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(¥ ZE] B®: BT NER (WEL) X ABBREAM (PANC-1) f5ET- s S/EM . JF MU
SR, FEE: REWE (0~300 pmol-L~") WEL/ZM3IALH PANC-140/8 12, 24 f148 hJ5, K40
MO RO & 8 (CCK-8) Azl AR BE WELVE T 40 M A7 16 232, i o J 52 S0 FH 24 vk B R FH st (]
N BRI PANC-1 4150 M xFE4L (0 pmol-L ™' WEL), 8. 75 pmol-L™' WEL 4L, 17.50 pmol-L."' WEL 41
F135.00 pmol- L' WEL 41 R v B 1 B 52 564G I 45 40 PANC-1 4 g vi BB R, 5-2 3k -2'- it 20 R
WENE R (EAU) Yoo 2 kil 4 41 40 0 EAU BHME 40 iR, ZLER WG AUH (LDH) 32570 &k I 45 20 40 i
E W LDH BERCE 5 A IR 140 ] 500 5 2 b s R 1) R & &R R U (Caspase) M7 (Z-VAD-
FMK) . HIZET- 9] 5 WA sH AR £k (TTM) . ZRIET- M HI R IET- MR 1 (Fer-1) FIRIEM: I 7410 il
FISRFEI I A F 1 (Nec-1) 55 35.00 pmol- L " WEL/EH PANC-141g 48 hJi, R A CCK-8 A& A~
[ 400 1) 300 4 R 00 4 M A 3% 3, T WEL 5 % PANC-1 MR SE T2 7 20 R4 (Cu®')
T8 D0 3 45 AR R P Cu® KO, 3 G e B 5 45 4 PANC-1 40 i 2R K 8 S 4l i, 2ok R JE v £
R 70 & (JC-1) 4G 0 45 2 200 Jf 28 hr AR S8 Pl 7, B 8 20 ' e (00 A 00 4% 20 4 i v T — 0B ~F ik B S- &
B Re B (DLAT) ik MRk fk 3@ M5, Western blotting 32 K I 4% 20 40 g b 2k b 2 1 1
(FDX1). #iiFmt& i (LIAS). DLAT Fl — &0 Btk S-3E s mt F 44 8 il (DLST) & HKikKF.
5. CCK-8%%, SxtMdltbdr, ANFWE WELMEH PANC-141M 12, 24 f148 h)5, #4077 i% R W
WAL (P<<0.05), YEHI48 hid 4l O R i i %, PIBLsESE 0. 8. 75, 17.50 f135. 00 pmol-L ' WEL
YEF PANC-1 40/l . SEREIE s, Sxtal s, 8.75, 17.50 f135.00 pmol-L. ' WEL 41 PANC-1
A ST R E R B B RRAR (P<<0.01). EdUSEH:, SxFM4l 4, 8.75. 17.50 135,00 pmol-L "
WEL 20 PANC-1 4 jfd i EAU B 20 B % W] W B % (P<<0.01) . LDH SE%%, S5Xf M4 bE, 8.75.
17.50 F135. 00 pmol-L ' WEL 21 PANC-1 4H g I 7% ¥ *h LDH Bl it B 8 Tk i/ (P<<0.01) . 4 Cu®
W, SR E, 35.00 pmol-L ' WEL 41 PANC-1 40}t Cu® /KW BT e (P<<0.01). k5]
FHISE, SXFBA R, 35.00 pmol- L' WEL 4 40 /£ 35 KM W7+ # (P<<0.01); 5 35. 00 pmol-L ™"
WEL #4H It %, WEL+Z-VAD-FMK 20 #l WEL-+TTM 20 PANC-1 40 M 773% R 71 & (P<<0.01) . & 5t
BT, 35.00 pmol-L ' WEL 41 PANC-1 4l iy g kr R B m 24 | i B ot /> HAESI R . JC-1 ¢ fa, 5
X AL A, 17,50 135, 00 pmol- L' WEL 41 PANC-1 40 ifg i 22 b A JB ey 437 W] S8 [ AR (P<<0.01).
PEVENE Y, HXTRRA bR, 8.75. 17.50 A1 35. 00 pmol-L ' WEL 4 PANC-1 4l jg *f DLAT %¢ ) 3%
JEB BRI (P<<0.01), JF SRR ILEN . Western blotting i, 55X HRZ4H %, 8.75 pmol-1L !
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WEL 41 PANC-1 40 il b FDX1 2 4 # ik K F 8 8 7/ (P<<0.01), 17.50#1 35. 00 pmol-L " WEL 41
PANC-14i i DLAT ., DLST & FDX1 % H & A KFH BT & (P<<0.01), i LIAS & A # ik K F
B W FEE (P<<0.01). %5#: WEL 655 S PANC-1 408 kB sE T, HAEFHLH T AE 5 Hoh e
PANC-14iffi 7 Cu® 7KV H _EIEAISET 8 & 1 DLAT . DLST fIFDX1 % £k KA 5%,
[REIRM]  WHLAGNES; BEARMR ; WIFET; SRk, AW S-& B & i
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Inductive effect of wedelolactone on cuproptosis in human
pancreatic cancer PANC-1 cells

