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Supplementary materials and methods 1 

 2 

Patient samples 3 

The clinico-pathologic parameters included age, histological type, histological grade, 4 

clinical stage, tumor location, tumor size, tumor metastasis and overall survival (OS). 5 

The ages of the patients range from 17 to 86 years and the mean age was 51.23 years. 6 

Haematoxylin-eosin (HE) stained slides of all tumor samples were reviewed by two 7 

independent pathologists for confirmation of tumor histology--serous or endometrioid 8 

cancers and sufficient tumor content. The patients were followed up for a maximum 9 

period of 78 months with a median of 56.8 months. OS was defined as the period 10 

from surgery to death or the last observation. There were 135 live patients and 85 11 

dead patients at the last observation. The tumor samples were from diagnosis not from 12 

recurrence. None of these patients were exposed to chemotherapy, hormonal therapy 13 

and radiation prior to obtain the tumor samples. The clinico-pathologic information 14 

also included the expression of clinical indicators: P53, ER, PR, CK7, PTEN, CA125, 15 

CEA, CK20, E-cadherin, N-cadherin, Vimentin (VIM), CDX2 and Villin. The 16 

expression of these indicators was measured by the Hospital. When the tumor cell 17 

staining of cancer tissues was completely no signal, it was identified as negative. 18 

 19 

Total RNA and protein extraction 20 

Total RNAs were extracted from cell lines or frozen tissues using TRIzol Reagent. 21 

About 5.0μg of total RNAs was treated with DNase I (Sigma) to eliminate the 22 

genomic DNA contamination, and were reverse-transcribed to generate cDNAs using 23 

GoScriptTM Reverse Transcription System (Promega) according to the instruction. 24 

Proteins were extracted in lysis buffer (Beyotime, Shanghai, China) containing 25 
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complete protease inhibitor (Roche, Mannheim, Germany). The cDNA and protein 26 

were stored at -20 °C. 27 

Analysis of gene expression by RT-PCR and RT-qPCR 28 

The primers for RT-PCR were (5’-3’): SOX30-F: GAGGAACCCGAGAGACTCCT, 29 

SOX30-R: CAGGGGGACCTTGGTCAATC (accession No: NM_178424); β-actin-F: 30 

TTCTACAATGAGCTGCGTGTG, β-actin-R: GGGGTGTTGAAGGTCTCAAA 31 

(accession No: NM_001101). The primers for RT-qPCR were (5’-3’): SOX30-F1: 32 

AAACCAAAGATGTCCCGCTCAC, SOX30-R1: GGTCGCTTCACATGACCATTT 33 

(accession No: NM_178424); VIM-F: GGACCAGCTAACCAACGACA, VIM-R: 34 

AAGG- TCAAGACGTGCCAGAG (accession No: NM_003380); N-cadherin-F: 35 

GAGGCTTCTGGTGAAATCGC, N-cadherin-R: AATCTGCA-GGCTCACTGCTC 36 

(accession No: NM_001308176); E-cadherin-F: GGATGTGAATGA- AGCCCCCA, 37 

E-cadherin-R: AGTGGAAATGGCACCAGTGT (accession No: NM_001317185); 38 

Fibronectin-F: CTGGCCAGTCCTACAACCAG, Fibronectin-R: CGGGAATCTT- 39 

CTCTGTCAGCC (accession No: NM_001306129); β-actin-F2: CCACGAAACTA- 40 

CCTTCAACTCC, β-actin-R2: GTGATCTCCTTCTGCATCCTGT (accession No: 41 

NM_001101); Human-specific GAPDH-F: CCCACTCCTCCACCTTTGAC, Human- 42 

specific GAPDH-R: TCCTCTTGTGCTCTTGCTGG (accession No: NM_002046). 43 

Immunohistochemical analysis   44 

The IHC staining for SOX30 was evaluated and considered positive when 45 

immunoreactivity ≥5%. Positive percentage of staining was classified into 5 46 

categories: <5% positive cells for 0 score; 5% to 25% for 1 score; 26% to 50% for 2 47 

score; 51% to 75% for 3 score and ≥76% for 4 score. Intensity of staining was graded 48 

as negative for 0 score, weak for 1 score, moderate for 2 score and strong for 3 score. 49 

The expression level of SOX30 was calculated by the product of category for positive 50 
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percentage and grade for intensity of staining, which generated a score ranged from 0 51 

