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Figure S1. Inhibition of cell proliferation in lung cancer cell lines treated with indicated concentrations
of RESV alone (green) or in combination with (24R)-1,24-dihydroxycholecalciferol, (24R)-1,24(OH)2D3
(PRI-2191) (100 nM) (black). Error bars represent the standard error of the mean.
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Figure S2. Representative histograms of cell cycle analysis of lung cancer cells treated with PRI-2191
(100 nM) and RESV (20 uM). Data were analyzed using Flowing Software v2.5.1.
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Figure S3. Flow cytometry cell cycle analysis of lung cancer cells after treatment with PRI-2191 and RESV. PRI-
2191 was used at a concentration of 100 nM and RESV at 20 uM. Data were analyzed using the Flowing Software
v2.5.1. *Compared to control (untreated cells); **compared to control and PRI-2191; **compared to control, PRI-
2191, and RESV; “‘compared to PRI-2191; #compared to RESV (p < 0.05, One-way ANOVA with Tukey’s Post-Hoc

with multiple comparisons).
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Figure S4. Induction of caspase-3 activity in lung cancer cells by PRI-2191 and RESV. RESV was used at a
concentration of 0-75 puM and PRI-2191 at 100 nM. Cells were lysed and the substrate (Ac-DEVD-ACC) was
added to cell lysates. Fluorescence was measured with time, and kinetics was calculated as RFU/min. Data were
analyzed using Gen5 2.09 software. *Compared to control (for PRI-2191 alone); **compared to RESV alone (p <
0.05, Student’s t-test, RESV at the indicated concentration was compared with the corresponding concentration of

RESV used with PRI-2191).
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Figure S5. Western blot analysis of SIRT1 expression in lung cancer cells treated with PRI-2191 (100
nM) and RESV (20 uM). Cell lysates were subjected to SDS-polyacrylamide gel electrophoresis and

analyzed by Western blotting. Actin was used as a normalization control.
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Figure S6. Western blot analysis of (A) p53, and (B) p21 expression in lung cancer cells treated with PRI-2191 (100
nM) and RESV (20 uM). NCI-H1299 and NCI-H358 are p53null lung cancer cells. Cell lysates were subjected to
SDS-polyacrylamide gel electrophoresis and analyzed by Western blotting. Actin was used as a normalization
control. Representative blots are shown. The numbers above blots indicate the mean intensity ratio of the given
band normalized to corresponding actin. *Compared to control (untreated cells); **compared to control and PRI-
2191; *compared to control, PRI-2191, and RESV (p < 0.05, One-way ANOVA with Tukey’s Post-Hoc with

multiple comparisons).



A-427 A549 Calu- HCC827
PRI-2191 - + - + - + - - + - + - + - +
RESV - - + + - - + - - + + - - + +
060 325 291 339 015 059 019 098 139 026 276 3.49
R i
006 024 076 130 108 059 060 237 23 108 170 134 019
RXRa "‘"‘“""“.o -
012 025 027 033 050 055 070 085 127 176 230 134 183 134 189
VDR S e -
B-actin T ——— —— T — ———— —— —
NCI-H1299 NCI-H1581 NCI-H1703 NCI-H358
PRI-2191 - + - + - + - + - + - + - + - +
RESV - - + o+ - - + o+ - - + o+ - - + o+
038 062 037 031 064 052 048 044 060 060 063 048 009 064 007 160
CYP24A1 - — T - e ——— - B
095 104 091 070 127 146 112 109 136 105 050 066 235 184 078 047
O R ———— -
197 029 175 153 18 13 104 072 095
o e BEEE DEDE R
P-actin |G G S S —— S ———
A A-427 A549 Calu-3 HCC827
[] . 15 ** 8 ok a
E £ £ *ok £ **
°© T Ts Qs
<L Lo g <
s s s’ 3’
o™ 2 o™ 0.5 o™ o~
o o a2 Qi
> > > >
o 1) 9] o
s R NN N T N A A
S & S 5 S & S 5 O ) PO AR
oo‘\\ & & *Qg’ 00*\\ g & “Qg' & o & ”Q?’ oo‘\\ & & ,‘Q{o
< N Q N <Q N Q o
N LY N N
) & o o
& < < <
NCI-H1299 NCI-H1581 NCI-H1703 NCI-H358
0.8 15 15 20 .
£ £ £ £
g 06 i " g I g 15
X 04 a b & 10 kel
o i = b
E 02 E 0.5 &N 0.5 E 05
>0 > = >
o 1) o 0
0.0 0.0 “ 3 0.0 N N ‘x ‘\ 0.0 N N ‘\ Ry
& & s 3 & g
& N @9 q‘,'f-‘ N N (é“‘ ((f-’ <& N Q,‘»' qfa‘
& & & Qq}:» & \NQ- & & & N;z— & QQ}R' & \xq-
N> D o
v 7 12
QQ} Qé QQB




HCC827

Calu-3

o}

A549

[l
o

A-427

w

-

o
»
o

£ E1s £ 20
T 10 S L - S
: 2. $ <
& o5 & & i
& o e & 0s
0.0 X
> N 2\ ~\ > N N\ ~\ >
S I A
v & v &
0 qu <& \,ﬂ- o QQ} <& \‘Q-
N >
ua Vv
& &
Q Q
NCI-H1581 NCI-H1703 NCI-H358