LI Yuxin'?, YANG Lu?, L1 Fengjinz, QI Lingz
(1. Comprehensive Pathogen Biology Laboratory, School of Basic Medical Sciences, Dali University, Dali
671000, China;2. Department of Gastroenterology, Affiliated Qingyuan Hospital, Guangzhou Medical
University, Qingyuan 511500, China)

ABSTRACT Objective: To discuss the induction effect of wedelolactone (WEL) on cuproptosis in the
human pancreatic cancer cells (PANC-1), and to clarify its molecular mechanism. Methods: The PANC-1
cells were treated with different concentrations (0—300 pmol-1.™") of WEL for 12, 24, and 48 h, respectively,
cell counting kit-8 (CCK-8) method was used to detect the survival rates of the cells after treated with
different concentrations of WEL to determine the drug concentration and action time for subsequent
experiments. The human pancreatic cancer PANC-1 cells were divided into control group (0 pmol-L '
WEL), 8.75 ymol-L ! WEL group, 17. 50 yumol-L ' WEL group, and 35.00 pmol-L ! WEL group.
Colony formation assay was used to detect the colony formation rates of the PANC-1 cells in various
groups; 5-ethynyl-2'-deoxyuridine (EdU) staining was used to detect the EdU positive cell rates of the cells
in various groups; lactate dehydrogenase ( LDH) kit was used to detect the LDH release in supernatant
of the cells in various groups. After treating PANC-1 cells with caspase inhibitor (Z-VAD-FMK) ,
cuproptosis inhibitor tetrathiomolybdate (TTM) , ferroptosis inhibitor ferrostatin-1 (Fer-1), and necroptosis
inhibitor necrostatin-1 (Nec-1) combined with 35. 00 ;Lmol-L7l WEL for 48 h, CCK-8 method was used to
detect the cell survival rates of the PANC-1 cells after treated with different inhibitors, and to screen the
death mode induced by WEL; cell copper (Cu®") colorimetric assay kit was used to detect the intracellular
Cu®* levels of the cells in various groups; transmission electron microscope was used to observe the
mitochondrial ultrastructure of the PANC-1 cells in various groups; mitochondrial membrane potential
assay kit (JC-1) was used to detect the mitochondrial membrane potential of the cells in various groups;
immunofluorescence staining was used to detect the expression and mitochondrial co-localization of
dihydrolipoamide S-acetyltransferase (DILAT) in the cells in various groups; Western blotting method was
used to detect the expression levels of ferredoxin 1 (FDX1), lipoic acid synthetase (LIAS), DLAT, and
dihydrolipoamide S-succinyltransferase (DL.ST) proteins in the cells in various groups. Results: The
CCK-8 assay results showed that compared with control group, the survival rates of the PANC-1 cells after
treated with different concentrations of WEL for 12, 24, and 48 h were significantly decreased (P<<0.05),
with the most significant inhibitory effect at 48 h; therefore, 0, 8.75, 17.50, and 35.00 umol-L~' WEL
were selected to treat the PANC-1 cells. The colony formation assay results showed that compared with
control group, the colony formation rates of the PANC-1 cells in 8. 75, 17. 50, and 35. 00 pmol-L ' WEL
groups were decreased (P<C0.01). The EdU assay results showed that compared with control group,
the EAU positive cell rates of the PANC-1 cells in 8.75, 17.50, and 35.00 pmol-1L.~" WEL groups
