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ATG5 Human CRISPR Knockout kit via
CRISPR (Origene cat. #KN210563)
FUGENE HD Transfection Reagent
(Promega cat. #E2311)

Opti-MEM Reduced Serum Media
(ThermoFisher cat. #31985062)
Rabbit Polyclonal Antibody against
ATGS (Origene cat. #TA301481)

ATG5 HEK293T cell transient overex-
pression lysate (Origene cat.
#L.C401532)
pCas-Guide-EFla-GFP Plasmid
(Origene cat. #GE100018)

HEK293 4Af(ATCC cat. #CRL-1573)
SpectraMax® i3x ZINEERFLIRIFIRH
(Molecular Devices cat. #i3x)
ScanLater™ Western Blot #iIZR%E
(Molecular Devices cat. #0200-7027)
SpectraMax® MiniMax™ 300 ZAAfAY &
Z4% (Molecular Devices cat.
#5024062)

ScanLater: Eu-Streptavidin Evaluation
Kit (Molecular Devices cat. #R8200)
Scanlater: Anti-Mouse Evaluation Kit
(Molecular Devices cat. #R8201)
Pierce BCA Protein Assay Kit (Ther-
mofisher cat. #23225)

Puromycin (InvivoGen cat. #ant-pr)
TGX 12% SDS-PAGE Gel (Bio-Rad cat.
#1620174)

TransBlot Turbo Mini-size LF PVDF
membranes (Bio-Rad cat. #1620174)
Trans-Blot® Turbo™ system (Bio-Rad
cat. #1704150)

CRISPER L{E#2

gRNA sequence and scaffold

Guide vector

U6 promoter

Mye/DDK

Loxp
Donor vector

Loxp

v

Puromycin

=
PCR analysis Western blot analysis

E2 CRISPER/Cas9 SI#Z, HEK293 MMIIMSHRASEIER, £/ 1.0 ig/mL BREE
SRR NGO, (SRR I DNA FIE R, BEA PCR AIRBENDS)
1 T 45 IR0 NFIALR



FA

Ak 2

¥ HEK293 4 LA&FL 300,000 AT
HEEMIE Costar 6 FLAALRIEFARF. 4R
(1) #WmSHE K (AAGATGTGCTTCGAGAT-
GTG) MEARERBHRMMEM GFP BIHAE
HAEE, T8, = NINAMRE
pCas-Guide-EFla-GFP H{&3z %y, %K
BRBYRIA GFP fER¥ER4THl, 6 uL FUGENE
HD #4A7IF0 2 pg 2 DNA (3:1) FBF 4
i, AERKARKEE 37°C BB L
&, FTiA GFP BIH % ZRY4HAE A] LU
MiniMax cytometer FURBRNIBELEE
MitHE, ST LUEE R D
ITE, BRERETLUET SoftMax Pro R
it GFP FRMERYAERRER S B4R SRR LL
B,

HREBEIE

BLNAMEIEFRTEE 1.0 ug/mL FR
ERNEFRELPRUNEENER B RN
HERENE, AT, RFEHMAR, RER
A2 DNA MI2EH. EELH DNA #ixE
GENEWIZ fif PCR ST EERABANNE
W%, fEF Pierce BCA SRI&TE Spectra-
Max i3x RN LEEEERE, HFER
SoftMax Pro M — M FRBEERD T
“ZR,

T IZ ENIE

£ Laemmli #REHRPEHERMMAAE
¥, 7£100°C T&# 10 9%F, M CRISPER
{REBHIARREFI RV RIS 5 ug
M1ougMBEHR, EHRE 4-20% BIFHH!
B L, 1 SDS-PAGE, #AEfEH Trans-
Blot Turbo My#F3%, HEBHBZE PVDF
& ks

JBRERRTE ScanlLater %ﬁﬁ]%)%&'qﬂémﬂﬂ;
B 1/, BRLERIXIER, SEEF ATGS &5
WEIYIREI A RES BN — (&R 1)
Fr 4°C B3, A Scanlater j&RE A
WHE=IBLE, B ScanlLater Eu #Ri2
HZIARPERES 1 /N, XAV
EMHREILE L

“hEEEE, B ScanLater &SR
W3 IB, TR, EFPHERR ScanlLater
R ENITH N R SRR

B 3 pitEE R, HEK293 4AREH pCas-Guide-EF1a-GFP #{AF1 CRISPR/Cas9 T4 kit B%
PME, MiniMax cytometer FITF7ERBIZEIE (A) AR B ILEIE (B) IRENAMEAYE &, SoftMax Pro
REEMRBENEEMITE (C A D), BIHE GFP [HMARS AL EREHBRRMERN
13%.

