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pLenti-MARCHF10-sgRNA (MARCHF10 % [A] i 4% Jii R ) A& — Fh £ 20 40 48 i o v DL R ) 3238 Cas9 . H [ K] ) sgRNA Al

puromyecin#i Pk HE KA R, T 76 Sh A 40 B v 42 5L T CRISPR/Cas9 5 Rl B H B9 FE B, B3 3 i 4 2 48 5 7% )5 2 T
CRISPR/CasOFi Rk H HIZE R . Ak sgRNARIAE 2t O 4@ T7ERE 136 LE

A RN B O AmpHifE, 4K Z113,000bp. A FURL OG5 (5 B 25 Bl 1. A ORIl B e g i Al -1 H AR R Y
CRISPR/Cas9fi &, LAK i puromycinffiidife & 4tk vl L 5pMDLg. Rev & VSV-gdt#HEK293TAN A3t 4T E 20 18 75
(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 .
AR [FsgRNAZE T 28 7= KA R [FICRISPR/Cas9 sgRNA MR i e AIGIE AR RIR1T, sgRNAMF &1 O &ML T7TEIVAIRILE -
A TR TS Be i,  ER TR] B 3 W JC AT R BE ) 9 % B BT ORI pLenti-Control-sgRNA (L0001 1) 2% % [7] GFP 1) % J 5 ki
pLenti-GFP-sgRNA (L00013),
207 K [F] I 3 i 2 F CRISPR/Cas9H; A [IMARCHF 102 [A] i B 1) 5 RE(L09765 pLenti-MARCHF10-sgRNA). 1875 #(L09766
MARCHF10 Knockout Lentivirus)» HEK293T4H(L09767 MARCHF 10 Knockout HEK293T Cells). HEK293 Tl i 41 il (URIPA
Z4 fi# W (L09768 MARCHF10 Knockout HEK293T RIPA Lysate). HEK293T ik & 2 Ji i) Trizol 22 fi# ¥ (L09769 MARCHF10
Knockout HEK293T Trizol Lysate)%5 7= i, FARIETE 28 25 K 3k B 1 BLTE A i P DT s o A 2 72 i
MARCHF 102 A {5 A5 B 40 F -
Species Gene Symbol Gene ID GenBank Accession Transcript
Human MARCHF10 162333 BC035021 NM_152598
About the gene
Official Symbol MARCHF10
Previous Symbol RNF190
Official Full Name | membrane associated ring-CH-type finger 10
Synonyms FLJ35757; MARCH-X
Location 17923.3
Gene Type protein-coding gene
Uniprot ID Q8NAS2
Pathway/Library Ubiquitin Ligases Genes Library
MARCHI10 is a member of the MARCH family of membrane-bound E3 ubiquitin ligases (EC 6.3.2.19).
Gene Summary MARCH enzymes add ubiquitin (see MIM 191339) to target lysines in substrate proteins, thereby
signaling their vesicular transport between membrane compartments (Morokuma et al., 2007).
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P38 T S U B AR ORI AL SOOI IS A AN M B & M B2 A4, AmphitE, ST RURLK /NG R EBUREE
JE T IE8HE.

Y8 ShARIRAT I FORL AT i B YEPCR I 51517 %558, Forward primer’ J5S TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer §5'ACTGTGGGCGATGTGCGCTCTG3', PCRZ#)%14700bp. W a] it — 5% 5%, W5 514 9huUe,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . SRS & S S|
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. HHNAsgRNAF .
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UM B25H T 8RB A N HER293 T4, 24/M 51345 B 10emEEFR 1L, 37°C. 5% COSEFE4b24/ Nt . E 5
Je AR RS 7R — ) UL LS AT IR d s, O

1297 B IS 6 T10emiF 77 1L, TES00uIAS & Pi A= Z AN L7 FIDMEME 75 (5 FIDMEM (I DM EM ) 7T 8 Opti-MEM®
MediumH Il A AsgRNAFi¥i. pMDLg. Rev. VSV-gZr 5 N10pg. 6.5pg. 2.5pg 3.5pg, RGN — & 825 4 il57 A0
R FRIR AW e Yl A4 47 448 F Lipo293 ™% 4R 71)(C0521) « Lipo6000™%% 4L 7(C0526) Lipo8000™%% 4L 57 (C0533)
BB AE R G, B Gl IR 528 e s 1 Gk m) 00 7= i B BH 15 o % G J5 24/ NI FOA8 /N 1T R IR ICER B 77 13
FIE0.45um PSR S IEREAT IS UE, 1% BIE SRR, PTEEMH . RIS 935 -80°CHRAT .

185 B VR 46 Q0 SR B R T 02 B, TT LA FH 100kDa B JEE T B a8k e, W13 = K I8 (15ml, 100kDa
MWCO, PES, Sartorius%}3$%) (FUF158)8{Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. Fi R HER ) bt o s ok B9
O30 AT, BT R Z400ul 1R FRIR ARV . 9 BRI AR T T LA2) 35 )5 -80°CI AT

3. BRERIRS:

a.

