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Effects of Pseudolaric acid B on cervical cancer cells via PAX2 regulation
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ABSTRACT; AIM To investigate the effects of Pseudolaric acid B (PAB) on cervical cancer (CC) cells and
its molecular mechanism via PAX2 regulation. METHODS  Both MTT assay in the determinations of cells
proliferation, and shRNA interference technology in the construction of weak PAX2 expression in Hela cells were
performed. CC cells divided into blank group, negative control group, sh-PAX2 group, PAB group, PAB +
sh-PAX2 group were subjected to determinations of cellular apoptosis by flow cytometry, determinations of cells
migration ability by transwell chamber migration experiment, and had their potential protein of PAX2 predicted by
String, their proteins expression identified by Western blot. And the localization of B-catenin was observed by
immunofluorescence assay. RESULTS  PAB inhibited CC cells proliferation in a time- and concentration-
dependent manner. The expression of PAX2 protein in CC cells was negatively correlated with the ICy, of PAB
on each cell (P<0.05). Inhibiting PAX2 protein expression in Hela cells, PAB worked in the way of weak PAX2

expression in inducing Hela cells apoptosis, inhibiting their migration, reducing BCL-2, Cyclin DI,
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Survivin, MMP2, MMP9, B-catenin and p-B-catenin protein and increasing BAX protein expression ( P<0.05),
and decreasing the amount of B-catenin in Hela cells nucleus. CONCLUSION PAB inhibits PAX2 expression

and Wnt/B-catenin signaling pathway in CC cells,

their metastasis.
KEY WORDS: Pseudolaric acid B ( PAB);

B-catenin signaling pathway
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TERENUA ([ Abcam A FE], 1745 ab215986) ; bt
MMP9 £ 7 B BT /& (9% [E Abcam 28 F], % 5
abh38898) ; L Cyclin D1 PATEFEHIIAR (YL Abcam
INHE], R5 abl134175) 5 Pt Survivin 5 FE T A
(B[ Abcam A F], $85 ab76424) ; Pl PAX2 BATE
BEPUR (JE[E Abcam /A ], 785 ab79389); Ryl B-
catenin $ ﬁ BEZE :JEIL MK (5’% El Abcam /\ j, ﬁf‘ 5
ah32572) ; AL p-B-catenin ZFEFEPUA (FE[E Abcam
OS], B ab27798) 5 it GAPDH HLripEhiifk (3%
[ CST A7), $85 5174); 1I2E4ifh 1gGC H&L Filk
(P Abcam 723 H], %5 ab97051); Alexa Fluor ©
647 BRic Y LU EHT % T (JE[E Abcam A H], 75
ab150083) .
2 AE
2.1 wla¥ & C33A. Hela F1 SiHa 20 i1 5% J1]
DMEM K} 3¢ B& 85 5% MS751 F1 CaSki 40 Jfi % F
RPMI 1640 ¥ 3 B4 55 s h Wm A 10%
FBS, 1% #H % &= fEER 2, i A4 H7E 5% CO,,
37 C F KR,
2.2 MTT %38 fraiffid &K 2 80% L& FERT, JiR
B VB PR BC ) S B 1. 5% 10°/mL (1) BA 41 i B
W, DAAL 100 wL B:MF 96 fLAT, iR ia
IOA W B - RE R 2R (2.5, 5. 10, 20,
40 pmol/L) B 0.16% DMSO 43 51 4b 3 40 iy 24
48, 72 h, AbBREEHJS IR O AR Y MTT
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PL4.5x 10" MM ZE 6 LR, %5 i M
“2.47 TR M AZEH AL BRAN M 24 h, VELANM,
4% Z B HBEE A0, 0.25% Tritonx 100 i X
10% L 2E Mg B A, A —$T 4 Cadk, Wik, m

AP, FiR2h, G, BIESOLRHGEHE,
2.9 Western blot =% FRIAEAE K EXHHAY, #2M8
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HRBTLZER (P>0.05); SHIHEXTIRAAAL, sh-
PAX2 41, K7 TR A+ B2 2R +sh-PAX24]
b PAX2 B FIRIAHIREIR(P<0.05) (&3),
2293



2020 49 H o % September 2020
EAE FHOW Chinese Traditional Patent Medicine Vol. 42 No. 9
e\\"loo;“J} s 00 s oS00 3h
%' S el e L
860, £ & s £ 60 ¥ox £ 60 '
540 i » § 01 2 * § 401
= 20|/, 2 20/ " %20 O
7 % :;
% 530 30 40 § O30 30 40 10 20 30 40
= T+ 2.8/ (umol - L) b2 L HE R Z 88/ (umol L) S L HE B Z 8/ (umol - L)
=
& .24 h &= .24 h
=100 10012
&' £ 10044
+B i ﬁ
E 60 .o 60
5= 4 P - g 40 T
=) S o e g 20 A '
§ 0 e - 0 e —
é 0 20 30 40 & 10 20 30 40
O LR 2.8/ (umol - L) p= LB 2.8/ (umol L)
B1 THEEZE CC MIIEEMENE (n=3)

Fig.1 Effects of PAB on CC cells proliferation (n=3)
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Fig. 4 Effects of PAB and weak PAX2 expression on Hela cells apoptosis
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Fig. 6 Effects of PAB and weak PAX2 expression on the expression of proteins relevant to the apoptosis and metastasis
of Hela cells
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Fig. 8 Effects of PAB and weak PAX2 expression on (-catenin and p-[3-catenin proteins in Hela cells
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A, (HR A ) BARPLR R 2 — 2D 5T
5 Bh & A B 4 B AH EAE R AT, e (5
SAL R R PAX2 5 Wit (55X REY], Gy
Wnt/B-catenin {55538 B9 & L5 CC 4 (9 3 5 |
MM IEiZE D B-catenin A 53 BERR
A FLAE 20 i 9 AR R IF A A% 5 TCF/LEF JE
U SR E AW, VAT 20T Ui R BE A G R
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ik, 4F cMYC, Cyclin D1, Survivin, Axin2
FIMMPs'™ | ABE 5 K A B 2R AR R
PAX2 Y ATR#AIK Hela 41 B-catenin Flp-B-catenin
HHRSE, HohEA R ETOESE XS Hela 401
B-catenin FEAT 7€ 7, K I+ H £ R MR 5K ik
PAX2 ZH Hela 40 i &% " B-catenin 3 ik ik 3 [ A
SEART AR B X CC 4N PAX2 23k i il
YER, $7m T4 fe R AT 5d 3 52 ) PAX2 5 Wt/
B-catenin {5 ZH MMM EAER , 155 CC 40T
FEA ) HAE R

Zi bERTAR, AR CC 4figrh, A L i i
il PAX2 323K Hl Wnt/B-catenin 15 538 K175 5 40
MLPAT:, SMHIHERS, SR TRE QRS T E
I Hela 4NAE T T HAEIRIT 259 .
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