13,400 x g).
2.2 PCR amplification
2.2.1 0.2ml PCR tube, 20ul pcr amplification system.

2 x Fast Pfus PCR Master Mix 25ul

Forward Primer (10 uM) 1wl

Reverse Primer (10 uM) 1ul
Template Variable
ddH20 Add to 50 pL
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2.2.2  PCR amplification

Pre-denaturation 98°C, 2min
Denatured 98°C, 20s
Annealing 55°C, 20s 30xcycle
Extended 72°C, 10s
End extension 72°C, Smin

3 Agarose gel electrophoresis:

3.1 Melt 3g agarose in 100ml 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 ethidium
bromide (lul per 20ml is sufficient). You can do this simply by dipping the pipet tip into the
stock solution and then swirling this into the liquid agar. Ethidium bromide 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.
Immediately rinse the flask in RO water and place on drying rack. 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 TBE 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 powersource, and turn the powersource 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
longer. Remember to turn off the power when you disconnect the lid from the box! Also, when
not in use, 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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