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pLenti-BAD-sgRNA (BADJ K i b 5 ) & — F A 2 4 20 i o v DA B 8 Cas9 H RN (1) sgRNA Fllpuromycindyi 4 5 A 1)
kL. FH T TEZN WA i B 324 T CRISPR/Cas9H A bk H AL, B 8 £, 56 8 5 J5 24 T CRISPR/Cas9H A bk H 1
B AR sgRNA A Rt CL4@ i TTELE Y BHIE -

> ARBRLEAN R POy AmpPifE, 42K 2713,000bp. ABURL I SCHE EIEE BIESH B . ARTR ] B YA T B 5
CRISPR/Cas9fi%, LLJ% il it puromycinffiifa i 4 ik 7T LL5pMDLg. Rev VSV-gdtHEK 293 T4 Lk 1T 5 20185 15
(lentivirus) 155, 485 FF TG4l i sk 4L 23 9 3E 4T B AL K i CRISPR/CasOmi % -

U6 sgRNA EFS  SpCas9 Flag P2APuro
K1, #iAsgRNA. Cas9flpuromycindiPE fpLenti-sgRNA 5 ¥ S 4 3= K .

> TR AIsgRNAFE T 28 75 K & FICRISPR/Cas9 sgRNA PR i FIGIE /A R3K1E, sgRNARIAE JME 2 4l il TTERE KL «

> Rk T SE A B, g3 I E) A% ) TG AT AT B JA) (1 %) FE S R pLenti-Control-sgRNA (L00011) 8% ¥ 5] GFP [ X [ 53 fi
pLenti-GFP-sgRNA (L00013),

> B KA LI T CRISPR/Cas94 AR [ BAD K [l @i B [ #1(L08010 pLenti-BAD-sgRNA). €% #£(L08011 BAD Knockout
Lentivirus). HEK293T#I/f1(L08012 BAD Knockout HEK293T Cells). HEK293 Tk K41 il (U RIPA Z4## (L08013 BAD Knockout
HEK293T RIPA Lysate). HEK293TH 541 it i Trizol 22 f##(L08014 BAD Knockout HEK293T Trizol Lysate)<: 7= i, EAKIE1E
B8 R W AR AR 7 it I T e T A R

> BADZERHIEAE BT

Species Gene Symbol Gene ID GenBank Accession Transcript
Human BAD 572 BC001901 NM_032989
About the gene
Official Symbol BAD
Previous Symbol -
Official Full Name | BCL2 associated agonist of cell death
Synonyms BCL2LS; BBC2
Location 11q13.1
Gene Type protein-coding gene
Uniprot ID Q92934
Pathway/Library Apoptosis Pathway Library
The protein encoded by this gene is a member of the BCL-2 family. BCL-2 family members are known to
be regulators of programmed cell death. This protein positively regulates cell apoptosis by forming
Gene Summary heter9dimer§ With BCL-xL and BC'L-Z, and reversiFlg their df:ath. repressor activity. ProaPoptotic activity
of this protein is regulated through its phosphorylation. Protein kinases AKT and MAP kinase, as well as
protein phosphatase calcineurin were found to be involved in the regulation of this protein. Alternative
splicing of this gene results in two transcript variants which encode the same isoform.
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897 A 20 F a2 Bk, v RAVT 28 2 K i) Lentivirus Packaging Vectors Set A (L00002), fE#5pMDLg. RevflVSV-g.
XT3 B 37 i ) CRISPRE: [l B FH 1 sgRN AR A FURL I g ], n] R R 3 = R A R % service@beyotime.coms
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P38 1 U BRI AL SOOI S A AN B & M B S YEM, AmphitE, BHTEURI /NG R EBUKEHE
JE R T RSHE.

Y58 s SMARIRAT I FURLA] i B Y PCR I 5 1 3H/T %5 %€, Forward primer’ J5' TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer §5’ACTGTGGGCGATGTGCGCTCTG3', PCR=#)%14700bp. thrlit— 5%, W7 54 AhUe,
Forward primer &  SATGGACTATCATATGCTTACCGTA3 . tk x5 % A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. HHNAsgRNAFF.