NCI-H1299

15 20 2.0 4
s £ 1 £ 1 =
310 s15 ‘515 '53
g Em Em * * Ez

*k

éus Eo,s én,s §1 X
0.0 0

N > N N\ N\

2 SEE) ) 2)

i & &

0.0

0.0
> N S o o8 S o
ST S &S & € & & ¢
& & ¢ & & F ¢F & o €S & & :
N < N Q N ] N
a® a® 3° °
& & @& &
Q Q Q Q
A549 Calu-3 HCC827

A-427

VDR/Actin
VDR/Actin
VDR/Actin
VDR/Actin
Y
7
Sy
o

0.0 0.0
> N & A > N A N A N
S A SR A S S A
& Q@w & & & & ¥ & & o F O &F S o ¢ &
D Q > ] > Q >
N N N’ N’
Q}tb éﬂr Q},'b éﬂ'
] ] R ]
NCI-H1299 NCI-H1581 NCI-H1703 NCI-H358
3 % 3 15 15
*k
% 2 ‘g 2 % 1.0 T % 1.0
< < < <
[ 72 4 ©
(= a1 Qos Qo o0s
> > > >
0 0 0.0 0.0
> D > & A > D & A > D
4 & & SO AR SO AR W &L
0°& @“' ¥ & I3 Q}:" ¥ @& Nl Q\a’ ¥ & 00& Q)ﬁ' ¢ &
Q D ] N ] D Q >
» > \q:\ \qﬁ‘
3 0 J 1
& & & &

Figure S7. Western blot analysis of (A) CYP24A1, (B) RXRa, and (C) vitamin D receptor VDR expression in lung
cancer cells treated with PRI-2191 (100 nM) and RESV (20 uM). Cell lysates were subjected to SDS-polyacrylamide
gel electrophoresis and analyzed by Western blotting. Actin was used as a normalization control. Representative
blots are shown. The numbers above blots indicate the mean intensity ratio of the given band normalized to

corresponding actin. *Compared to control (untreated cells); **compared to control and RESV (for RXRa
compared to control and PRI-2191); ***compared to control, RESV, and PRI-2191 (p < 0.05, One-way ANOVA with

Tukey’s Post-Hoc with multiple comparisons).
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(100 nM) and RESV (20 uM) using PCR. Bars indicate RNA expression normalized to RPLPO0. Results

Figure S8. Analysis of SIRT1, RXRa, and VDR expression in lung cancer cells treated with PRI-2191
are expressed as mean RQ + RQmin/RQmax of at least three independent experiments.
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Figure S§9. Analysis of vascular endothelial growth factor A VEGFA expression in lung cancer cells
treated with PRI-2191 (100 nM) and RESV (20 uM) using PCR. Bars indicate RNA expression
normalized to RPLP0. Results are expressed as mean RQ + RQmin/RQmax of at least three independent
experiments. qPCR results: bars indicate RNA expression normalized to RPLP0. Results are expressed
as mean RQ * RQmin/RQmax of at least three independent experiments. A549: *compared to control and
PRI-2191; NCI-H358: *compared to control (p < 0.05, one-way ANOVA followed by multiple

comparisons test).
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Figure S10. Analysis of osteopontin OPN expression in lung cancer cells treated with PRI-2191 (100
nM) and RESV (20 pM) using PCR. Bars indicate RNA expression normalized to RPLPO. Results are
expressed as mean RQ * RQmin/RQmax of at least three independent experiments. qPCR results: bars
indicate RNA expression normalized to RPLP0. Results are expressed as mean RQ # RQmin/RQmax of at
least three independent experiments. *Compared to control; **compared to control and PRI-2191;
***compared to control, PRI-2191, and RESV (p < 0.05, One-way ANOVA with Tukey’s Post-Hoc with

multiple comparisons).
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Figure S11. Analysis of interleukin 8 (CXCL8) (IL-8) expression in lung cancer cells treated with PRI-
2191 (100 nM) and RESV (20 uM) using PCR. Bars indicate RNA expression normalized to RPLPO.
Results are expressed as mean RQ + RQmin/RQmax of at least three independent experiments. qPCR
results: bars indicate RNA expression normalized to RPLP0. Results are expressed as mean RQ +
RQmin/RQmax of at least three independent experiments. *Compared to control; **compared to control
and PRI-2191; **compared to RESV; *compared to PRI-2191 (p < 0.05, One-way ANOVA with Tukey’s

Post-Hoc with multiple comparisons).
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Figure S12. Analysis of PD-L1 expression in lung cancer cells treated with PRI-2191 (100 nM) and
RESV (20 uM) using PCR. Bars indicate RNA expression normalized to RPLP0. Results are expressed
as mean RQ * RQmin/RQmax of at least three independent experiments. qPCR results: bars indicate RNA
expression normalized to RPLP0. Results are expressed as mean RQ + RQmin/RQmax of at least three
independent experiments. *Compared to control; **compared to control and RESV; ***compared to
control, PRI-2191, and RESV (p < 0.05, One-way ANOVA with Tukey’s Post-Hoc with multiple

comparisons).