(the minimum) to 12 (the maximum). All cores were independently reviewed and 52 

quantitatively evaluated by two pathologists. 53 

Construction of vectors and stable transfected cells 54 

The expression plasmid of human SOX30 was constructed by synthesis, subcloned 55 

into pIRES2-EGFP vector (Invitrogen Preservation, Carlsbad, CA, USA) and 56 

validated by direct sequencing as previously described (Han et al. 2015a). Four pairs 57 

of oligomeric singlestranded oligonucleotides and a pair of negative oligomeric single 58 

stranded oligonucleotides were synthesized, and inserted into miRNA vector 59 

pcDNA6.2-GW/EmGFP-miR (Invitrogen) to obtain interference plasmids (two pairs 60 

of miRNAs with better interference were showed: miRNA1-Forward, 61 

TGCTGATCTGAGGGCAACACGGTGAGGTTTTGGCCACTGACTGACCTCACCGTTGCCC62 

TCAGAT, miRNA1-Reverse, CCTGATCTGAGGGCAACGGTGAGGTCAGTCAGTGGCCAA- 63 

AACCTCACCGTGTTGCCCTCAGATC; miRNA2-Forward, TGCTGAACCCAAGCTGGACA- 64 

CTGATTGTTTTGGCCACTGACTGACAATCAGTGCAGCTTGGGTT, miRNA2-Reverse, CC- 65 

TGAACCCAAGCTGCACTGATTGTCAGTCAGTGGCCAAAACAATCAGTGTCCAGCTTGG66 

GTTC. Negative-Forward, TGCTGAAATGTACTGCGCGTGGAGACGTTTTGGCCACTGAC- 67 

TGACGTCTCCACGCAGTACATTT, Negative-Reverse, CCTGAAATGTACTGCGTGGAGAC- 68 

GTCAGTCAGTGGCCAAAACGTCTCCACGCGCAGTACATTTC). Human E-cadherin 69 

(-1698bp to 56bp), N-cadherin (-1700bp to 194bp), Fibronectin (-1668bp to 279bp) 70 

and VIM (-1456bp to 174bp) promoters were amplified from genomic DNA of 71 

normal blood with suitable enzyme sites by RT-PCR, and was subcloned into 72 

pGL3-basic luciferase vector to obtain pGL3-E-cadherin/N-cadherin/Fibronectin/ 73 

VIM promoter-luciferase plasmids. Human N-cadherin was amplified from normal 74 

blood by RT-PCR and subcloned into pIRES2-EGFP vector. E-cadherin siRNA 75 

(sc-35242) was purchased from Santa Cruz Biotechnology. The plasmids were 76 
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transfected into cells using ViaFect Transfection Reagent (Promega). The stably 77 

transfected cells were screened under G418 (Calbiochem, La Jolla, CA, USA) for 78 

pIRES2-EGFP plasmids and Blasticidin (Sigma) for pcDNA6.2-GW/EmGFP-miR 79 

plasmids. Cell clones were obtained by the cylinder method. 80 

Western blotting analysis  81 

Briefly, sixty microgram protein was run on 12% sodium dodecyl sulfate 82 

polyacrylamide gel and transferred to polyvinylidene difluoride (PVDF) membrane 83 

(Millipore Corporation, Bedford, MA, USA). The membranes were incubated with 84 

primary antibodies, secondary antibodies and detected by chemiluminescence (Pierce, 85 

Rockford, IL, USA). The primary antibodies were SOX30 antibody (1:1200; Abcam, 86 

ab26024), E-cadherin (1:1000; Santa Cruz Biotechnology; sc-71008), N-cadherin 87 

(1:1000; Santa Cruz Biotechnology; sc-59987), Fibronectin/FN1 (1:600, Bioss, 88 

bs-0666R) and VIM antibody (1:1000; Santa Cruz Biotechnology; sc-53464). 89 

Secondary antibodies were horseradish peroxidase (HRP)-conjugated (1:2000, 90 

Jackson ImmunoResearch Laboratories, Inc., West Grove, PA, USA). 91 

Chromatin-immunoprecipitation assay 92 

The primers were: E-cadherin promoter-F (E-cad-p-F): TGCAGTGAGCTGT- 93 

GATCGCAC, E-cadherin promoter-R (E-cad-p-R): TGGCTCACTAAGAC- 94 

CTGGGATCA; Fibronectin promoter-F (Fib-p-F): AGCAATTGTGCCTGTGTTTA- 95 

TCTG, Fibronectin promoter-R (Fib-p-R): CACCCTATGTACTGTCTTGCCCTC; 96 

N-cadherin promoter-F (N-cad-P-F):CTTGGGCTGTTCCAGTACATCCTC, 97 

N-cadherin promoter-R (N-cad-P-R): GAGATGGGT- AATCTTTCCTGGCAG. 98 