CRISPR- CRISPR- E4miE E4miE
RIBRVAERE  RIERVARRE BI4RAR Spaifiiak
(10 ug] (5 pgl (10 ugl [5 gl

Vinculin . - - - 130 kDa

ATG5 g s - W 56 koo
- :-___A_ eoTl =

4 ATG5 RIEENTEIE, ATGS ZHTE CRISPER HIEMAMAMNRIAFAAEETIEHEMM, 10
ug M 5 ug B4R _E#EE SDS-PAGE B LitEE & / RER A, Vinculin fEANER LR ERRRIFZ
EEENEN, RBNTEAESHE Image J RFIHEFTHRE,

100
90
80
70
60
50
40
30
20
m 1 1
0

Negatlve Negative Edited cells Edited cells
ctrl (5 ug) ctrl (10 pg) (5 ug) (10 ug)

55 ATGS ERMEMFTE, E 4 PHREENTER KRS HE Image J R, DHZFFRE. ATGS
EE.E SHERREILEL RIS B EREXTEE, CRISPER fRiIBHVARAEY ATGS RIA—BURTIERE
£

% relative ATG5 expression



BRSO

#IBM SoftMax Pro B SHE Image J
B, BIFHERETE ATGS EHAME
XFRiK, Vinculin @— 117-kDa BRI
BRERQ, SHAR-ARMAR-ERERE
BX, ZEBENEENREER EHFE
SR

&R

MiniMax cytometer SREXFZRFNAEFE I
M EREMNEF, SoftMax Pro 4wl
UE S GFP PRIAI AR S S HIZRAEEK
2, TEFE 13% WERME (B 3),
PCR #irEF4H DNA #RKRMA, &
HEK293 4REFEMEMN ATGS KIFHITT
ERA/NEN (BIBRET )o
ESRENTE &, CRISPER fRiBHVARRE
53ERIBHZRAE ( BRIEXTER ) ¥ MTE ATGS
Kig R RHARRENEHRE (B 4).
£ Image ) R IHEERRTHRE,
S53E4mIER4BREAELL, CRISPER 4miEHY4R
FEEY ATGS EBFRIATIE 60% (B 5).

ISEes

CRISPER ERAREFRAFZEWE ML IEH
TARM ST URAREIRER, Spectra-
Max i3x ZINEERMFLARIEIRY LRI
R T TENRAFR. MNRAIVEREE
EHEFRIIN. £ MiniMax cytome-
ter, B AREILUEE LS RATICHILHRE
BEMHRIAR AN FERARPOT A EREY
K, Scanlater SZENT MRS R XIS
FRZE A0 CRISPER RiB IR TRURAG
MFEZE 2o

ESHENE
REEHMIE

— —in
[EL 1:2500 rabbit anti-ATG5 1:10000 Goat Anti-Rabbit
XFER 1:10000 rabbit anti-Vinculin 1:10000 Goat Anti-Rabbit

ScanlLater R ENHE R Ladder

1:10000 Eu-Streptavidin

SE R

[1] Lombardo, A et al. Gene editing in
human stem cells using zinc finger nucle-
ases and integrase-defective lentiviral
vector delivery. Nature Biotechnology
25.11 (2007): 1298.

[2] Barrangou, R. Cas9 targeting and the
CRISPR revolution. Science 344.6185
(2014): 707-708.

[3] Ishino, Y et al. Nucleotide sequence
of the iap gene, responsible for alkaline
phosphatase isozyme conversion in
Escherichia coli, and identification of
the gene product. Journal of Bacteriol-
ogy 169.12 (1987): 5429-5433.

[4] Barrangou, R et al. CRISPR provides
acquired resistance against viruses in
prokaryotes. Science 315.5819 (2007):
1709-1712.

[5] Barrangou, R et al. Applications of
CRISPR technologies in research and
beyond. Nature Biotechnology 34.9
(2016): 933-941.

[6] Liang, F et al. Homology-directed
repair is a major double-strand break
repair pathway in mammalian cells.
Proceedings of the National Academy of

Sciences 95.9 (1998): 5172-5177. [7]
Estep, JA et al. Immunoblot screening
of CRISPR/Cas9-mediated gene knock-
outs without selection. BMC molecular
biology 17.1 (2016): 9.

EBNFINE (LB) BRAQH
2EZIRSHL: 400-820-3586

L EIE: 86-21-3372 1088 f£H: 86-21-3372 1066
bt EBiE: 86-10-6410 8669 f£H: 86-10-6410 8601
FRER  EBIE: 86-28-6558 8820 f£H: 86-28-6558 8831
‘it HiE: 886-2-2656 7585 f£H: 886-2-2894 8267
X f£H: 852-2289 5385

www.MolecularDevices.com.cn

Email: info.china@moldev.com
ik EEHRKTXERILE 518 5 1 & 501 & 200335

sk L RHEPIXSRAREE 3 SHKEEMAE 612 & 613 F 100124

ik REHRIIXAEE 18 SEHAE 2208 £ 610016
ik BIEHAMKENAE LR 89 S 3 #
ik HEEPREFEREPISSEM ) ABRE21HE



