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pLenti-ANKDD1A-sgRNA (ANKDD 1A [l 55 [ [ br) & — F A5 2 47 28 i 7 n] DA R 38 Cas9 H I 5E A [sgRN A Mlpuromycin
Ptk LR R . F T ZESh Y4 i o B 355 T CRISPR/CasOR AR R bk H 36 (K], 53 38 5 405518 5 5 5 56 T CRISPR/Cas9F;
AREi HRI3ER . AR sgRNAFIA 20 £ 485854 T7TERE FI5RAIE »

A RLAEA B O AmpPitE, 4K 2913,000bp. AR OCHE EIRE(E B 2% B A BURL AT B4 G A B T B A BRT i)
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 [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),

2 K [A) B 2 i 2L T CRISPR/Cas9 4% A [ ANKDD 1 A Z K] il B (1) J52 ¥ (L24330 pLenti-ANKDD1A-sgRNA)~ 1875 5 (L24331
ANKDDI1A Knockout Lentivirus). HEK293T4H if(L24332 ANKDDI1A Knockout HEK293T Cells). HEK293 T 4 2 ffi [ RIPA
ZUfAM(L24333 ANKDDI1A Knockout HEK293T RIPA Lysate) HEK293 TH 4 it i Trizol 34 f#i(1.24334 ANKDD1A Knockout
HEK293T Trizol Lysate)55 1™ i, EARIETEFE 20 Kk 25 1) BAE A ity I 00 i AR il

ANKDD 1 AZE R A4S B0 T

Species Gene Symbol Gene ID GenBank Accession Transcript

Human ANKDDIA 348094 BC101273 NM_ 182703

About the gene

Official Symbol ANKDDIA

Previous Symbol -

Official Full Name | ankyrin repeat and death domain containing 1A

Synonyms FLJ25870

Location 15g22.31
Gene Type protein-coding gene
Uniprot ID Q495B1

Pathway/Library others

ANKDDIA (ankyrin repeat and death domain-containing 1A), a new hypermethylated gene, which acts as
a tumor suppressor in GBM, especially under hypoxia. ANKDDI1A is located at 15q22.31 and contains
nine ankyrin repeats and one death domain. The ankyrin repeat is one of the most common protein -
protein interaction motifs in nature, and the repeat has been found in proteins of diverse functions, such as
transcriptional activator, transporters, inflammatory responses, and signal transducers. ANKDDIA
directly interacted with the hypoxia-inducible factor 1 alpha subunit inhibitor (HIF1AN, also known as
FIH1), which hydroxylates the Asn803 residue in the C-terminal-activating domain (C-TAD) of HIF1 a
and inhibits the transactivation function of HIF1 a . FIH1 binds to von Hippel - Lindau (VHL) tumor
suppressor protein, which also functions as a transcriptional corepressor inhibiting HIF-1 «a
transactivation. The regain of ANKDDI1A expression resulted in reduced transactivation function and
stability of HIF1 a , which suppressed GBM cells from adapting to hypoxia, inhibited cell autophagy and
induced apoptosis in hypoxic microenvironment.
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15 B A R EEE TR, 7T RLTT T 2E 2 K ) Lentivirus Packaging Vectors Set A (L00002), fifipMDLg. RevflVSV-g.
T4 B 37 i B CRISPR A Bl s b FH () sgRNAZRIA FURL IV g ], AT IR R 3 5 REIARR 55 service@beyotime.com.
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a.

P3G U B A TR AL Stb13 /RS2 A A1 M B & MRS A, AmpHitE, BEAT BRI /N E . R EUK E R
JE T R8I,

W5 FhERARAS I TR AT A B Y5 PCR K J7 125317 %52, Forward primer’ J5'TATACGATACAAGGCTGTTAGAGAGS',
Reverse primer 45’ ACTGTGGGCGATGTGCGCTCTG3', PCR#)%14700bp. W alit— 5%, W5 54 hUe,
Forward  primer A  5'ATGGACTATCATATGCTTACCGTA3' . ke X B A A
ATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAA
CACCGNNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAA
CTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTG. HHNNsgRNAF 5.

2. RREREERE:

a.

b.

IR B8 T8RS A M HER293 T4, 24/MJE1:34E = 10emBEFR 1L, 37°C. 5% CO & F4b24/ Nk, E 5%
JE MR R AR 7R — A UL F S B TR S e R, SURE L.

PBIRE A X T10emif 7710, 7ESOOWIAS & B4k 2 AL MDMEME; 75 (F DM EM B AEDMEM ) ) 8 Opti-MEM®
Medium ' JI A A sgRNA G . pMDLg. Rev. VSV-gZr5l N10ug. 6.5ug. 2.5ug. 3.5ug, IRAIEIMAN— & &E 4550
R IR AW e Yt 4 37 4 FH Lipo293 ™% LR 7(C0521) - Lipo6000™% 4L 7(C0526) Lipo8000™%% 4L 7 (C0533)
BB AE IR G, B Gl IR 228 e s i Jeiakm) 00 7= it B BH 15 o 3% L J5 24/ NI FH48 /N 1T R R CER B 77 13
FIEH0.45um S S IE AT IS UE, 1% BIE SRR, WTEEMH . RIET 925 -80°CIRAE .

