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Ad-mCherry-GFP-LC3B

7 g S R %
C3011-1ml Ad-mCherry-GFP-LC3B 1ml
C3011-10ml Ad-mCherry-GFP-LC3B 10ml

FEanE T

» Ad-mCherry-GFP-LC3B, Hladenovirus expressing mCherry-GFP-LC3B fusion protein, @&—#A] PZRiAmCherry-GFP-
LC3BREAHE FABYHEE, AT DA T s 45 3 T4 B W (autophagy) A,

> LC3ZEERE B W CHE I ATGSTEM LA I RIE & H ., LC3HR A 01 %5 A microtubule-associated protein 1 light
chain 3 (MAP1LC3), LC3EHRIEMIELC3A. B, CHIGABARAPHFW K%, HH X FLC3BIWHFE N 12, FIHAHNIE,
LC3B#IN N2 4l E W5 S @ rs i i S bR B Y, LC3BR —/NEA 125N R AR ED, EEAGKG, WAtgdfT
FRUIMARR T Clm22 2B R EH, MIMRBREHCHHER, AMHEEmZAREERLCIB I, fE40ME AR, HC
vt R Be I H R RAE — DRIz B2 B2, PAATG7NEIMEIER(E1-like activating enzyme), BPAATG3NE2REZE G (E2-
like conjugation enzyme), PAAtgl2-Atg5-Atgl6®E &Y NEINEERERG(E3-like ligase), ECUHH &R LMtz FARRE 1
ft% (phosphatidylethanolamine, PE)ifi ik & LC3B-PERILC3B 11, 5 M@ M LC3B IA[E, LC3B IIE N T H Wik
(autophagosome) KA IRFISMEE b 16 H RS ARAR S S, BWRSME ERILC3B IIHAtg4FrEgYI, 1B WA P i
LC3B IINIAR RN E A BG4, RELC3B IILLLC3B 1M FRZEK, (HHTHEMRAEKE, 7ESDS-PAGEHLIKAT,
LC3B IILKLC3B LESMAE M, HERWS 7R&2HIH14kD16KD, HEE(Autophagy) & —Ri ek b b & AR SF i A B A G
W I AR ES o B S AR 7 ARARENR TR, BRS ZAMEBRINREA X, TEVUHSE ARIRIREE SR T, i B ke 2 R
SR H ANy, AR A R AERE B IR AR, (REAYMRIAEREE . AR IR = A N, BT E S
AR AR, AR TIEROR, ABHERE, RE AR SRR YIR R, T4 B W AE A BN B AR T #E AR

» Ad-mCherry-GFP-LC3BZ# A K BT R NELMFRRE, BEEREBERMEFEURIILAIENEAMCherry, GETNL
EHH(GFP)MLC3BHRIAEN, EMHARMNL ARSHERE, nl DU TR B v,

> HE/NMAESEBRARMEEES, BIANNREIRRS SBGFPRIEEK, X NIBEEGFP-LC3BRI4HME M 3 T #E
mCherryg—Hk B FEE MM (mushroom coral) (R RLL B EEH, MHEH5GFPHITLCIBIFEARCN, 1£GFPHIARN
RERYEIRBEFT R KB LT, Al AR AL B mCherry R H BRI E MMM AR Y . Rk, @ RERiEmCherry-GFP-
LC3B&EH, nPAEEARUHIBE: BV, £HAd-mCherry-GFP-LC3BAMH & B 4IfG, fEIEAWERIIEN R, ®CTMEE
FmCherry-GFP-LC3B PATREU 5 (.75 K (mCherry FIGFPILE & RUR) I RN IE A T A+ Wi BREN ~, SRR
TmCherry-GFP-LC3BISRETE HMEARE I, DB B A pE AR K (LC3B dot or punctae); X BWASTAIHARS S,
[RIGFPZE S 38 532 I PALT B s T SRR BN H K

> BORSREAME IR RIK, BEASSHARNADNAESA, ReEA TREREMIK, A R RRNIMIE, BRERIEN
EEFEADTFIR, RNEEAALSNERERIENEATRR, BH10-14K5RE & HNRIXRATRES K KIBE,

