MiR26a Reverses Enzalutamide Resistance by Inhibiting the EZH2/SFRP1/WNT5A Pathway in a Bone-Tumor Targeted System with an Enhanced Effect on Bone Metastatic CRPC
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Fig. S1. Establishment and characterization of C4-2B EnzR cells. (A) Establishment of C4-2B EnzR cells. (B) Western blotting results of related proteins in C4-2B EnzR cells compared with C4-2B cells. (C) Representative images of colony formation assay (Enz: 20 μM). (D) The results of cell growth assay (Enz: 20 μM). n = 3, mean ± SD.
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Fig. S2. Bioinformatics analysis of GSE32269 dataset. (A) TargetScan database prediction. miR26a binds to the 3′-UTR of EZH2 and WNT5A mRNA. (B) Volcano plot. (C) EZH2, WNT5A, and AR were upregulated, while SFRP1 was downregulated after differential expression analysis with the criteria of a false discovery rate (FDR) < 0.05 and more than one-fold change. (D) Related gene expressions were detected via RT-PCR. n = 3, mean ± SD, ***p < 0.001, ****p < 0.0001, one-way ANOVA. 
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Fig. S3. Synthesis and characterization of CT peptide. (A) Cholesterol-modified T140 polypeptide was synthesized by solid-phase synthesis. (B) The chromatographic peak of CT has a retention time of 7.734 min and (C) its molecular weight is 2449.07, which conforms to its structural characteristics. The purity is 96.7%. 
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Fig. S4. Characterization of BMSC-coated nanoparticles. (A) Particle size and (B) zeta potential of Bm@PT/Enz-miR26a.

[image: image5.png]2
I

BMD (mg/cc)

HU vs Density

2500
2000
1500
1000
500
0 J [ ot T T T 1
500 1000 1200 1400 1600 1800
BMD
ns
*
*k =}
-
-
-
-
-
-

S L (PSP P
S T CFCEEE
< LA
R E
A

P

Control

Saline

NP

Enz

miR26a

PT/Enz

PT/miR26a
PT/Enz-miR26a
Bm@PT/Enz-miR26

Relative protein expression

Relative protein expression

n
o

g
o

-
o

-
(=]

I
o

o
o

EZH2

EZH2

H3K27me3 SFRP1 WNT5A
subcutaneous

H3K27me3 SFRP1 WNT5A

bone metastasis

Enz

miR26a

PT/miR26a
Bm@PT/Enz-miR26a

Enz

miR26a

PT/miR26a
Bm@PT/Enz-miR26a




Fig. S5. (A, B) The BMD values of tumor bearing tibias of each group in BmCRPC mouse model, and tumor-free normal tibias were as control. n = 5, mean ± SD, *p <0.05, **p <0.01, ****p <0.0001, ns: no significance, one-way ANOVA. (C, D) Western blotting results of related proteins in (C) subcutaneous CRPC and (D) BmCRPC mouse models. n=3, mean ± SD, *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001, one-way ANOVA.
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