By 5€ puromycin Y eI FE . AR IR YL 40 4% — & %8 BEAR A2 129182440, #4180, 0.2, 0.5, 1. 1.5, 2. 3. 4. Sug/ml
TXHE (1% B M 4t L T puromycin PRI BBUBE I, HEFE S FH 35 22 KT Puromycin Dihydrochloride ("5 %5 %) (ST551). PR 548
JfL 4 8 B8 T2 B f AR UK B ED i 40 L ) puromyein B 28 WK E, B AR B IR 2 H B J R A% 7 A B -

https://www.beyotime.com/product/ST551-10mg.htm.

180 BRI AL A $ SO0 T EOR AR A AR (A 129L8R), A0 E L2 R EAI50% A B . BB AR AN AL, o fE 2 A
IR . 37°CHE R R R, B IR0 i N 5~10pg/mlffPolybrene(C0351/ST551). ik # BXULHT, M-80°CUKHEX % 7 J5
VKB RAL, 276 AH R SCHR B AR TR SR 50 159 3 FOMOME N N id B 3, X TR IR4E 28, 7T LAELE:A%0.5ml/fLIn A48
Jitd, ST An e E R R, —100pl/fLERI0T TUEA B0, R EA, 37°CHERFE. HiRG, WIGRSmEnE;
TR WL B — B IR B puromycin G FRIOEEAT 1%, —MImIL2R )G, ARG A A MIZHIE L, A2
ARG LGS, AURT DASCER B4 0 A B B0 £ B ) A Bk A7 L e s BE SRR b, W] LR 4 R 2R 6 AL AR B 1 0cm
B FRIMEATY R¥E 7. — )5, puromyciniKE R WA 6 B 2] DU DR 40 i M B 222,50 /ml, SR )5 14
FL200ul iR 2196 FLAR H (B LT 10,5, I7iidk PR oo FE AR B AR o 9 BRI YL ) 7 ¥ ] 235 Polybrene (C0351) H8 FH i Wk
https://www.beyotime.com/product/C0351-1ml.htm.
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TEPEGE LR H 0 R 48, {4 FH Lipo8000™ % 4L ix71)(C0533) Lipo6000™ 4% FLif|(C0526) Bl H & A i Y % Jeik
U, FL AR G AN i 5 PRS2 R R e Geask T i e

1 %2 puromycin (W FOE A . A% — 2 2 R E 124L B4 9L, #4180, 0.2, 0.5, 1. 1.5\ 2. 3. 4. Spug/mIXFEIK
JEE I 4H O X puromyein I BBUR S, HEZE(E F 28 5 K i/Puromycin Dihydrochloride (M2 2 %) (ST551). K JE 4l 42354
o d AR WK BE BRI Oy % 40 M2 B9 puromycin i 08 WK B2, B K DR 2 F E & R Z 7 & KA -
https://www.beyotime.com/product/ST551-10mg.htm.

L JE 2948/, 42 [ B IR IR A3 I puromycin e ¥ B2 I A\ puromycin, i RHVEAM . —BORE2R G, BITE4HHLE
Wist X, HEFRd R, W LK 4E M A e LR 1 0emB TR LT KIE IR, — 5, puromycini fE A&, WA &
B e 80l OB A AR 2.5 ml, AR5 1% B FL200p 3R 296 FLAR H (B LT 20,54 ), 7 i B v B A P Ak
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P T2 4N, W] LU IS T7 Endonuclease I (T7TED#EAT 55E, HEIERICAMIAZERIZHDNA, #EsgRNAJTHI PR3 514)
BHATPCRY 1, SRIGHHATTIEIGY), HAKIES %2 2 K IT7 Endonuclease T (CRISPR %53 [K 5845 %5 5E ) (D7080) 3 [A]
2 G 8t 2 AR AT £5.(D0508) s AR AT LA I A B (KP4 gt A T 4G
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L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100png CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5pg pLenti-Control-sgRNA Sug
L00011-100pg pLenti-Control-sgRNA 100pg
L00013-5pg pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100pg
0222 T8 2R R VA (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
0521 Lipo293™#% JLig 7] 0.5/1.5/7.5ml
C0526 Lipo6000™#% 4L i 7 0.5/1.5/7.5ml
C0533 Lipo8000™#% 4L i 7 0.5/1.5/7.5ml
D0378 StbI3 H i 200ul
ST551-10mg Puromycin Dihydrochloride (F# %5 3) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride ("M 2 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 31 6 #%(0.451m/28mm, PES, Sterile, Sartorius43) 10/M/4%
FF345T-10pcs £ Sk #%(0.45um/28mm, PES, Sterile, i [117)%%) 10/~/48
FF345-50pcs 3L 6 #%(0.451m/28mm, PES, Sterile, Sartorius/5i3%) 507N/ &
FF365-10pcs BeyoGold™%} 3k JE4%(0.45um/33mm, PES, Sterile) 10/M/4%
FF365-100pcs BeyoGold™#% 3k JE #%(0.45um/33mm, PES, Sterile) 100/N/£:
FF375-10pcs BeyoGold™4% 3k JE #%(0.45um/13mm, PES, Sterile) 10/~/48
FF375-100pcs BeyoGold™%} 3k JE2%(0.45um/13mm, PES, Sterile) 100/N/£x
FUF158-2pcs HBIEE (15ml, 100kDa MWCO, PES, Sartorius?) %) 2448
FUF158-12pcs HBIEE (15ml, 100kDa MWCO, PES, Sartorius?) %) 12M/48
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