> BERRMAJ-mCherry-GFP-LC3BRA T AN ELSF R EAMRSHA RS, B ENAMGEARRE T MEH, Mmin]
DA R A = S AE TR R A P i XU

> ARFEEAT DIERIAEIHEK293A, HEK293% /@ 44y 1,

> RFEFEITEE >1 X 108 pfu/ml, fFFRA] PAZER108 pfu/mUH T8, 0SR20 MOLRI6FLARMIZMME, LS50 4HfEit &,
HEFA AT DURE10M L, anSR%H820 MOUR G 24 LR IR, SFL10G MR E, S22 AR 3T DUEES50 ML,
WRMOMESR =, WIFHR AT DUBRRAIFLE S IB/D; AnSRMOTERE, TR R AT DU AT FLER S,

ZESEEh
7 g S iRt (2E
C3011-1ml Ad-mCherry-GFP-LC3B 1ml
C3011-10ml Ad-mCherry-GFP-LC3B 1mlx10
— TiHHH 1457
REFEM:

80°CRAE, —4EAR, -20°CIRIE, 121N APER, 4°CHA7, —RNERL
FEEI



> REFMIFEHOREFRE, WaLEEEREIART G R E . WERE, MRE—ANEMH, AJRURET4°C, WR-80°C

CRAFIN RS —4F, ATRESR SEGRME TR, I H e w5,
> BRI LM I CARSZ AR, TERHIALUE FI 4N A sl 2 AT DAR b 55
> IRREA A RRAERCRIESE TR,

Species Cell line Origin Transduction efficiency
293 Embryonic Kidney 95%
MCF-10A Mammary epithelium 51%
MDA-MB-231 | Malignant breast cancer cell 72%
HepG2 Hepatocarcinoma 70%
T24 Transitional cell carcinoma 37%
Human | TCCSUP Transitional cell carcinoma 53%
PC-3 Prostate cancer metastases site 67%
DU145 Prostate cancer metastases site 86%
LNCaP Prostate cancer metastases site 69%
Jurkat T cell leukemia 2%
HRT Rectal tumor 5%
MT1A2 Mammary tumor transformed with SV40 T antigen 92%
NIH 3T3 Mouse fibroblast 12%
. WEHI Fibrosarcoma 10%
Murine ]
AML12 Liver 28%
MS-K68 Spleen 48%
EL4 T cell 2%
FBRT HE1 Fetal retina transformed with Had5 E1 90%
MDBK Kidney 70%
Bovine | FBK-34 Kidney transformed with BAd3 E1 25%
BT-5705 Turbinate 28%
EBL Embryonic lung 8%
FPRT HE1-5 | Fetal retina transformed with HAd5 E1 91%
PK-15 Kidney 76%
. PK-M12 Kidney cell transformed with SV40 T antigen 71%
Porcine -
PT-K75 Turbinate 22%
EPL Embryonic lung 53%
SBC-1765 Derived from buffy coat cells 73%

> T ARG AR, B A O MOTE (AT A EI100. 2005k 500MOT) [7] i i 25 23 i 4eik 7l Polybrene  (JRIKE2~4 1
g/ml) DAFR i s 2 R,

> AP E R ETE AP R AR ) o AR 7 2% Biosafety Level 1 (BSL-1), {&AMMSIER T
2SR A B9% (Not known to consistently cause diseases in healthy adults), FJ DA% HLUHZE PrSL 56 S E 2
K T7H#AE (Standard microbiological practices).

> APERAURTEW A RIRAIRH, MIHTIRRZEEIRT, MIHTRMEZ N, MIFRTEEEEN,

> NTERZRMERE, EEERIRGFR—REFERE,

fEFEA:
1. BRI :
RPN AT TR FIMONER AN AR, AR A B 25 R e ah 2 EId SC R il e B EE AR A+
a. AifERE IR (LAGfLARNTHIT3AU N B, HER IR IR S 5 o fLGHEITHRIE) . RESRAT— RAE6FLARH BAS X 10°/ LR
NIH3T341f, #FFLINA2mIsE 557K (B AR AR AR IR A KR T E), 58 R S R i A
FN2150% KA,
b. #HMOI 43792, 5. 10, 20, 40, HHEMFEHRER, HETEESHHR2,

UK B EE, IRAEER.

