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1. BEESCEERURL CFE N Ing MUSCPERTRL: TR dbAT SCAEY 34 F T J5 5D

1) HX 100 ng SCPEFTRINE] 25 uL #b 3R >10° cfu/pg MR AT, 1200 B (0
WSHUAT B

2) HUEEGHURIN 975 uL BoiRde CEPiEz) , SRR IIEEE T, 5T
PR, 220 rppm. 37°C 414 FE:9% 1 h.

2. YRR SRR

D) & T E A SRR . M 1 ml EF5E R ECH 10 pl A 990 pl LB 597
Ferp, WRE 100 £, WRAIIE; ARENE 100 FEFRBER 100 ul N 900 pl LB £597 39, Fikk
1000 {5, AT K 100 pl 1 1000 FZHBRIRE TR AIFRHE LB 3R L (10cm P4,
IFRHUEZRD , 37 °CHEFR 14 /NS

2) KRIA 990 ul B IR ZE 7.5 ml, A 15 em FRHKARUE LB [E 444 _E i
A 500 Wl BB (KA 154 150 cm LB [SPAR, &HiAER) , 37 °CHEFR 14 /M.

3) T+ 10000 FZF R IR BT E K B TE B LA 10000 S8 )5 BR LAZSCEER sgRNA 4L
B, BENZCURENERIE, ASUR R SEORT AT sgRNA B 500X 4 Al /7 F —
S5 I B AR VLB R TR AR B

N
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1) BEMAIA 500 pL LB 353756, {8 A& V)& TR, A4 mEmiEER 50 ml 2508 d.

2) EHE RS,

3 BLJEFE L, TR (B #EETRE.

4. FIRLHREX

AR R AR R A 1 10 9 PSR U KL, HEFE TIANGEN ) 70 1 35 3 L 32 B 77 4
(TIANGEN, EndoFree Maxi Plasmid kit, Cat. No. DP117) .

5. XFERE

K BT HRAR) SC % R HEAT NGS AR 0T LUR (ST 28 1 35— DA R B 5 FE i, A
FA 36 4= Y0 1) Magic™ — 255 CRISPR | /7 5C P #4 i@ i 7l & ( YOMEBIO, One-step
CRISPR NGS Library Construction Kit, Cat. No. PK201) .

6. MEBAIE KN Soug FISCEEFRL: W] B8 A o s n 3k A T IR 4R 5D

1) 15 cm dish B 7R AR 293T 41/ % 80% /£ 44 .

2) HER =R RIIR A, 20 pg of total DNA, pMD2.G: psPAX2: 5L
Fiki=1: 2: 4.

3) N ug DNA: ul PEI=1: 3 f] PEI (DNA & & —#% 20 pg) , FIA DMEM % 1 mL,
REMIES (PEIRIVAR, —RE&EMINES) « EEEE 15-20 min.

4) INOHIE YR S IEERE E) 1S em dish o I YIREY), NOARER I

5) WFE 12-18 /N, SRJSSEHOREERT FRIE, 4k H 4.

6) JRTF AT LATERE YL Jn (R R 3R 50 0 I Z1) 48 Il 72 /N DASUOBSCER B4 Ui
AR T7UGR,  Horh BT SRR SR AE—ie . ISR, B IBGIR I SRR e 78 3
EP &, JREBGRZ IAIf#AFAE 4°C.

AW E LIFRLA~500 g B0 5 43, LUTVE SO IR SCAR AOAE AT B0 4 - Jisd 0.45
um PES 3 JE 2% I8 F W 5 7 RIS TRATAE 4 °C N RTEE/IN, (HN 2028 I T,
FIRIRIE-80 °CFIRAE, LAGIRFEAR K .
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FEA ] CRISPR SCPRJFORLHT, 155 55 44 Bl A P, OGS0 = A e . #
VR R F ORFFIC IR, S io R X5 0. TR AL AR LB IR RE v, 3 2 )i
B RPEAT pH AE SRR, B OR 2 AR I A R G B RICR



T FREFME
CRISPR S JiURE AT TR -20°C BRBE ARG L O UKA - 38 S Se S R i o

A BERE

4 AE A I AR bl B AT AT )R Bl — D R R SRR, 1 e
(scishare@qq.com) ELEME (18140520208) kR BRATHIZARIAIN o FRATHE 35 18 148 i 25
I R4 (L B o

TR, AMEH YOO — MR T, RS0 S5 R AR AR 2075 7 R 8] S 06 75 SR A4 g
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