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were decreased (P<C0.01). The LDH assay results showed that compared with control group, the LDH
release in supernatant of PANC-1 cells in 8. 75, 17.50, and 35. 00 pymol-L.~!' WEL groups was increased
(P<<0.01). The cell Cu®" colorimetric assay kit results showed that compared with control group, the Cu®
levels in the PANC-1 cells in 8. 75, 17. 50, and 35. 00 pmol-L ! WEL groups were increased (P<C0.01).
The inhibitor intervention assay results showed that compared with control group, the survival rate of
the PANC-1 cells in 35.00 pmol-L. " group was decreased (P<C0.01) ; compared with 35. 00 pmol-1.~!
WEL group, the survival rates of the PANC-1 cells in WEL+Z-VAD-FMK group and WEL+TTM
group were increased (P<C0.01). The transmission electron microscope results showed that the
mitochondria in the PANC-1 cells in 35. 00 pmol-1. ' WEL group exhibited membrane rupture, reduced
number of cristae, and sparse arrangement. The JC-1 staining results showed that compared with control
group, the mitochondrial membrane potential in the PANC-1 cells in 17.50 and 35.00 pmol-L.~! WEL
groups was significantly decreased (P<C0.01). The immunofluorescence staining results showed that
compared with control group, the DLAT fluorescence intensity in the PANC-1 cells in 17.50 and
35.00 pmol+L ' WEL groups was significantly increased (P<Z0.01) and co-localized with mitochondria.
The Western blotting method results showed that compared with control group, the expression level of
FDX1 protein in the PANC-1 cells in 8.75 pmol-L.~' WEL group was increased (P<Z0.01), the
expression levels of DLAT, DLST, and FDX1 proteins in the PANC-1 cells in 17. 50 and 35. 00 pmol-1."!
WEL groups were significantly increased (P<C0.01), while the expression level of LIAS protein was
significantly decreased (P<C0.01). Conclusion: WEL can induce cuproptosis in the PANC-1 cells, and its

mechanism may be related to increasing the Cu® " level and up-regulating the expression levels of key

cuproptosis proteins DLAT, DLST, and FDX1 in the PANC-1 cells.
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i R R 2 v PR R, ™ R U AN SR R A
e, 1 R O Mg R T R 2022 4F
I i 9 4F FE T8 0 B0/ R N B R, R ER )
BEMZ NG, HSEALFRMN N 8. 50, T
A FERE AL TR . BT, B AT T ERCA
R, HALSIR ST RS ST A5 H A T T BACR A
. FARDIBR S HME—AT GIG @ ik, (HFE AR
Broedt, BARGERMEBGRE R . Wi, JF
KR Ry T 7 Bk B 7E A BE o 2 M35 N R
(Wedelolactone, WEL) J& 4§ FHH ¥ 4 538 1) £ %
Worz—, HEAVME . $iR . RIF. FEilowE
Fefe S 25 340 . hge ' & W] WEL nl il i
P b 4 K W 7 B (transforming  growth
factor-g, TGF-B)/#t DPP [[A & # (mothers
againstdecapentaplegic homolog, Smad) {5 5 il ¥
0 LR R A K R B, R 07 R sz R (aryl
hydrocarbon receptor, AHR) i % #1) ill Sk 251 35 &4 fk
I 20 B A BG B R AT A%, AR BE O PE S (reactive
oxygen species, ROS) K™ 4 I 15 S 40 19 JBE ) 24
MR ANML R T A AR T AR, AN E T WEL $iL

Pancreatic neoplasm;

Cuproptosis; Mitochondria; Dihydrolipoamide

T 9 A TH A B9 0 R WA DG A8 . BRI, AR ST
PR 9 40 I8 (human pancreatic carcinoma cells,
PANC-1) J#hsext &, #if WEL X PANC-1 41
354 B A SO A L B LS S A R AE T i BLAR A3
FHLH, HRE RN 8 T TG 9T B R mE OF ol R
s .