d. M FRRE R ofLi, fEEMEBE MIE LIV AE K RAF. IRFFIAESRE, SLIMAL2mISERRE IR, FE0 500
NFPEMOMERYRER, [FIRIRERIMAMRZ ML IR, JUR R R W SRR I AR &/ D A B IR, DA
TRTHR B RRERRCR X TR IRAT LB N 22 f LM, BIANO6FLARANA8FLAR, AT DASEHE S 2 HI B 37 B 2 AT R AYMOI
EVEREY) /1PN

e. BRJELI24h, BRESHEWEFAIERR, BLMA2MIBFTERISEREIRN, WO 240 E R E AR TOEE A RIK

o
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HER(ZEFEEL, UAREEZMARE R, 7O0RE BBRRCRE T IO S MOMEMBSR S N Ry B A5,

TEL: A NZHAR B W O AR RCR B E G, JEHZI20-70% AR & R DU T BRI, BRI & A 5
AR T A

2 JEE AR S RAAIIEE 24/ N BT AT EIROE & A RIAAT I, 48/ NN ZE A A RERATRIARR,

3 N T RRYR S S HBIER AR SRR, AT DA IR 6-12h SR sl ) 52 2 BRI

K1. Ad-mCherry-GFP-LC3BRAIMIAIRRE, A, B, C. D, EFIFIXNAd-mCherry-GFP-LC3BHI7EMOIE 0,
2. 5. 10, 2040 EAENIHIT34NE48h/GHISHHRCRE ., MR, SOV REMEHIZOER A

2. BRI, 5T ERISOLISE
RICPIRL, RIFR R TR SR, &Y R ME S B W (W EBSSECH 401 B WHUE AL FRAE), BEJGE ATAEZO0 WA R %
LC3BHIZ AL Lo

EIES

1. Il e (s ) 22 v

a.

g.
h.
2. Wi

RN —MEX 2 2 iR e, REMRRFERNAERREARBEHANE FAMERHAS, WAXITEMRANETER, B2
TR BAATREATETEAE YA fa R, T T U0 A & TR B IR AR A RLAF 0 B R ARITE, AR SEaR rh ™ A 2 IR LT O 225K kAT
BfE, BRAMHKNELECDCHNAEY X 2ERNAERESHIFPERSENERL, LA LB A TKH
51: https://www.cdc.gov/labs/pdf/CDC-BiosafetyMicrobiologicalBiomedicalLaboratories-2020-P.pdf ,
oS B AR I LG AR G B M) 2 e, AR BROR B I A2 RFR A AE . WA @ TIE a8 R
B, WEAZTHEXWL, DU RO A] BB TS R B A A1 R TH KA SRR A
KIRERIEIN DB ME— M 7. D=, FRERFENRTIINLRMR, &% A EREMNS, F5 A Rt n
W, IR TIR AR,
PR EN T NOEE, AZEPARFE, RN ES TAEGSRE BRI EAWEE SR, 1E2HA70% R
2% SDSIARIEH T 19, B RECHL B 1254,
MRFEEL, NAEAZEMFREOE, s NEEREEL, REFERZIINEOL,
FH R SRS U RO DU AP B8 7 R SR el o SR R iR, I 70% S Pl BRES SR Bl 77 iR S MEE 5 31 .6 8
WA, BT AR 6 A, H70% RS BRI A,
FRABORES RIS RIRE K, BOLE. (L, ). WEFRm. T8, 1ERFFH1EH 84N RE2%SDSIRIEE KR,
it FER, AERSEFREENT,

FEMOINIHR

MOI (Multiplicity of Infection) & X : JRE AN, JREEE S Mg HUE,

Pfu (Plaque forming units) & X : BAEYTEEIREIREE,

A DURIEIT R AT B pfu:

& pfu=40fud & X MOI

B, FEFLX 10942 MOIRE ., BIFT T pfu=(1 X 10° cells) X (2 MOI)=2X 105 pfu, # & BHEHE N1 X
108 pfu/ml, WILHRERESEMR A BN (2 X 105 pfu) /(1 X 108 pfu/m1)=0.002mIEEHRHE, RI2ulkEHRHE,

iRl EML2FRNEIRESHIFEXR

Table 1. Summary of Recommended Biosafety Levels for Infectious Agents

BSL Agents Practices Primary Bar?lers and Facilities .
Safety Equipment (Secondary Barriers)
1 Not known to consistently Standard B No primary barriers | Laboratory bench and sink
cause diseases in healthy microbiological required. required
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https://www.cdc.gov/labs/pdf/CDC-BiosafetyMicrobiologicalBiomedicalLaboratories-2020-P.pdf

adults

practices

B PPE: laboratory
coats and gloves; eye,
face protection, as
needed

human disease

B Agents associated with

B Routes of transmission
include percutaneous injury,
ingestion, mucous membrane

BSL-1 practice
plus:

