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1.1 L0 A3 44
AR S S
& 3 E A R R R B O L DragonLab D3024R
PCR 1% AEHCR RSB AR IR A 7 M ETC811
IRR G IR Labotery ZQPW-70
B 7K 2B I s R A SR GHP-9050 %
i TR TR LR SW-CJ-1FD
HLKAX Servicebio FW-600
DA SR FHERERAHR AR Tanon-1600R
iR R A Al 7K A TH 5w R A A A FBZ2001-up-p
+ U fE IR BUMI BLRAL SR A PR A 7] K20
i UKL SIMAG SPR80
R B A e BT Thermo NanoDrop2000
B RO Servicebio MC-700
TR 234X Servicebio MV-100
ey A A A 2R P A Servicebio KZ-III-F
1.2 EE LR K FEM
%] I s
PV ARN/ MBI AT 4 DNA SRBGR & Servicebio G3633
i F Y DNA 24 RSt & Servicebio G3631
pSWE-Topo Zero Cloning Kit Servicebio G3022
2xTaq PCR Master Mix Servicebio G3302
2xFast Pfus PCR Master Mix Servicebio G3305
AR B B PE (Agarose) Servicebio G5056
GN100bp DNA Ladder II Servicebio G3366
L5mL B0 CoRHE) Servicebio EP-150-J
SerRed 1% & ZL k) Servicebio G3606
Recombinant Proteinase K Servicebio G1234
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212 o SR AR Servicebio G2015
50*TAE Servicebio G3001
10xTE (pH 8.0) Servicebio G3003
6x DNA Loading Buffer Servicebio G3011
LB AR TR (T Servicebio G3102
Water Nuclease-Free Servicebio G4700
Methylation-Gold Kit ZYMO D5005
TR L [ 25 SR A A 2l A IR A 7D 10009218
SN [ 25 52 A1 Ak 2 AT BR A 7 80109218
2 SEWPER
2.1 HAZERFH DNA $#E

2.1. 1 b3 AR
a) B 50-100 pL CAZ A4 CEPEess) , BT 1.5 mL E0EH, *MnE R Buffer
GA % 200 pL, fEFHRIEIRG SR IEIR S, BB ATH 3 0 (R WRAHEE KEHR
MK, EFERFMA 3 EERLARBER (FFEE, BEXS: G2015) RS,
FRBE 5 min, YEAEHERSILK, 1,000 rpm ZL 5 min, FHBHEERRRRF L
B, ETAMABRIE, WA 200 pL % Buffer GA, {FHIRERY H#REES, BE
HATHE 3B
b) BX 5-20 uL ARZA M4 CEPukERD . BT 1.5 mL EO0E W, MR Buffer GA
%200 L, A FHRIEIR G AHIRIEIR ), BT 3 25,
¢) HL 10%-107 42, BT 1.5 mL B.0EH, 1,000 rpm &0 5 min, FHBRESRE
W s i
d) X 2-30 mg ENMALL (UIZME R ORI B IAL40) , BT 1.5 mL BOEd,
FHBY IR A e B e e, 0T~ — L6 i b U A 1 2H 23t ) LA T VR R

2.1.2. [ OE RN 200 pL ¥R Buffer GA, i FH i e 4R % 4% B B4R 0

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

10 min WRHERA]D , BAERAE I PDRE AT DOE 2 18 KRB 7] (JER: W A RAY) R AR 1

e, 2 SEEUEMAE R
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2.1.4. A0 NN 200 pL ¥ Buffer GB, 787> b R Eif2/1E 2] 6-8 X, 70°CH & 10 min,

VBTG e (PER: IINZZEITIR GB Bl Re o= I yiiE, —Mk 70°CIE R 2 %,
AR R AR50 . WVER ARG 7, VO IRAYEAMIR, nTRE S EHRI DNA &/ fif
HUH ) DNA A4l
2.1.5. [ EOE I 200 pL FoK ZBE, inTiEdRZ IR 5] 15 sec, # A2l A UiE, 1 10,000
g B0 5 min, WM BIEWRER 2B 08 T, HEREAERIIE: #2 %A I,
W B AT T — 2
2.1.6. IR THFE Lk RNA, Tk S a) B b)

a) B OE I 50pL RNase A (B B&, HFXS: G3405) , WITHS 5 HIRIK

# 5 min;
b) 55 12 ARG B, MBSO TN 1IpL 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 el Wi S 48 o
2.1.8. WA NN 500 pL ¥ Buffer PD, 10,000 g B0 1 min, {3385 82585 i R WL,
N ON I S=Th
2.1.9. AW AL N 600 uL #¥K Buffer PW ({8 F
10,000 g B0 1 min, {EHUSCERE BRI KW AR OISR rf (R : A SR [BI U ) DNA
FEH T ER UK S5, I nEE )k PCR 4, 21X Buffer PW JIAJ5## & 2-5 min FF &0
2.1.10. EEHRMELIR 9,
2.1 11 B B TSR A, 10,000 g B0 2 min, JREFRER AR KR EHE T
FIRME S min B#F 37°CREFRAME 3 min, WRET ER: VKD ZEER5R 25 m
JESEMIEE ). PCR S55850)