1 MRE5FE

1.1 w22 XMNAE AWREPANC-14
JHL AT IE F AR 545 b (human pancreatic duct
epithelial, HPDE) 408 (3 & ATCC 4 fd £ ) .
WEL ( bR ARHEARAR), HERER
Eagle 5 7% % (Dulbecco’ s modified eagle medium,
DMEM) m#EEFRFEM 1% H-858 % (3£ Gibeo
A, MAEIMTE GRKFE ExCell Bio~a#l), —
M0k B2 (bicinchoninic acid assay, BCA) & [
FEM R & (b R ERL AR AR, 4%~
12% fidil e (pg s SCR G AR AR A A, R
AR (20X) (T HAGEAD S A RAFD ,
0 TR 5R A& 8 (cell counting kit-8, CCK-8) Al
A0 4 (cell copper, Cu’") MK & (L
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P S B R 2R W RH B A A BR A R ), GOk R AL A7
Fr R & (JC-1) . 8 T3 5 5 2 e =R i R
A FR % 11 (cysteinyl aspartate specific proteinase,
Caspase) il ] Z-VAD-FMK . 4 %€ 1= 41l 1 7] 14
WA R £ (tetrathiomolybdate, TTM) . Zk3ET- 4
FIFERFET- M ZE 1 (ferrostatin-1, Fer-1) FIIRIEMH:
JHT-AM 1 77 R SEH I 7 1 (necrostatin-1, Nec-1)
(EEMCE AW ), QR4 f5 v £ 46 ) 12X 7] & g i
P P 2 BE  (tetramethylrhodamine ethyl ester,
TMRE) (L8 = REYHARBRGARAF), 5
O He -2 AR PR B BE A 4T (5-ethynyl-2'deoxyuridine,
EdU) 2 40 i 3 58 i A8 o B il f) & (DO A A
AW R R AR S A ), RN A M
(lactatedehydrogenase, LDH) X7 & (pd &l
Y TRPFRE ), PiEEiLFEEH 1 (ferredoxin 1,
FDX1) #i & #1 #i 8 % B &
synthetase, LIAS) #ifk (3 [E Abcam A #l), $i
TR B S-Z B F2 [ (dihydrolipoamide S-
acetyltransferase, DLAT) #ii& (& [ Proteitech
o d ), P A B E B RS- 3E R IR B RS
(dihydrolipoamide DLST)
U . Bt B-actin P AN 1L =E P05 IgG IR B 1T 45
fb W (horseradish peroxidase, HRP) #ifk (3%
[ Cell Signaling 22 7 ) o Bl &7 W e (B .
LSM900, f& [ Zeiss 2~ ®l), i #5 4 (H 5.
infinite 200pro, fEBMG/AH), MIkHRG (5.
PowerPac HC, 3 [H Bio-Rad 2y #]) .

1.2 @mpg3Es PANC-14IMEE % T & 10% fa 4
MLYE A 1% -85 R DMEM @i kb, B
T 37°C. 5% CO A M I /A b 5 9 . WEL B oK
BT W 2 W (dimethyl sulfoxide, DMSO)
BRI, B hG e B S 300 mmol- L