B Limited access
M Biohazard
warning signs

B ° ‘Sharps’’
precautions

M Biosafety
manual defining

Primary barriers:

H BSCs or other
physical containment
devices used for all
manipulations of
agents that cause
splashes or aerosols of
infectious materials

exposure any needed waste | B PPE: Laboratory
decontamination | coats, gloves, face and
or medical eye protection, as
surveillance needed
policies

BSL-1 plus:
M Autoclave available

3 | potentially lethal disease

of exposure

Indigenous or exotic agents
that may cause serious or

through the inhalation route

BSL-2 practice
plus:

H Controlled
access

M Decontaminati
on of all waste

B Decontaminati
on of laboratory
clothing before
laundering

Primary barriers:

B BSCs or other
physical containment
devices used for all
open manipulations of
agents

B PPE: Protective
laboratory clothing,
gloves, face, eye and
respiratory protection,
as needed

BSL-2 plus:

B Physical separation from
access corridors

M Self-closing, double-door
access

B Exhausted air not
recirculated

M Negative airflow into
laboratory

B Entry through airlock or
anteroom

B Hand washing sink near
laboratory exit

which post high individu

there are no vaccines or
treatments

4 | W Agents with a close or
identical antigenic
relationship to an agent

level
M Related agents with

B Dangerous/exotic agents
risk of aerosol-transmitted

laboratory infections that are
frequently fatal, for which

requiring BSL-4 until data are
available to redesignate the

unknown risk of transmission

al

BSL-3 practices
plus:

Bl Clothing
change before
entering

B Shower on exit
B All material
decontaminated
on exit from
facility

Primary barriers:

B All procedures
conducted in Class III
BSCs or Class I or IT
BSCs in combination
with full-body, air-
supplied, positive
pressure suit

BSL-3 plus:

B Separate building or
isolated zone

H Dedicated supply and
exhaust, vacuum, and
decontamination systems
B Other requirements
outlined in the text

BSL, biosafety level; PPE, personal protective equipment.

P P
7 S 7 AL R (2B
C3006-1ml Ad-GFP-LC3B 1ml
C3006-10ml Ad-GFP-LC3B 10ml
C3011-1ml Ad-mCherry-GFP-LC3B 1ml
C3011-10ml Ad-mCherry-GFP-LC3B 10ml
C3012-1ml AdPlus-mCherry-GFP-LC3B 1ml
C3012-10ml AdPlus-mCherry-GFP-LC3B 10ml
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Yu P, Zhang C, Gao CY, Ma T, Zhang H, Zhou MM, Yang YW, Yang L,
Kong LY. Anti-proliferation of triple-negative breast cancer cells with
physagulide P: ROS/INK signalingpathway induces apoptosis and
autophagic cell death. ONCOTARGET. 2017 Jul 17;8(38):64032-64049.
Peng Y, Qiu L, Xu D, Zhang L, Yu H, Ding Y, Deng L, Lin J. M4IDP,a
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coloncarcinoma cells via blocking

role manganese-induced  autophagy
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SQSTM1 is required for bile acids-induced mitophagy in cholestatic
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induce autophagy of HepG2 cells through the activation of
AMPK/mTOR pathway. Environ Pollut. 2018 Oct;241:1091-1097.
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Autophagy and Apoptosis through AMPK Pathway in Human Glioma
Cells. Am J Chin Med. 2019;47(6):1405-1418.
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promotes hepatic differentiation of hepatic progenitor cells by
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manganese exposure in SH-SY5Y human neuroblastoma cells. Food

Chem Toxicol. 2019 Feb;124:336-348.

autophagy dysfunction during

Yang X,Gao J,Guo J,Zhao Z,Zhang SL,He Y. Anti-lung cancer activity
and inhibitory mechanisms of a novel Calothrixin A derivative. Life
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induced photoaging inhibits autophagic degradation by impairing
lysosomal function in dermal fibroblasts. Biochem Biophys Res
Commun. 2019 Oct 22;518(4):611-618.

Li R,Du JYao YYao G,Wang X. Adiponectin inhibits high glucose-
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