2112 F IR AR TN — TR B O 1 R B o e T 7 B & 2B AN 50-100pL ¥
Elution Buffer 5} ddH,O (60-65°CTii# Elution Buffer ¢ ddH,O J5 B HBCEFE) , =i
B 2 min, 10,000 g B> 2 min, Y& DNA W ER: PEBOBIERRR DT 50 uL,
R D 2R [N 0% . T H e DNA (RIS, ) 850045 30 1R 94 V033 I [3] 25 0
WP AR, ZEIEE 2 min, 10,000 g 5540 2 min, CKF DNA VIS8 0 A& . BRI
pH {E TP it R A R e, S pH EAE 7.0-8.5 Y[ A, pH EAK T 7.0 2 BRR PR AR
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DNA =Y ARTELE-20°C, LA DNA Ff#) .

2.2 ETVHRMR LT DNA

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 I 600 uL M-Binding 2% /¥ 2] Zymo-Spin PR B FE A, 8 B A Il S 4R

224 % 2) FRIFESINE 3) HF ) Zymo-Spin MR AT E, EUENES].

2.2.512000 g &0 30 #b, BB P, R IR BRA R R W R

2.2.6 MWL BHAE AN 100 pL M-Wash 2200 (ST /K ZEE) , 12000 g 250 30 75, {8
PR, A4 B A TS E WA R

2.2.7 W AN 200 L M-Desulphonation 2233, =IEEE 15-20 min, 12000 g B0
30 Fp, (IR, A AR R A

2.2.8 [ FAEH I 200 pL M-Wash Z20, 12000 g 550> 30 £, flHER. EE—IX.
2.2.9 B BT N — AN T4 (R B0 T, T R B B P v ] 95867 2 2% % 0 20 pL M-Elution 2%
M, EIRCE S B, 12000 g B0 30 B, R IEIEERIELE .

2.3 PCR 1§

23.1 i 0.2mL PCR %, RCHIANF SNV AKFR o

2xTaq PCR Master Mix 25 uL
Forward Primer (10 uM) 1 uL
Reverse Primer (10 pM) 1 ulL
H R4 RS 4) 1.5 uL
Water Nuclease-Free Add to 50 uLb
2.3.2PCR 434
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 I 16°C, 2min
2.4 BJk: 1xTAE, 2.0% agarose, 4V/cm
2.5 [ ER
2.6 E#

2.6.1 FALUT N ERAA R
pSWE-Topo Zero Vector (50 ng/uL) 1.0 uL
JB2 [T W = 1) 4.0 uL
2.6.2 16°Cid 4%
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2.7 B2 A& KA

TEEE b, % (O FrRBERRIERE) GE=R0 #BIE.

Joseph Sambrook and David W. Russell. 7r ¥ SefESEintiam . S=fR. mEraSdE. dbat. &
S ARAE, 2002 4F 8 HEE =i: 96-99

2.7.1 \ 37°CHE % 16h [P PRI R v, HeAt %2 100 mL LB B Frdkrr, 37°CHR % 5577 3h.
2.7.2 BEE IR T UK FICE 10 min, fEHAH.

2.7.3 B s IR LT B IA T 50 mL B0 .

2.7.44°C°F 4000 rpm L 10 min WCEE H 1A

2.7.5 BB F1%, & 50 mL Bi 7R 30 mL 72 1) 0.1M CaCly B FE 1A

2.7.6 4°C"F 4000 rpm 5L 10 min WCEE H 1A

2.7.7 BRI FF, B 50 mL BF SR 2 BT 0.1M CaCly H R A

2.7.8 $e4E 200pL R 723 1.5 mL EP &

2.7.9 B MmN B A b, iR s, TUK ECE 30 min.

2.7.10 BN 42°C/KIB MR, ##E 90s.

2.7.11 PG E R 2k, A 3min.

2.7.12 NN 800 L LB #5773, T 37°CHR%£5 7% 45min.

2.7.13 WRHY 200°CE: 72, 45 T 50 pg/mL RABE R LB P b, TEERFR+ 37°C
THFREH .

2.8 HW PCR %5 (G EHT)

2.8.1 UKW 1.5 mL B0, IMAE T2 —HiAERK LB AR IRtk

2.8.2 MERUCPAR _ERIPHTE BT, Hefh BRARE TR, 37°CIRG 55+ .

2.8.3 AWM, #E1T PCR %5E, HBRUT:

2.8.3.1 5L 0.2 mL PCR &, BECHilln T RMAAR,

2xFast Pfus PCR Master Mix 25 uL
Forward Primer (10 uM) 1 uL
Reverse Primer (10 pM) 1 ulL
[Z:piL 2 uL
Water Nuclease-Free Add to 50 uLb
2.8.3.2 PCR "1
WAz 98°C, 2min
At 98°C, 20s 1
ED8 55°C, 20s | 307
JE A 72°C, 10s —l
KRB 72°C, 5min
B I 16°C, 2min
2.9 PF

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.