1.3 FRFR#®EWELAEARF & HEEPANC-1 4
AR AL TR R PANC-1 40 4570 T
96 FLAN ML BT FRAR T, AL 310 AN AH A o 15 40 it 0
BEJS , ARIWESE (300.00, 150.00, 75.00, 37.50,
18.75. 9.38. 4.69. 2.34. 1.17 pmol-L™")
WEL 7 AI/ERH 12, 24 F148 h, BJ5 5 & 251574,
A CCK-8 TAEWAE 37 CFME 2h, K AR
T 450 nm P KA A LW (A) E, HEAR
) e £ WEL AEF R (9 40 M A7 35 55, A0 ML A7 05 =
(LWAAE—FHHAAM) / GFHIEAAE—7
HAME) X100% . J& 2k 20 M 52 56 53 2 X BR 2

(lipoic acid

S-succinyltransferase,

(0 pmol-L”" WEL) ., 8.75 pmol-L " WEL 4 .
17.5 pmol-L ' WEL 4 #135. 0 pmol-L ' WEL 4,
1.4 RAKTHHNERNE@IAEFER LT
X B A KT PANC-1 40 it 422 F 1 96 £L 40 i Bx 3%
Marh, AL 3X 10 ME . FF 20 MG BE J5 L 4350 m
ASMHRER 2 h G, FEME o, Fom A B
F% H IC B A9 I 90 FD 35 pmol- L' WEL IR A )
fEM 48 h, FHF &2k, A CCK-8 T/
37 °CHEHE 2 h, R HIBEARAL T 450 nm 4 A0 6
96 FL 41 M 15 72 M b 45 L A, TR R BE T 30 i
FIAVE I JG 09 48 M A7 5 2 . 258 43 4 Dy X R4
35.0 pmol-L ' WEL 4 . WEL+Z-VAD-FMK 41 .
WEL+TTM#, WEL+ Nec-14HHI WEL+Fer-141.,
1.5 SZEHREEAM L EPANC-14R LEH
BE KSTEGAES00 PANC-1 40 i %50 T 6 £L4H
MsE TR, S B2 e kS8 R R 14 d S B4 K
2R T v A B> 50 A B SE R v R 5 SR T
Fik £k 2% W (phosphate buffered saline, PBS) ¥
VLW, [EE 20 min, YRS REFLINAGE &b 50 L i
4,15 min, REKBET S ARG, T8 P R
o saBEIE R = v B A/ R AR B < 100 %6 o

1.6 EdU % &# 0 &4 PANC-1%4 2 EdU a4
A& Kb T X EOE K PANC-1 40 i £2 Fl
96 FLEARMMIEE F: M, A FL 3> 10N ZHML . 13 4 Af I B
JE A BNy 5 AR SERE FR 48 h, KBRKGFRIL, &
JEFEALE A EAU RN E A9, Z R 30 min,
Hoechst 33342 & YL 4 Mg 1% o R FH 2¢ )6 I o 55 WA %
PANC-1 20 fl 3314k, 154 4 40 s v EAU BH V48
Mo, EdU FH P40 2 =EdU B 240 A 450/ 8 40
B <100%

1.7 RRARXANE#H N B4 PANC-12M LF R T
LDH#&# % Fab X504 KA PANC-1 46 i
FEF T 10 em ML, 4L 1. 2X10°AS 40 i . 5 41 il
SERNERENS , B A WEL MR JR B4k 2215 57 48 he
i OB T N S VLIS DRy 1 o | NS D = S =
BRGAPORS, FIRECE 5 min, KA CT
440 nm PR ALK A H , THE A0 LDH B .
g LDH Bt (U-g ) = (M A — X8
AfE) Cpr/ (hpiE A —ZHAME) Cups Chp:
FRUE TR EE, Cpr: FEAREAWE .

