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[Abstract] Objective To explore the mechanism of curcumin in enhancing gemcitabine sensitivity by
regulating pancreatic cancer cells. Methods In order to verify the effect of curcumin on p53 and NF-kB p65
nuclear translocation in pancreatic cancer cell PANCI1,the pancreatic cancer PANCI cells were treated with 0,
10,20,30 pmol/L curcumin to obtain the blank group,10 pmol/L curcumin group,20 pmol/L curcumin group
and 30 pmol/L curcumin group. The intracellular distribution of NF-kB p65 was determined by immunofluo-
rescence staining under {luorescence microscope. The expression level of p53 protein in cells was determined
by Western blot. The expression level of p53 mRNA was determined by reverse transcription-real-time fluo-

rescence quantitative PCR. The combined use of miRstar and JASPAR softwares predicted to seek microRNA
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(miRNA) potentially regulated by NF-«B p65 nuclear translocation. The double luciferase reporting assay was
used to respectively verify the relationship between miRNA and p53. In order to verify whether curcumin in-
fect the sensitivity of PANCI1 cell through NF-«kB p65/miR-266-5p/p53 axis,the gemcitabine group was ob-
tained by 10 umol/L gemcitabine treating cells,and the curcumin combined gemcitabine group was obtained
by 20 pmol/L curcumin and 10 pmol/1l. gemcitabine treating cells. After the cells were treated with curcumin
(20 pmol/L) and gemcitabine (10 pmol/L),oligonucleotides mimic NC and miR-26b-5p mimic were trans-
fected into cells,and the mimic NC group and miR-26b-5p group were obtained. pcDNA3. 1 no-load plasmid
and pcDNAS3. 1-p53 overexpression plasmid were transfected into cells,respectively,and the pcDNA3. 1 group
and p53 group were obtained. The cell activity was detected by MTT assay. The cellular apoptosis level was
determined by Annexin V/PI double staining. Results Compared with the blank group.the intracellular p53
mRNA and protein expression levels in the various curcumin treated groups (10,20, 30 pmol/L curcumin
groups) all were increased. Compared with the blank group,the expression level of NF-kB p65 in the nucleus
of 20umol/L curcumin group was decreased. The miRstar and JASPAR prediction software found 8 miRNA
that may be regulated by NF-«kB p65 nuclear translocation, in which 3 miRNA had potential to target p53
genes,especially miR-26b-5p effect was most significant. The double luciferase report experiment confirmed
that miR-26b-5p did interact with p53. Compared with the mimic NC group,the expression levels of p53 mR-
NA and protein in the mimic miR-26b-5p group were decreased. Compared with the gemcitabine group, the
cell viability in the curcumin combined gemcitabine group was decreased and the apoptosis rate was increased.
Compared with the mimic NC group, the cell activity in the mimic miR-26b-5p group was increased and the
apoptosis level was decreased. Moreover compared with the pcDNA3. 1 group,the cell activity in the pcDNA3. 1-p53
group was decreased and the apoptosis level was increased. Conclusion Curcumin reduces the expression of
miR-26b-5p gene by inhibiting the nuclear translocation of NF-kB p65 protein,and then increase the p53 gene
and protein expression,and enhance the sensitivity of pancreatic cancer cells to gemcitabine by the NF-«kB p65/
miR-26b-5p/p53 axis.
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THRABRAFESM,. mRNA 986E & PCR 5256 1K 7
& A 75 M E TR P BB AT BR 2 Al S Lipofectamine
2000 #E YR F) i RNA (microRNA, miRNA) il & v
DO ERIRF AW A4 T AW TR CEE) B A BR
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1.2 PANCI #m 222 B 44

F B IF 35 8 E % PANCL 40 j  p53 K A% I+
kB(nuclear factor-kB, NF-kB) p65 ¥ 5 i B4 5% W , %
PANCI 4 Jfl 43 J9 25 14 : DMSO (Bl 0 pmol/L 2%
FOMM TN ; 2T R AL TR . LA [A] v JiE 25 3 R A 3
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26b-5p 4. LR A HF M IR 48 h J5, KL Li-
pofectamine 2000 %% 4% i 5 43 5| % 4+ 5 pL mimic
NC.mimic miR-26b-5p; pcDNA3. 1 44 } pcDNA3. 1-
p53 4. Z W R G W UM I AL B 48 h J5 DL Lipo-
fectamine 2000 % Yl # 0 BHE YL 2 pg 1) pcDNAS. 1
8% pcDNA3. 1-p53 Jiki ,
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miR-26b-5p.p53 mRNA & &

TRIzol ¥ #2 B4 s 5 RNA, )5 5t 5 cDNA,
miR-26b-5p BI¥F %1 . 1IE 7] 5'-CAG GGT CCG AGG
TAT TCT GC-3', & 1 5-TCA AGT AAT TCA
GGA TAG GTG TCG T-3";p53 51# 741 . iE 16 5'-
CTT TGA GGT GCG TGT TTG TGC-3", I 5'-
CCC CTT TCT TGC GGA GAT TC-3';p-actin 5|
3 1E 1 5'-AGT TGC GTT ACA CCC TTT CTT
G-3', &I 5'-TGT CAC CTT CAC CGT TCC AGT-
3" WK Z :2 X SYBR Premix Ex Taq 2.0 pl.,50 %
ROX Reference Dye 0. 4 ‘uL‘IEfim 5% (5 pmol/
pl) 46 1.0 pL.cDNA 0.5 pL.DDW 7.1 pL,#hK &
BARFL 20 pl, miR-26b-5p PCR X 25 F:94 C 4
min; 94 °C 30 .50 ‘C 30 s .72 ‘C 30 s,40 DG ;
p53 PCR I 41 94 °C 4 min;94 °C 1 min.50 C 1
min.72 °C 1 min,40 MG, LI Bactin HHNZ T4
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s KA & (b 5t 38 = KA E AR A RA 7D k7
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R JE Z HE H (FITO BRIC I p65 HL AR FR 1C 41 il P 1
p65 F M. 47, 6- Pk 3E-2-FK FL 15|k (DAPD i id 40
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Hi, ¥ 5 pL Annexin V-FITC fil 5 pL PI Jil AL
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BD Biosciences 2~ F])TE 1 h PN T 20 i .
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Fl Graphpad Prism8. 0 {4 /E |, SPSS20. 0 %X
AT R G T o M T LASE R ¥ A 3 IR T Y
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miR-26b-5p ZH[ (134. 45+ 3. 54) % ] 40 Il i 71 % mimic



FTHREF 2024 58 A% 53 5% 154

NC41[(105.38+3. 9O U A F. ERAFKITHFE XL
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