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pLenti-DHH-sgRNA (DHHZ: [l B TR f& — A 7ESh A 21 i = o] DA E] B R 1A Cas9 H HIEE [ FsgRNA flpuromycindi P 2 [ 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 -

AFRAEAN B N AmpPitE, 4xK2)13,000bp. A TR SCHE KRS BiE S % B, ATUR T B E YA T H 2 1Y
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, FKiksgRNA. Cas9Flpuromyciniyi 4 FpLenti-sgRNA B b7 5< 8 EE(E B .

AR I sgRNAKE T8 2 R WE A FICRISPR/Cas9 sgRNA S i FIS IE A& R, sgRNAMA R C 4l s TIENES F -
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),

3 7 K A L T CRISPR/Cas94% A FIDHHZE [K 5 B 11 5 F1(L26 100 pLenti-DHH-sgRNA). 189 #(L26101 DHH Knockout
Lentivirus)« HEK293T4H/8(L26102 DHH Knockout HEK293T Cells). HEK293 T 4 4 g Y RIPA Z2#%(L26 103 DHH Knockout
HEK293T RIPA Lysate). HEK293Tii B4l i 1 Trizol 2 f# K (L26104 DHH Knockout HEK293T Trizol Lysate) 357/~ , FAk1E
E 35 2 RPN 3 7 1 BOE AR 77 it DX D e A 7 it

DHHZJE R R A5 S 00 F -
Species Gene Symbol Gene ID GenBank Accession Transcript
Human DHH 50846 BC033507 NM_ 021044

About the gene

Official Symbol DHH

Previous Symbol -

Official Full Name | desert hedgehog signaling molecule

Synonyms HHG-3; MGC35145
Location 12q13.12

Gene Type protein_coding

Uniprot ID 043323.1

Pathway/Library others

This gene encodes a member of the hedgehog family. The hedgehog gene family encodes signaling
molecules that play an important role in regulating morphogenesis. This protein is predicted to be made as
a precursor that is autocatalytically cleaved; the N-terminal portion is soluble and contains the signalling
activity while the C-terminal portion is involved in precursor processing. More importantly, the
Gene Summary C-terminal product covalently attaches a cholesterol moiety to the N-terminal product, restricting the
N-terminal product to the cell surface and preventing it from freely diffusing throughout the organism.
Defects in this protein have been associated with partial gonadal dysgenesis (PGD) accompanied by
minifascicular polyneuropathy. This protein may be involved in both male gonadal differentiation and
perineurial development.
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> HERRIEsgRNAFFI KRR, R T EsgRNAF I, EETT G RIZ N4 Flinfo@beyotime.comZZ B . sgRNA 5 ki
KREFIER, REFZRPWT AR H TR S, WAEEAZS T TN FTTE LIS = ANT AT A NBRA . 5
FAE R BRGNS BRI .

YV V V

PP T A g B A R, AT DATT I35 5 K Y Lentivirus Packaging Vectors Set A (L00002), ffEpMDLg. RevAlVSV-g.
XFAE B 37 & I CRISPRE: [l b FH (sgRN AR A FURL I g ], A BE R 3 = R AR % service@beyotime.com.
A7 AR T2 N G REERT U, AR T IRRKIZWEIaT, AT & mEZ i, AR T EEEEN.

> N TR AR, TSRO T R

{ERAAA:
1. BRI EAMERE:

a.

b.

P39 1Sl B AR TR A0 Stb13 852 A A M B B0 IE Y RS2 A4 M, AmpditE, AT RURLE/NE . HEBUREH
EHERTREESME.

YooE . TR IRAS B 5k ] 48 B T VS PCR Y 7 VE 3T % %€, Forward primer 5’ TATACGATACAAGGCTGTTAGAGAG3',
Reverse primer ¥5'ACTGTGGGCGATGTGCGCTCTG3', PCR=#)%14700bp. Wulit— B 5% e, 7514 ~AhU6,
Forward primer A S’ATGGACTATCATATGCTTACCGTA3' . ke x  F H A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. H:HNAsgRNAJFF.

2. BRHEESRE:

a.

b.