1.8 RAEMN &K M E A PANC-1%8F Cu*" K
T BT R KW PANC-1 41328 F 3. 5 cm
BiFRIA, BRI 1X10° S 4IHE, 4350 245 )5 P4k 2k
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524 1M 2026 4F 1 A

Rigt A8 ho INZG A8 hjG B O I U4 Al 4, JIFn
A B UK 2% 10 min, B0 5 HRE I W4T
SE TR EGH 2 LB W AT BCA B AR I E o )
o o FLRTI S FL AP o i A e TR, 5 L
JEE, 37 ‘CHEE 5 min, KBTI 580 nm &b
R A% FL AR, ARGEAREFL T3 AR v S AL iR 42
y=ax-+b, I H Cu” /KF, Cu” /K¥F (pmol-g )=
(FEARFLAME — 251 A —b) XCpr/a, y: #rifEAL
A —=HALAE, x: PRUERBPIREE, a: drdih
LRR, b bREMLERIE, Cpr: FEAREAWE.
1.9 #RLELESLMEPANC-1 28 & 5k A2 #%
&AM B b TR RO K TR PANC-1 48 il 35 # T
10 em LA, 440 1. 2X10° A4 . 75 40 Jfd 58 42 I
BEJS , W k& WEL (4 15 35 35 4k 42 1% 3% 48 h.
FMEAR R, 2R @EE. K. BE. 1
RS DR MmYgEs, &5 T WAL R AR
R

1.10 JC-1 %A m &4 PANC-1 @I &4
RBE R AL AL T X ECE KB PANC-1 40 ffg 42 Fh
T 96 FL AN ML KE FE M b, BEAL 3X 10U . R I
A K T T o BN 25 4k SR 3R 48 h, i B
R AUl BEE, f7IC-13 6, DAPIE YL 40 i
¥, RPN 00 W58 O i B, e 4ok i
JC-1 ket ne o, Lmi R4 fs it JC-1 & 4k £
B, JC-1 PNLL (858 S B 2t €058 't 14 i 72 3% W 4 i
I FEL A7 AT

1.11 #£E& %X EHMNEAPANC-1mMF DLAT
EaRE AR BT X EA KA PANC-1 48
Ji 22 A T 96 FLAH M 3 TR AR, AL 3X 10" A A .
17 200 0 50 4 W0 B 5 43 300 0 245 J5 P4k S KR 3R A8 h, Bl
J Fe RO R & i W] B4R AR, 4T TMER B4 5, F
APUDLAT Hifk 4 ClER %, BRI 3G, A
YN ZHUEIRETE 1 h, DAPIE QLM% , R %
o BB DRI . B BORE B =aadoh
5 B /2 €5, 5 B BE X 100 %6 o

1.12  Western blotting 3 # @ & 48 PANC-1 @ &
¥ FDX1.LIAS.DLAT #fe DLST & & & & K-F
b T % B K R PANC-1 40 g 3 A T 10 em 1L
e, BEAL L 2X 10PN, 43 il 24 T4k S 8 57
48 h, i B0 TSR A AL AN, 1 4R DT EE R
ANE AR, WA, BEOWE R, R
BCA YL 72 25 42 Wk B o B 5 A7 ik . ot
A E L, 4y m A Bt B-actin, FDX1. LIAS,

DLATMIDLST &M, 4 CHEEL®K, PRGNt
BB EEME 1 he fFECRE, BERmRG R
Gl A E AW o R Image JEF 0BT 85 1 5%
MK, DL B-actin WS, 57 HME [ FKK
Vo HEE A RBAKE=HMEA KW KEME/N
S A& KB .

1.13 %% 44 RH Graphpad Prism 8.0. 14k
AT G5 0 B o AR E WELAEH T PANC-1
Y MLAE T . LDH RS . Cu® AP FI 965 B
21 T A5 Fh AR R AR A IER M, Plats
Fon, Z A RFEAR BB EOR F B R 7 22000
1 ) BEAS 24 50 P LR H LSD- K 5 . DL P<<
0.05 WERA G2 L.