2. BREHAKERY:

a.

b.

UM HES: IR T8 R A T HEK 293 T40 M, 24/ 5 1:34 2 10emBfFR10L, 37°C. 5% CO,3574f24/NF . 55
JE AR S REEE 7R — ) LA B R AT IR A R, MOR LT,

12 B L3 6 F10emB; 7 1L, FESOOWIAS & Pt A= Z A ML FIDMEME: 77 (= FEDMEM 5 I FEDMEM ) 1[) 8 Opti-MEM®
Medium - JI A A sgRNAFfL. pMDLg. Rev. VSV-gZJill 910ug. 6.5ug. 2.5pg. 3.5ung, RAIEMA— € &1 4257
R FRMIR AW e i FHE #2448 FH Lipo293 ™ J4R 71)(C0521)  Lipo6000™%% 4L 7(C0526) - Lipo8000™%% 4L 7(C0533)
BB AE I G, B ol IR S R s B YR 00 7= i B S o 5 UL JE 24/ NI R4S /N T R UICER B R I
FIEF0.45um S S IE AT IS BE, 1% BIE SRR, ATEEMH. RIS 0355 -80°CHAT .

1S3 B VR i 0 S 7 B B S N8 R, T LA P 100k Da B RS HEAT B VR 4, 028 2= K ¥ JE 45 (15ml, 100kDa
MWCO, PES, Sartorius%}%%) (FUF158)2{Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. F4 & HE# (1) ey 1 5
O30 h AT, BTN L1400ul 19 BR IR AT . 9 BEIRAR TR T LA2r 35 )5 -80°CR A7

3. BIRFHIRG:

a.

1 5 puromycin[F R IR BE . Rl e AN 3% — 2 % BEARZE 1290 k24 4L, %[0, 0.2, 0.5, 1. 1.5. 2. 3. 4. Spg/ml
TR AR IR A0 B % puromycin FIBBUB M, HEZE M FH 28 = K fIPuromycin Dihydrochloride (20425 %) (ST551). HH R A 40
i 4 HBE TR AR MR BE BRI A % 41 M I puromycin B % W B, B R OD BB B % B 5 R A% B 4 A B
https://www.beyotime.com/product/ST551-10mg.htm.

TR RN, %SRS T R AR A AR (U 124U, AR DL R LI50% 9 H . B E AR AL . X R4

R4 . 37°CHR RS G, B IR I 5~10pg/mlfPolybrene(C0351/ST551) I #H UL, M-80°CUKAEHX H s 2% Jo
UKIREAL, 23 M S SR B AR TSR 5015 B MMOME IN NE =% 55, X T ARIRGAIIREE, 1T LB B4%0.5ml/ LA 41
Jitd, TR AR B R AR R, — A 100pl/FLERI0T TUS L B0, BREHRA], 37°CHERF%. HiRG, WSS mEEnRs
TR, BT & — IR FE i) puromycin R FRBGHAT e, —RIFIE2 NG, ARERAA A A H 5, I
AR LR, T DASCER 43 4 BRI 1) 8 ) RIA BT S . B3R R, T DA 4 M % 26 LR 10cm
B FRILATY KEE 7. — A2 )5, puromycini B A9, WA %85 800 LUB DB A AR 2.5 ml, AR5 1% R
FL200p 1 £196 FLAR - (BEFL-F-30.5/ L), 7 %6 B o FE AN AR o 976 B3B8 4L 1) 751 AT 22 2% Polybrene (C0351) 144 FH i3

https://www.beyotime.com/product/C0351-1ml.htm.

4. HERIANRSRERNME

a.

b.