YU HES . IR T8 R AR T HEK 293 T4 M, 24/ 5 1:34 £ 10emBF #5101, 37°C. 5% CO,R574f24/INF . 5255
JE AR S RE 72— B L LR AT I d R, SOR T

123 B AL 4 F10emB; 7 L, fESOOWIAS & Hi A= 2 A M5 FIDMEME: 77 (7= FEDMEM S I FEDMEM ) 1) 5 Opti-MEM®
Medium ' JI A A sgRNA G Fi. pMDLg. Rev. VSV-gZrilH10ug. 6.5ug. 2.5ug. 3.5ug, BAVJEIA—E &K G550
FEFRIR AW G FHE 248 FH Lipo293 ™4 J4R 71)(C0521) « Lipo6000™%% 448 71)(C0526) Lipo8000™%% 4L 7(C0533)
BB AIE IR Gealn), B Gl RS 28 R s i Geialm) 007 it 8 B 15 o 36 4L J5 24 /NI FT48 /N 1] R IR ICER 15 77 I
FIE0.45pum S S E RS AT IS UE, 1% BIE SRR, TR . RIS 035 -80°CIRAE

103 B IR i 01 SR 75 S B T N 5, T LA FH 100Kk Da R A AT B VR 41, G028 2= K (18 JE 45 (15ml, 100kDa
MWCO, PES, Sartorius7}%%) (FUF158)8{Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. F%/H&HE# 1) ey i i 5
O30 AT, BT T Z0400pl R ERIR ARV . I BRI AR T T LL2) 34 )5 -80°CIR AT

3. RREHIRG:

a.

T 5 puromycin ) TR 1 MR B« A5 UL I 4R i 32— 2 5 FE AR AE 12 7L B4 9L, 4510, 0.2, 0.5. 1. 1.5 2. 3. 4. 5Spg/ml
TR A )9 55 A4 i 5 puromycin I BBURE , HEXE 1 28 25 K fPuromycin Dihydrochloride ("EM 2 %) (ST551). PR J54H
L 4 3 B TR AR UK JE BN % 40 B ) puromyein 0% i VR B, R AR D B S % 8 5 R A% 5L 0
https://www.beyotime.com/product/ST551-10mg.htm.

187 BRI LA . 2S00 75 B A MR AR (A 124L8R), AR LR 2R B L 2950% N HL . W B ARG A . X B ZE 2
REER A . 37°CH 7RG, BEIRM0H NN 5~10pg/mlffJPolybrene(C0351/ST551). R B EULHT, M-80°CUKAHEL 55 5 )
VKRR, 226 HH OC SCHR B AR A TSR 5619 B MOUE I N & B0 55, 0 T ARIRAA N 55, 1T DL 3420, SmU/ LI A48
JL, RE TR AR SO R I, — A 100ul/ALER 0T TUCLE 208, BERREA], 37°CA4REREFE. MR, B & BeiRs
T A ONHEE ) & — W ) puromycin U 1E TR BEAT 01, —MROMIL2R G, ARG 4E AL 4R MLIZ W AE 25, I B
HAFTE R HBGR, AT DASCER B 70 4 o A H 1) 2 1 ) R B AT H e s o SR AR b, AT LKA % 2 64U AR Bl 10cm
BFRMATY K578, — 25, puromycindE nl g~ 4 SRA 0 B 5 S8 ] DLd i W 4 Al 222540 /ml, SR 5 4% e
FL200p 1 Rh 2196 FLAR H (BEALF-250.5 A0 E), Oiide B vo B A bk o i BRIk G 77 25 1T 2 % Polybrene (C0351) 45 F i W%
https://www.beyotime.com/product/C0351-1ml.htm.

4. EEFRANLS R R IR

a.

b.