2 & B

2.1 F R %k E WEL 4 # R F &t 1§ & HPDE #
PANC-1%mpefE%  A[FEWE WEL/EH PANC-14
MO B JE, S5 % BR A g, AR WEL 41
0 M 77 1 SRR (P<<0.05), A48 hig AWl & .
WEL X} HPDE 4 itd i 8¢ ¥£ 3 ik, 42 /8 WEL Xf
PANC-1 4 fifd A £ HIEM . Wik, #%E 0.
8.75. 17.50 1 35.00 umol-L ' WEL 3 17 J5 £ 52
5, 48 h AR . Wk 1.
2.2 ZHEPANC-1@me A BHRE SXHA
(78.00% +£12.17% ) b4, 8.75 pmol-L ' WEL 4
(42.00%+10.69%) . 17.50 pmol-L" WEL #
(11.00% +8.08%) #1 35.00 pmol-L~" WEL £
(1.00% +1.15%) PANC-1 40 it 5 B IE il R B
B (P<<0.01), PANC-1 40 il 5 7598 i gk i 0 2
Wb, R AR, WL
2.3 BMPANC-1@m+ EdU bk amp g St
M4l (42.94%+0.81%) 4, 8.75 pmol-L™"
WEL 4 (38.42% =+ 0.36%) . 17.50 pmol-L "
WEL 41 (30.79% =4 0.87%) I 35.00 pmol-L "
WEL 41 (26.85% +0.24%) PANC-140Jfify EAU
BH P 20 B 5 BH 2 R AIE (P<<0.01), S50 AR ik o
UL 2,
2.4 %% PANC-1% M L iF % ¥ LDH # 4 ¥
Hx B4 (1.00 U-g '+0.01 U-g ") ¥,
8. 75 pmol-L ' WEL#(1.25U+g '£0.12U-g "),
17.50 pmol-L. " WEL#{(1. 66 U-g '+0.06 U-g ) Fl
35.00 pmol-L ' WEL #(2.53 U+g '£0.10U-g ")
PANC-1 40l i b 3% % o LDH B¢ i & 39 1 2 JH &
(P<<0.01), Jf&5 ik .
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F1 AREE WEL L EA F A E 4 41 HPDE 1 PANC-1 40 775 %
Tab.1 Survival rates of HPDE and PANC-1 cells in various groups after treated different concentrations of WEL
(n=3, x+s, n/%)

Survival rate of HPDE cells Survival rate of PANC-1 cells
Group
(¢/h) 12 24 48 12 24 48

WEL (pmol-1.7")
0 100.0043.98 100.00£3.72 100.0046.89 100.00£2.00 100.00£1.82 100.004-4.93
1.17 106.4946.83 95.92+£4.14 91.10+7.25 97.40+2.28 94.73£2.07 96.99+4.71
2.34 101.6643.97 92.88+2.32 91.70£8.50 98.41£3.97 88.89+£2.22 94.76£6.21
4.69 108.3248.81 91.18%+1.09 90.04£2.57 97.95£4.91 90.36£2.68 92.37£7.09
9.38 107.9349.70 92.6815.46 98.816.78 97.17£5.33 86.64+3.62 93.54£7.82
18.75 103.4245.87 89.35£4.51 93.1210.43 93.02£2.86 79.55+3.11 80.16£9.25
37.50 99.49+4.24 85.68+4.96" 93.2610.07 84.38+2.18" 56.37+3.51" 43.21+4.34"
75.00 97.87+£2.92 81.60+3.29 77.52+7.45" 76.04+3.057 41.05+2.63" 18.03+0.58™
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‘P<C0.05, "P<C0.01 vs 0 pmol-L.~" WEL group.

D

A :Control group; B:8.75 pmol- L' WEL group; C:17.50 pmol:L ™' WEL group; D:35.00 pmol-L ' WEL group.
Bl #4 PANC-14MEETLRIG R (%R %)

Fig. 1 Colone formation in PANC-1 cells in various groups(Crystal violet)
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Fig. 2 EdU positive expression in PANC-1 cells in various groups observed by EdU staining method
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Fig. 4 Membrane potential of mitochondria in PANC-1 in various groups detected by JC-1 method
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Fig. 5 Expression and localization of DLAT in PANC-1 cells in various groups
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Fig. 6 Electrophoregram (A) and histogram (B) of expressions of DLAT, DLST, FDX1, and LIAS proteins in
PANC-1 cells in various groups
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