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Figure S1 Particle size distribution of NK-NVs loaded with SRB by different methods (A) or ratios (B).
[image: ]
Figure S2 Evaluation of SRB sensitivity in HepG2 (A) and SNU398 cells (B).
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Figure S3 Characterization of the drug-resistant phenotype in Huh7/SR cells. (A) The expression level of ABCB1 in Huh7/SR cells was detected at the mRNA level. (B) Western blot analysis of P-glycoprotein expression in Huh7/SR cells.
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Figure S4 Effect of NK-NVs. (A) Analysis of gene expression changes in major categories based on KEGG data from NK and NK-NVs. (B) Cells (SNU398, BXPC-3, MBA-MD-231, SKOV3) viabilities after treated with free SRB at different concentrations.
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Figure S5 In vitro anticancer treatment. The killing efficacy of NK-NVs loaded with SRB using different methods (A) and ratios (B) against Huh7/SR cells. (C) The killing efficacy of N against Huh7/SR cells at different doses and time points. (D-E) Viability of two drug-resistant cell lines (Huh7/SR, SNU398) following 48h exposure to graded concentrations of NK-NVs-SRB. (F) Effect of inhibiting NK-NVs-SRB internalization with MβCD on cell death.
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Figure S6 Flow cytometric detection of NK-NVs-SRB-induced damage to normal hepatocytes.
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Figure S7 Detection of whether NK-NVs-SRB is recognized and extruded by the efflux protein Pgp via flow cytometry (A) and Western blot (B).
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Figure S8 Knockdown efficiency of AKT1 in Huh7/SR.(A) qRT-PCR. (B) Western blot.
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Figure S9 Effect of the SRB and LY294002 combination on ferroptosis in Huh7/SR cells. (A) Fe2+. (B) MDA.
[bookmark: _GoBack]


5

image7.tiff
Ctrl

NK-NVs

SRB
SRB+Verapamil
NK-NVs-SRB

NK-NVs
SRB
Verapamil
NK-NVs-SRB

pGP

Oh 1.5h 3h
93.6% 89.6% 86.0%
‘ 93.9% L 92.1% ‘ 84.0%

—> —>
L 962% - 94.7% B 87.0%
- 1 95.5% - _‘ 94.6% - L 94.1%
‘914% ‘ 84.7% A 781%
(o]

| 185kd

et _ sk

Relative pGP expression





image8.tiff
r 1
0 e 0 o
- =] =

_o>o_1 uoissaidxa
usjoud 1)V aARelRY

24 & 0%

%

«s“-
o

¢,

4
N
<

N
P il |
%

N |

Q

% i

%}

« & < 2 & 8
|oA9] uoissaidxa
VNYW 1MV aARe|9y

p-actin

AKT




image9.tiff
NK-NVs-SRB
SRB+LY294002
SRB

Ctrl

0

Huh7/SR

FeX* (umol/10%)

Huh7/SR
NK-NVs-SRB | o }
*
SRB+LY294002 I#
] **x
SRB ns

Ctrl

0o 1 2 3 4
MDA (nmol/mgprot)




image1.tiff
<

Co-incubation

Extrusion

Electroporation

g 8 @2 2 » °
(Quadaag) Aysudpuy

0w g ©

& | 2
(Qudd1g) Ayisudjuy

==

LI

e e © o
(QuadIdg) Aysudjuy

100 1000 10000
Size

10

1

10 100 1000 10000
Size

1

1000 10000

100
Size

20:1

10:

1:1

T T
1000 10000

!

Size

| s S e—
2 o ° °
a

C:mu...,.o&v Qm:&:—

wwumwo.1

(Quad1dyg) Ayisudjuy

100

o 0 o w °
&

Aa-.m:w.cib_u:o«:—

Size

ize




image2.tiff
Survival rate (%)

HepG2

SNU398
100+ 150
80 5
601 1C50=2.26 & 100 I1C50=18.50
I S g
40+ =
-E B0 e N
20 5
D . &
0 T ! 1 0 T T T 1
0.0 0.5 1.0 1.5 0.0 0.5 1.0 15 2.0

Concentration of SRB(Log) Concentration of SRB(Log)




image3.tiff
Relative ABCBI1 expression
2

*k

Huh7 Huh7/SR

150kd

45kd




image4.tiff
secretory granule:

extracellular matrx
collagen-containing extracellular matrix
secretory granule membrane
endoplasmic reticulum lumen

vacuolar lumen-

azurophil granule:

primary lysosome:

Iysosomal lumen

endoplasmi eticulum chaperone complex
‘molecular_function

cation binding

‘metal ion binding

transcription regulator activity

transcription cis-regulatory region binding

RNA polymerase Il transcription regulatory fegion sequence-
X specific DNA binding

DNA-binding transcripion factor actvity

inding transcription factor activty, RNA polymerase
X Ispecific

'DNA-binding transcription repressor activity
DNA-binding transcription repressor activity, RNA polymerase
1l-specific

[ B3
1o
1o
K3
K]
1o
Is
15

1 Category

[T ES | BQ
B B«
s o SNU398
e

e
s

“rogrammed cell death

cell population proliferation
regulation of cell death

regulation of programmed cell death

1 MBA-MD-231

ol activation ivolved in fmmune response.
leukocyte activation involved in immune response:
myeloid leukoeyte ativation

extemal encapsulaing structure organization
extracellular structure organization

extracellular matrix organization

1000 2000 3000

90

80

70

SKov3

60

5 50 100 150 200
Number of DEGs




image5.tiff
[0 SRB

Extrusion

-]
°

Co-incubation

Electroporation

Cell killing rate (%)
N S

NK-NVs-SRB

D
NK-NVs-SRB
120
oo
o 100- |
< 80— . 2
£ -
,‘_§ 60 4
B 5
40—
3 10
© 2
0=
6h 12h 24h 48h
Time
F
SNU398
150
o 1
=
g 2
‘é 100 3
& 4
E 50 s
=
P
Q
o_

1 2 3 4 5
Concentration of NK-NVs-SRB(npg/mL)

100

Cell killing rate (%)

0-

80

60

40+

20

1:

1

10: 1 20: 1

Ratio of NK-NVs to SRB(ug/mL)

-

=)

1=
]

80

60

40

20

Cell killing rate (%)

150+

-

=3

=]
1

Cell viability (%)
a
1

Huh7/SR

1 2

3
Concentration of NK-NVs-SRB(ng/mL)

4

5

ns
[
o

*
i
i





image6.tiff
Ctrl

NK-NVs

SRB

NK-NVs-SRB

YS85-PE-A subset
261

YS85-PE-A subset
379

Count

PI

YS85-PE-A subset

—_—

YS85-PE-A subset

—_—

Mean fluorescence intensity