2/3

PR AT M AUERR F S 4IH, {3 Lipo8000 ™ #ei3i)(C0533) Lipo6000™ ! 4eixill(C0526) B H T £ 3t ) e Heisk
7, B G20 20 RS 2 R R e Gk DR

T 3€ puromycin R TG FE . 40 Hd% — € % BEBEAE 129182470, #%H80. 0.2, 0.5. 1. 1.5, 2. 3. 4. Sug/mlXFERIHK
J5E R X puromycin FRIESUEE , #7428 2 K [ Puromycin Dihydrochloride (WEM4 8 %K) (ST551). 5K J5 i 4= #B5E
T/ B AWK FE BD R i 40 M Y puromycin G WK 2, R A DR S E L R Z W WA W
https://www.beyotime.com/product/ST551-10mg.htm.

FORJELIASNT, LI LIS RTINS AS Hpuromycin S A puromyein, FHIEFITEANND. — L2, BITEANILIE
WirtE . FFRl e, AT LK SR A oL E 1 0emEF SR LT KKE 7%, — A5, puromycini BRI Ui RAT
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B 0] OB A AR 2.5 ml, SR 1% IR FL200p 3 R 296 FLAR H (R FLT-340.54 41 ), i idke o 7 B A Pl A
5. ZERmBHIEE:
a. W TZ AN, 7 LUEIET7 Endonuclease I (T7TEN#ET45E, ISR AL 4IDNA, #EsgRNA 751 Pl & it 514
HEATPCRY™ 1Y, SRJGHHATTIEIREY), HAKEES%2 = KHITT7 Endonuclease I (CRISPRZ:F: [X 9845 % 52 ) (D7080) B [
A 2 0 AR A IR B (D0508) st AT LA Ak AH 2 AR AR REAT A o
b. ST HRTREANM, W@ PCRY 1Y i sgRNASE [l (i 5: K 1 B AT o 0 e 1) 7 QAT 40 00E () B 1, 7] DA P AH B2 e

PREAT LI -
X~ m:

LIk AR a3
L00002-5pug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100pg CRISPR/Cas9 Packaging Vectors Set A 100pg/each

L00011-5ug pLenti-Control-sgRNA Spg
L00011-100pg pLenti-Control-sgRNA 100ug
L00013-5ug pLenti-GFP-sgRNA Spg
L00013-100pg pLenti-GFP-sgRNA 100pg
0222 T 2 -BE R 7 I (100X) 100ml
C0351-1ml Polybrene (Hexadimethrine Bromide) Iml
C0351-50mg Polybrene (Hexadimethrine Bromide) 50mg
C0521 Lip0293™# JLi 7] 0.5/1.5/7.5ml
C0526 Lipo6000 ™ JLi 5] 0.5/1.5/7.5ml
C0533 Lipo8000 ™% YLiz{ 5] 0.5/1.5/7.5ml
D0378 StbI3H 200ul
ST551-10mg Puromycin Dihydrochloride (FEM4 2% 2X) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride (FEM4 2 %) 10mg/mlIx5ml
ST551-250mg Puromycin Dihydrochloride (&M 2 2%) 250mg
ST1380-500mg Polybrene (>94%, Reagent grade) 500mg
ST1380-2g Polybrene (>94%, Reagent grade) 2¢g
ST1380-10g Polybrene (=94%, Reagent grade) 10g
FF345-10pcs 13k € 2%(0.45um/28mm, PES, Sterile, Sartorius4)-%%) 10/)M/48
FF345T-10pcs £ Sk € #%(0.45um/28mm, PES, Sterile, i [17)%%) 10/M/4%
FF345-50pcs 31 6 #%(0.451m/28mm, PES, Sterile, Sartorius/5i3%) 50N/
FF365-10pcs BeyoGold™4%] 3k i #%(0.45um/33mm, PES, Sterile) 10/~/48
FF365-100pcs BeyoGold™4%] 3k i #%(0.45um/33mm, PES, Sterile) 100/™/4:
FF375-10pcs BeyoGold™%} 3 JE4%(0.45um/13mm, PES, Sterile) 104/4%
FF375-100pcs BeyoGold™%] 3k JE #%(0.45um/13mm, PES, Sterile) 100/N/4x
FUF158-2pcs HAUEE (15ml, 100kDa MWCO, PES, Sartorius 7)) 24N /4%
FUF158-12pcs HEUEET (15ml, 100kDa MWCO, PES, Sartorius 7)) 12/M/4%
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