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> RNF186 Knockout HEK293T Cells (RNF 1863 K & F HEK 293 T4 fifg) /& il it [F] Ihf % 75 Cas9.  H 3 Kl sgRNA Mlpuromycindi

A, FFSI T H B EICRISPRAFR HEK 293 TAIAE . AU B 3R 1 sk B 28 T7ERE BT . Aigtk 22
BEANf, AR T i% H R A F IR 7T, Br] DUR T i35 A B AR 36 AL

AHEK293T Cells Ay 1] [ I 5 Cas9. puromycindyi i3k KA H ()3 FlsgRNA 1) 1857 B B Y HEK 293 T4 i I 48 it puromycin i
IR BRI 2 S EHEK 293 TN . ] 45 A 4H i AR IS 15295 25 10 52k 8] e 21 £ O B 14 8 15 ESE K1,
U6 sgRNA EFS  SpCas9 Flag P2APuro
BI1. AR Rk sgRNA L Cas9H puromycinii 14 115995 15 FL 28 ] /37 91 (1) G B 5 2.
A H A B R bR O 208 TTERE F 5L .
H1 T AR 41 g 2 38 it CRISPR/Cas94 R FRAG 11 2 TEpE 4, JE T CRISPR/CasOF A HURF 5, RS 1 SF¥45 2/3 A1 40 i R A= FE A 5%
AT E T H BRI RIS, P 13RI R K AE R RS R AR . IR ZAE LN A 212/3 i R H R R ms, o4
PABEATAR 2 16 H I BE R B AP DR IO 7T 1 o G0 2R A5 B ERAR 100%5E DRI S RO A AR, PTT DA A FH A 7= it 20 B ot o2 4 L
BH AL 5 R HEAT 7 B A AR X 97T e AR 55
AL T 286, 28 R IS 358 A 0 A AT I 1) £ % B 201 Jfd Control Knockout HEK293T Cells (L00020)ER 4 5] GFP (1) %+ B& 21 ffd
GFP Knockout HEK293T Cells (L00022).
K R B I T CRISPR/Cas9 4 A FURNF 1865k Pl [ 1 5 R (L 10405 pLenti-RNF186-sgRNA). 1877 #(L10406 RNF186
Knockout Lentivirus). HEK293T#l /{4 (L10407 RNF186 Knockout HEK293T Cells). HEK293 Ty k4 il FIRTPA 24 fi# i (L 10408
RNF186 Knockout HEK293T RIPA Lysate). HEK293T @& % 4H Al ) Trizol 22 fif ¥ (L 10409 RNF186 Knockout HEK293T Trizol
Lysate)55 /™ i, FATE7E 25 22 R 0t 25 100 B 57 it ) D0 o AR L 7™ i
RNF1864E Al (11 3 A4S B4 T
Species Gene Symbol Gene ID GenBank Accession Transcript
Human RNF186 54546 BC030960 NM_019062
About the gene
Official Symbol RNF186
Previous Symbol -
Official Full Name | ring finger protein 186
Synonyms FLJ20225
Location 1p36.13
Gene Type protein_coding
Uniprot ID QINXI6
Pathway/Library Ubiquitin Ligases Genes Library
E3 ubiquitin protein ligase that is part of an apoptotic signaling pathway activated by endoplasmic
reticulum stress (PubMed:23896122). In that process, stimulates the expression of proteins specific of the
Gene Summary unfolded protein response (UPR), ubiquitinates BNIP1 and regulates its localization to the mitochondrion
and induces calcium release from the endoplasmic reticulum that ultimately leads to cell apoptosis
(PubMed:23896122). RN186 HUMAN,QINXI6
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> BERRKIHsgRNAFHI I HRFAL, WR T EsgRNAF Y, WETE1T W 5 K IE M4 Minfo@beyotime.comZ Bl . sgRNAFFI{E
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> 0TS 20 IR B B B 4 M Bk 9 G 51 4E HEK293T 48 A 1) CRISPR £ [X] i B 40 i 1) 5 1), ATIC R 2 = R AR %
service@beyotime.coms,

> AR RAUR TN A EER T, AR TIRRSEEGGTY, AT 'MW, AR TR EAEEn.

> N TR AR, 5L RIFER T ERE.