PG E PN SR H 02 R 4 e, {4 FH Lipo8000™ % 4Lix71)(C0533) Lipo6000™ 4% YL Fl(C0526) Bl H & A3 [ % Jeik
7, F AR G0 20 RS 2 R R e Gk i e DR

11 3€ puromycin R G FE . 4B 4% — € B BEERAE 124182440, #%H80. 0.2, 0.5. 1. 1.5, 2. 3. 4. Sug/mlXFERIHK
IR T X puromyecin FIBBUR N, HEFEE 28 2 K APuromycin Dihydrochloride (MR 2 5K) (ST551). K Ja 4l 4= 384t
O AR VK 2RI O % 40 M B9 puromycin B %6 WK B2, B A B R S E E & R AZ 7 0 KA U -
https://www.beyotime.com/product/ST551-10mg.htm.

YL IR 2148/, 15 BB IR A I 3R AF B puromycin i & E D Apuromycin, IERHPEANIE. —MRIfE2RIE, BRI IE
WAE 2. BeFRid AR, AT DL AR 26 FLIR B 0emIF SR ILBEATY K535, — 2 )5, puromycind & RI:. aIRA 4
B 0] OB A AR 2.5 ml, AR5 1% R FL200p 3 R BI96 FLAR H (R LT 340,544 D), i o v P A i Ak
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I T2 AR, W] LLEIE T7 Endonuclease 1 (T7EDEAT 255E, RI4RHCA MR L A 4IDNA, 7EsgRNAF A4 it 514
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https://www.beyotime.com/product/ST551-10mg.htm
https://www.beyotime.com/product/C0351-1ml.htm
https://www.beyotime.com/product/ST551-10mg.htm

BHATPCRY 1, SRIGHHATTIEIRGY), HAKIES %2 % KT Endonuclease I (CRISPR %53 [A 5845 %5 5 ) (D7080) 33 [A]
2 G 8t 2 AR R T £5(D0508) s AR AT LA I AH B (R A4 gt A T 4G«

% K/Beyotime  400-1683301/800-8283301

b, XTI, FEIPCRY 1Y HsgRNARE [ (15 X Fr B 5 #EAT 8 RN PP 1) 77 2UHEAT B0AE, (RNt w] UASE AR S 9 Bt
PRBEAT RN
X/

e ) LEE=LS 2k
L00002-5ug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100pg CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5pug pLenti-Control-sgRNA Sug
L00011-100pg pLenti-Control-sgRNA 100pg
L00013-5ug pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100ug
C0222 5 - HE R R IR (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
0521 Lip0293™#% JLi 55| 0.5/1.5/7.5ml
0526 Lipo6000™#% L i 7] 0.5/1.5/7.5ml
0533 Lipo8000T™#% L i 7] 0.5/1.5/7.5ml
D0378 StbI3H i 200p1
ST551-10mg Puromycin Dihydrochloride ("M 2 2%) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride ("M % 2%) 10mg/mlx5ml
ST551-250mg Puromycin Dihydrochloride ("M 2 2%) 250mg
ST1380-500mg Polybrene (>94%, Reagent grade) 500mg
ST1380-2g Polybrene (>94%, Reagent grade) 2g
ST1380-10g Polybrene (>94%, Reagent grade) 10g
FF345-10pcs 3L 2%(0.45um/28mm, PES, Sterile, Sartorius7)3%) 104M/4%
FF345T-10pcs £35 8 2% (0.45um/28mm, PES, Sterile, 3k 1 733%) 10/M/48
FF345-50pcs 13k € #3(0.45um/28mm, PES, Sterile, Sartorius i %%) 500N/ &
FF365-10pcs BeyoGold™¥4} 3k £ 2%(0.45um/33mm, PES, Sterile) 104~/4%
FF365-100pcs BeyoGold™4} 3k € 2%(0.45um/33mm, PES, Sterile) 1004N/85
FF375-10pcs BeyoGold™4} 3k £ 2%(0.45um/13mm, PES, Sterile) 104~/4%
FF375-100pcs BeyoGold™#4} 3k € 2%(0.45um/13mm, PES, Sterile) 1004/ 85
FUF158-2pcs HBIEE (15ml, 100kDa MWCO, PES, Sartorius4)2%) RVES
FUF158-12pcs EEPEE (15ml, 100kDa MWCO, PES, Sartorius7-#%) 124/48
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