Figure S1. (A) Cell cycle distribution following treatment with various concentrations of neferine for 24 h, as determined via flow
cytometry. (B and C) Effects of different neferine concentrations on the healing and migration of head and neck squamous cell
carcinoma cells. "P<0.05 and “P<0.01.
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Figure S2. (A) Effect of neferine on the proportion of apoptotic HNSCC cells, as evaluated via flow cytometry. (B) Bcl-2/BAX
ratio as well as caspase-8, caspase-9, caspase-3, and PARP-1 cleavage levels following treatment of HNSCC cells with various
concentrations of neferine for the indicated time periods. "P<0.05. HNSCC, head and neck squamous cell carcinoma.
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Figure S3. (A) Conversion of LC3-I to LC3-II and p62 protein expression in HN30 and CAL27 cells following neferine treatment.
(B) LC3-II and p62 expression levels following co-treatment of HN30 and CAL27 cells with neferine and chloroquine. "P<0.05.

CQ, chloroquine.
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Figure S4. (A) Effect of chloroquine-mediated autophagy flux inhibition on neferine-induced apoptosis. (B) Effect of autophagic
flux inhibition by chloroquine on the cleavage of caspase-8, caspase-3, and PARPI. (C) Expression of cleaved apoptosis-related
proteins, caspase-8, caspase-3, PARPI, and caspase-9, following p62 knockdown. "P<0.05. si-, small interfering; CQ, chloroquine.

A HN30
. Control Neferine " Chloroquine Neferine & Chloroquine
10 ja1 Qa2 10 El] Q2 Ja1 a2
581 899 420 1.4 583 Ras]
108 4 ’ 108 | : 103 =
_102 _102 _102
o E o o E
10" 4 10" 1074
Jos a3 £ 3
100 122 TN 297 100 i 3 FR el 100 1#7 : T ." . 268 100 ; i .
10° 10" 102 10% 10* 10° 10" 102 103 10 10° 10" 102 10% 10* 10° 10" 102 10% 10
FITC FITC FITC FITC
CAL27
Control Neferine Chloroquine Neferine & Chloroquine
1 04 Bl Q2 1 04 a1 Q2 1 04 4o Q2 104 401 Q2
351 731 4.96 141 468 1.0 284 918
10% 1034 103
_ 1024 _ 1024 _102
o i o i o E
10'5 : 10" 10"
o4 3 Jos Loa3 Jos
100 849 . 4 100 . R I g 176 100 81.1 : T 320 100 57} : ) -
100 10" 102 10° 10* 10° 10" 102 103 10* 100 10" 102 10% 10* 100 10" 102 108 10*
FITC FITC FITC FITC
B c-Cas-9 c-Cas-8 c-Cas-3 c-PARP-1
2.0+ 6 * 49 2.5+
'_l* *
2.0 f !
2 1.5 2 = 2
[%] D @ 5
s c s c _
§ g 10l g g g 1.5
T3 2 2 2 104
© ® 5 =
o <
= 057 i & 2 05
0.0
Neferine — + — + -+ - +
ca - - + + - - + 4+ - -+ +
o5 c-Cas-9 _ 25- c-PARI:-1
* —
> 2.0 > > 4 > 2.0
c c = c
Eg 1.5 % % 34 % 1.5
= 0 2 2
O£ 107 = % 24 £ 1.04
[ o) °
T 0.5 T T T 05
0.0 0.0-
Neferine — 4+ — + - + - + - 4+ - +
cQ - - + + - — 4+ + - - + +
C c-Cas-8 c-Cas-9 c-Cas-3
34 . -
= 31
2 2+
3
o 2
2
T 14
& 14
0- 0-
Neferine — + — + —
si-p2 — — + + -