{ERAAA:
1. HEK293T4Hfufiz%k. &5 RIEHF:

a. ANHEK293T CellsJy[Fi} 2 H A% K sgRNA . Cas9Fpuromycindii I (1857 2 Ji e 3+ 25 puromycin i e FI T7TELS € 1 £ 7
FEHEK 293 T4 .

b. AHMLSRIEEM R R IEAERT TR H R B SR R e iy X R A MR A7 (oK) — /NN BE 35 77 1 48 g
/N BV RE IR AR ) . S T SR AP A2 KOs A PR B IR S, X T IR R RE R AN, TR
DAERZ [T 30 7R AR 40 M B 75 M B 2 00 A R g AT I8 T

c. XTFUKIZHMTRAEGIM, #TIKOCEEam, R E IR, UIZF ARG a1k, 5%
59 BT AR B A AU R A NI R R IR AP T, DDA TR 4 B T =i AR

d. WSCEIRAT (20 1 R DS 5 A kAT 55 7%, CARAA A RIS 0 RS FR AR P o T AN AT A, VRA74H i AT 7E-80°C
MR RA2H

e. WEEEAT 0NN, ABUN0.5-1ml, FUHAEEH60-90%, EIEFHFE 1 N6emiEFR Iy . WREHFEAERK
i%, ATLAVHALG #6782 223 Sem#r R L, XA AR K 2 B 4.

£ WA RS, E R R IR 70 e AR SR U B AR A, UGS AN LS T TR R S ISR AR AR KORAS,
TN I 85% 1 AT A A ERAE s W R BTR AL 2, VIS IR E T 55 340 o i B 3 A B 7 1) 4 i 1
DUMGBE . an SR 2 RIS R B OB R B AN, T DA E B R R B R SR B IR R B R . ARG IR I
WA B R IR AR S5 7%, JF HAE B IR TR, R — PR IR, HMAN— B I8, X ] DU Sk b
BT 55 PR B 2 5 S BN AE K IAIE N, B iR R aF i A KRS .

g AR FFRCAIDMEM (high glucose)+10% FBS. & 7EH5 IR I IE £ 75 35 2 -5 5 2 VA T LABH 10 mT R PRI 4 4 75 4,
W 2R 1T 8 R-FE B RV TH(100X) (C0222). [AIE , I 243K 5 A1 pg/mlffPuromycin (STS51). A B YL 95 5 HEK 293 T
YA ) B AR BiE 2 %293T (A BB 41 i) (C6008):  https://www.beyotime.com/product/C6008.htm .

h. WERANE, JE2En] LB AR 22.50 ml, 2R 5 1R AR FL200p# R 296 FLAR Hh (R LT 350.5 41 E), ik o
e 24 PR PR

2. BERGpETRIEE:

a. XTFZwwpEgifl, v LL#E I T7 Endonuclease I (T7TEDHHT % 5E, HIFEEANAIEERIZHDNA, 7EsgRNA T FI B3 1151 9
HEATPCRY 1, S8 J5 HEATTTEIBG V)R LI 43 M7 » BLAARTE 298 28 25 R I J2E DR 2 G i 5728 60 A 771 £2(D0508) BT 7 Endonuclease
I (CRISPRE: 2[RI 54 45 58 ) (D7080); 0] LLid T H B R Pt AT Rl . 3. M T CRISPRE: A B il 5 R A 3
TAIRIE B TRAR, R Al T qRT-PCRXT H A A I mRNABEAT 5 S AG il sk S0 W 2 75 S B 17 H A2 08 R vl 4

b. XTI, W@ PCRY 1Y H sgRNARE ) ) J2E K F B G AT 5 B0 7 1 75 sCHEAT B0, [R) At ] LA AR S e Bt
PRHEATREI o AR 7 5t o] DAE i i3k — 30 05 346 SR o 40 O ok i 30047 266 R 2 1100 485 5 DA% S5 8 () AR 2 T e T 9
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L00020 Control Knockout HEK293T Cells 132/
L00022 GFP Knockout HEK293T Cells 132/
0222 T - R 2 (100X) 100ml
D0508S/M i PR 2 4 4 R AR A U a0 25/100%
D7080S/M/L T7 Endonuclease I (CRISPR% 2 [ 5845 4 5 FH) 250/1250/5000U
ST551-10mg Puromycin Dihydrochloride ("M 2 %) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride ("M 2% %) 10mg/mlx5ml
ST551-250mg Puromycin Dihydrochloride (PP 2% %) 250mg
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