Bisulfite Sequencing PCR (BSP) 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 SHZ-82A
shaker Co ., Ltd
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
2xFast Pfus PCR Master Mix Servicebio G3305
pSWE-Topo Zero Cloning Kit Servicebio G3022
2xFast Pfus PCR Master Mix Servicebio G3305
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Agarose Servicebio G5056

GN100bp DNA Ladder 11 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

10xTE (pH 8.0) Servicebio G3003

6% 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., Ltd. 10009218
Isopropyl alcohol Sinopharm Group Chemical Reagent Co., Ltd. 80109218
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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 uL

Forward Primer (10 uM) 1 uL

Reverse Primer (10 pM) 1 ulL

Template 1.5 uL

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
Extension 72°C, 30s
End extension 72°C, Smin

2.4 Electrophoresis: 1xXTAE, 2.0% agarose, 4V/cm
2.5 Purify DNA from Agarose Gel
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2.5.1 Column equilibration: add 500 uL Buffer BL to the Bind DNA Mini Columns (put Bind

DNA Mini Columns into a collection tube). Centrifuge for 1 min at 10000g in a table-top
microcentrifuge. Discard the flow-through, and put Bind DNA Mini Columns back into the
collection tube.

2.5.2 Cut the DNA fragment from agarose gel. Weigh the gel slice in a clean tube.

2.5.3 Add equivalent volume of Buffer GL to the gel (If the gel is 0.1 g, it is defaulted to be 100
pL, then add 100 uL Buffer GL). Incubate at 60°C by inverting up and down the tube until the
agarose gel dissolves completely. If the agarose gel does not dissolve completely, incubate for
longer period or add additional Buffer GL until all the agarose gel dissolved completely.

2.5.4 When the gel dissolved completely and the solution temperature turns to room temperature
(15-25°C), transfer the mixture to the Bind DNA Mini Columns (put Bind DNA Mini Columns
into a collection tube). Let the column stand for 2 min at room temperature (15-25°C), then
centrifuge for 30-60 s at 10000g in a table-top microcentrifuge. Discard the flow-through; place
the Bind DNA Mini Columns back into the collection tube again.

2.5.5 Wash the Bind DNA Mini Columns with 700 uL Buffer PW (ensure that ethanol (96-100%)
has been added) and centrifuge for 30-60 s at 10000g. Discard the flow-through and place the
Bind DNA Mini Columns back into the collection tube.

2.5.6 Repeat Step 5.

2.5.7 Place the Bind DNA Mini Columns back to the collection tube and centrifuge at 10000g for
2 min to remove residual wash buffer. Discard the flow-through, and place column with the cap
open for several minutes to air dry the membrane.

2.5.8 Transfer the Bind DNA Mini Columns to a clean 1.5 mL microcentrifuge tube. Add
appropriate volume of Buffer EB to the center of the membrane, incubate at room temperature
(15-25°C) for 2 min, then centrifuge at 10000g for 2 min.

2.6 Recommended DNA Insert Volume
pSWE-Topo Zero Vector (50 ng/uL) 1.0 uL
DNA 4.0 uL

16°C connection overnight.
2.7 Transformation Experiment Using DHSa
2.7.1 Thaw competent cells on wet icefor 20 minutes.
2.7.2 For DNA from ligation reactions. Add 1 pL of the dilution to the cells , moving the pipette
through the cells while dispensing. Gently tap tubes to mix.
2.7.3 Incubate cells on ice for 20 minutes.
2.7.4 Heat-shock cells 90 seconds in a 42°C water bath; do not shake.
2.7.5 Place on ice for 2 minutes.

2.7.6 Add 0.8 mL of room temperature LB Medium.
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2.7.7 Shake at 220 rpm (37°C) for 45 minutes.

2.8 PCR Amplification Identification

The positive colonies on the plate were inoculated into the liquid medium and shaken at 37 ° C.
pcr amplification for Positive clones.

2.8.1 0.2mL PCR tube, 20ul pcr amplification system.

2xFast Pfus PCR Master Mix 25 uL
Forward Primer (10 uM) 1 uL
Reverse Primer (10 pM) 1 ulL
Bacteria liquid 2 ulL
Water Nuclease-Free Add to 50 uLb
2.8.2  PCR amplification
Pre-denaturation 98°C, 2min
Denaturation 98°C, 20s
Anealing 55°C, 20s 30xcycle
Extension 72°C, 10s
End extension 72°C, S5min
2.9 DNA Sequencing
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