Functional autophagic flux regulates AgNP uptake and the internalized nanoparticles determine tumor cell fate by temporally regulating flux
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   Supplementary Figure 1. (i & ii) Viability of MCF-7 cells after treatment with different doses of β-CD or AgNO3 for 24 h. (iii) Phase-contrast images of MDAMB-468 cells after treatment with 25 µM of AgNPs for 24 h. "Ctrl" represents un-treated cells. Scale bar- 100 µm. (iv) MTT assay analyzing cell viability after 24 h of treatment with AgNPs in MDAMB-468 cells. (v) Phase-contrast images of HaCaT and MCF-7 cells after treatment with IC50 dose of AgNPs for 24 h. "Ctrl" represents un-treated cells. Scale bar- 100 µm. (vi) Cell viability of HaCaT in comparison to MCF-7 cells after treatment of AgNPs (IC50 dose) for 24 h. [Symbol (*) represent statistically significant difference with respect to untreated cells.] (vii) Cell viability and intracellular ROS levels in MDAMB-468 cells post-exposure to AgNPs for 24 h, in presence or absence of CQ (20 µM). (viii) AnnexinV/PI staining representing percentage of apoptosis in MDAMB-468 cells post-exposure to IC50 dose of AgNPs for 24 h, as analyzed through flow cytometry. [The symbol (*) represents a significant difference with respect to untreated cells, (ns) represents no significant difference and (#) represents significant difference between AgNP and CQ+AgNP treated cells].
[image: image2.png]Supplementary Figure 2

@

C6(Green)

DAPI

Multi-sample : All Events

- Vit VIR
S Bl mcf7 6h ctrl
4 Bl mc17 6h cirl c6
= 1 ]
S 8-
= ST S .
10° 10? 10° 10% 10° 10°

FITC-A

Supplementary Figure 4

15
ooy
P
10
S5
o

@

Fold change
in Beclin (6hr)

Fold change
in Atg 3 (6hr)

Beclin-1

Atg 3

GAPDH

100

80

-~

60

40

20

o

ps
P
Crrl ss Is

n |60 kDa

Supplementary Figure 3

120- ns
I |
R 100+ xxx
£ 304
=
£ 60+
S 404
=
20-
0_
0 1 5 10 30
CPZ (uhD)
120-
ns
100- e ——
«
= 804
£ 60
E 40
O\o 20-
0-
0 10 20 40

2|

ocodazole (uMD)

ii
(L)
o S
=T 1.5
g
=
=] .'E 1.0
=23
0.5

23

- 0.0

259

&= = o
] = 154
T e
= 2° 104
= < osq
i — ]

= o0

Ctrl ss Is
Beclin-1
T —— e

Atg 3

GAPDH —— — .

60 kDa

40 kDa

37 kDa

% Cell viabili

% Cell viability

B ns Il

. 100 ) ’
oo
60—
40+
20
o4

0 20 40 60 100

1201

Genestein (uhI)

[ ns ']

100+ ; '
80
60
404
20-
oA

1] 20 50 80 100

Dynasore (uhIl)

Supplementary Figure S

Fold
change in ATGS

1.0

0.8

0.6

0.4

0.2

0.0

ATGS
33 kDa

GAPDH
37 kDa

Ctrl Si ATGS




                       
Supplementary Figure 2. (i) Fluorescent microscopic images of MCF-7 cells after treatment with free Coumarin-6 (C6). Scale bar- 200 µm. (ii) Flow cytometric analysis of the uptake of C6 after 6 h of exposure. 
Supplementary Figure 3. Cell viability analysis after treatment with inhibitors of different endocytic pathways for 6 h by MTT assay. [Symbol (ns) and (*) represent non significant and statistically significant difference with respect to untreated cells].
Supplementary Figure 4. (i & ii) Immunoblots showing expression of Beclin1 and Atg3 after 6 and 24 h of treatment with AgNPs. GAPDH served as a loading control. [Symbol (*) represent statistically significant difference with respect to untreated cells].
Supplementary Figure 5. Immunoblots showing expression of ATG5 after treating cell with siATG5. GAPDH served as a loading control. [Symbol (*) represent statistically significant difference with respect to untreated cells].