S8 B AU A T R T B R S e RS RS, T LAAE FH 100k Da F IR HEAT R 46, 28 £ K A JE Y (15m], 100kDa
MWCO, PES, SartoriusZ}%%) (FUF158)2¢Amicon® Ultra-15 Centrifugal Filter Unit (UFC9100), 4°C. F%H&HE# 1) o i 5
O30 AT, BT T L0400l 1R FRIR ARV . 9 BRI AR TP LAy 34 )5 -80°CIR AT

3. RREHIRGE:

a.

B 5€ puromycin R eI AR GL 40 4% — & %8 BEAR A2 1241 824 4L, 44180, 0.2, 0.5, 1. 1.5 2. 3. 4. Sug/ml
TXHF (1% B 4 L 0T puromyein PRI BBURE I, HEFE S FH 35 22 K I Puromycin Dihydrochloride ("% %5 %) (ST551). PR 5 4H
Jif 4 8 AE T R B AR BE B O 1% 4H L 1Y) puromyein B 8 W B2, RAA B RS H B 2 R M A B

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

1590 R IR 15 SCI 75 EOR AR AR (A 124L8R), A A L2 R FEAI50% A Bl . BB AR A AL, o 2 Ak
RIR R . 37°CREFRIS G, B3R N 5~10pg/mlffPolybrene(C0351/ST551). i #5 UL AT, M -80°CUKFIEL i 5 J5
VKR, 278 O SC R B AR TS 045 B IMOME I & S 2, X T ARIRAAIIWE R, 7T PLERA%0.5ml/ LI A4
L, 0T IRAE SN E T EE, —AL00ul/LEI0T TUC A B, M), 37°CAREER . WRJE, WEREHEEMHE:
W WL S — E WK B puromycin G FRIGIEAT 1%, —MImIE2R )G, ARG AN MIZHAE L, A2
HAFIE LB, AURT DASCER 70 0 A H B0 2 3 ) R kAT L e s BE IRk R b, W] LK 4l R e 22 6 4L AR B 1 0cm
B FRIMEATY RE: 7. — )G, puromycinK R W AAT 06 B J 4 ] DU DR 40 M ke 222,50 /ml, SR )5 1184
FL200p R0 2196 FLAR H (FEFLT-250.5 M), o7 ide B v B A bR o i BRI G 1 77 125 1] 25 Polybrene (C0351) 145 F 6 W%

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

b.
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RS G LR R H B R A0, 136 FHLipo8000™#%% 44 7f1)(C0533). Lipo6000™%% 4L i 71)(C0526)ml H & £id M) % G4ik
I, E K JL 20 i 1 20 B 25 2 R e Gk 7 ot

i 7€ puromycin P T B . A d% — 2 % FERITE 124182441, #4180, 0.2 0.5, 1. 1.5. 2. 3. 4. Sug/mIXFERIK
JE R A X puromycin I BURME,  #EFE S 28 = K ) Puromycin Dihydrochloride (P85 2) (ST551). 5K )5 41 il 4= ¥ %L
TS B AR UK E BT N % 40 ML 9 puromycin §f %k VR E ., B kb B B % B E R % T WM U
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c. FEYLIEZ148/N, F5 IR ARSI ZR1S I puromycin i & ¢ B N\ puromycin, JFIERHMEAIME. —MIFIE2 KRG, FIPEGNAR
Wist X, HEFRd R, W LK 4H M A e LR 1 0emBE FR LI ATY KIEFR. — )G, puromycini FE A&, WA &
B 80l DOE DK A AR 2225 ml, AR5 % B FL200p 3R 296 FLAR Hh (B LT 20,54 ), i i B v B A P A

5. EEMERILRE:

a. X TZyfEAM, v LLUEIET7 Endonuclease I (T7TEDHAT %55E, IR ZERIZIDNA, #EsgRNAJTHI A5 514)
BHATPCRY 1, SRIGHHATTIEIRGY), HAKIES %2 = KT Endonuclease I (CRISPRZ: 3 [A 7845 % 5 ) (D7080) k3 [A]
2 G A A A £ (D0508) s AT LIE I AR N A LR EA T 4G 0
b, AT TR, FES PCRY 1 HisgRNARE ) (1) 55 (R F B 5 475 B0 1) 7 SCHEAT B0AIE [ Bt ] LA P A S (9 e

PRBEAT R
X/

e ) LEE=LS 2k
L00002-5ug CRISPR/Cas9 Packaging Vectors Set A Sug/each
L00002-100png 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
C0526 Lipo6000™#% L i 7] 0.5/1.5/7.5ml
C0533 Lipo8000™#% 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 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%) 10/M/4%
FF345T-10pcs £3L 8 2% (0.45um/28mm, PES, Sterile, 3k 1 733%) 10/M/48
FF345-50pcs 13k € #%(0.45um/28mm, PES, Sterile, Sartorius 5 %%) 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#%) 124/4%

% K/Beyotime  400-1683301/800-8283301

Version 2020.12.09

L24330 pLenti-ANKDD1A-sgRNA 3/3


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

