Identification of Echinococcus multilocularis primary cells
[bookmark: OLE_LINK5][bookmark: OLE_LINK2][bookmark: OLE_LINK1][bookmark: OLE_LINK3]In order to exclude the isolated Echinococcus multilocularis primary cells from murine host cell contamination, we used 18S rRNA species-specifc PCR and sequencing. We design a pair primers for 18s rRNA. The forward and reverse primer sequences: F-5ʹTGCCCTATCAACTTTCGATGGTAG3ʹ and R-5ʹ CTACGGTCCATGAATTTCACCTCT3ʹ were analysed through Primer-BLAST, which can amplify 625 bp 18S rRNA fragments of Echinococcus mutilocularis and 958 bp 18S rRNA fragments of Mus musculus. The whole genomic DNA was isolated from 1×107 of cells samples, E. multilocularis primary cells and murine cells. Targeted DNA amplication was done by PCR at optimized cycling protocol. 10 µl of the PCR product along with DNA ladder were electrophoresed in 1% agarose gel and 10 µl was submitted along with primers used for amplifcation of targeted gene to the commercial house (Shanghai Sangon Biotech, Co., Ltd., China) for bi-directional Sanger sequencing.
1. Primer-BLAST for species of Echinococcus multilocularis (https://www.ncbi.nlm.nih.gov/tools/primer-blast/primertool.cgi?ctg_time=1689123197&job_key=m5FEf7j7tVOSba9oogiLWtgTmmj1AIF19A) and Mus musculus(https://www.ncbi.nlm.nih.gov/tools/primer-blast/primertool.cgi?ctg_time=1689122954&job_key=sLpvVJP7nlO5bYRoiQigWvMTsWjeAKp13w) showed 625bp and 958bp of 18S ribosomal RNA gene, partial sequence.
2. Amplifcation of targeted nucleotide sequences through 18S rRNA PCR assay. The PCR product has a single band. Suggesting that the genome came from a single species.
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3. [bookmark: OLE_LINK4]The resultant consensus sequences of 18s rRNA PCR product for isolated Echinococcus multilocularis primary cells:
[bookmark: OLE_LINK7]ACCCCTCTAGCGCAGCCATACAAACGCCCCCGCCTGTCTCTTTTGATCATTACTTCGGATCCGAAAACCAACGAAATAGAACCGAAGTCCTCTTCCATTATTCCATGCAAAACTCTGCAGGCAACATCGGCCTGACTTGAGCACTCAAATTTGTTCAAAGTAAACGTGCCATCCGCCCGCAGACACCCAATCAAGGGCATCCAGAGGCATGTGGACGAGCCGACAGGCCCCGCAGCGCGTGCAGAGCACCGCCCAACACCCGCCCACACCTGCGGCGACTACACCACAGACATGGCTTACAGGCGACACCACCACCTTGTCGGCTTGACGCGACAGTGCTTGCTCATGGCCACGACTGCACAGCCACCCCAACGCCGCAGGCGAACATGCGAGCCAGCTCACCAATCGGCCAGCAAGAGAGCGAACGAGCGAGCAAAGAGCAGACCAGCTGGTCAACCAACCAACCAACCAACCACCCTACCGCAACAAACGCCACCCCACCAGCCCAACTACTGACCGGCCCACCAACATGCAGGCGCCGAGGCAACCGCGCACCGACGACCACACACCCGCCGCTCAATCACCAACAGGCAACAATGCCACCGAGATCCAGCTACGAGCTTTTTAACTGCAGCAACTTTAATATACGCTATTGGAGCTGGAGTTACCGCGGCTGCTGGCACCAGACTTGCCCTCCAATTGATCCTCGTGAAGGGGTTTAGAGTCCACTCATTCCGATTACGGAGCCTCTTGAAGGAGTCCCGCATCGGTATTTTTCGTCACCACCTCCCCGTGCCGGGAGTGGGTAATTTGCGCGCCTGCTGCCTCCCTTGGAAGTGGTAGCCGTTTCTCAGGCTCCCTCTCCGGAATCGAACCCTGATTCCCCGTTACCCGTCGCCACCATGGTAGGCAGGTCACT.
4. [bookmark: OLE_LINK6]Sequence analysis of 18S rRNA gene fragments of Echinococcus multilocularis primary cells. The resultant consensus sequences were submitted to GenBank (National Center for Biotechnology Information, USA), and accessions were acquired as Echinococcus multilocularis (taxid:6211). BLASTn analysis revealed 100% identity with distinct parasite species of Echinococcus multilocularis.
[bookmark: _GoBack]                         [image: IMG_256]
image1.png
1 : Echinococcus multilocularis primary cells, 2: Mus musculus cells.
L: DNA ladder band size (from lower to upper): 100, 250, 500, 750, 1000, 2000 bp.
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Echinococcus multilocularis gene for 18S rRNA, partial sequence
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Query 4 CCTCTAGCGCAGCCATACAAACGCCCCCGCCTGTCTCTTTTGATCATTACTTCGGATCCG 63

Sbjet 1203  CCTCTAGCGCAGCCATACAAACGCCCCCGCCTGTCTCTTTTGATCATTACTTCGGATCCG 1144
Query 64 AAAACCAACGAAATAGAACCGAAGTCCTCTTCCATTATTCCATGCAAAACTCTGCAGGCA 123
Sbjct 1143  AAAACCAACGAAATAGAACCGAAGTCCTCTTCCATTATTCCATGCAAAACTCTGCAGGCA 1084
Query 124  ACATCGGCCTGACTTGAGCACTCAAATTTGTTCAAAGTAAACGTGCCATCCGCCCGCAGA 183
Sbjet 1083 ACATCGGCCTGACTTGAGCACTCAAATTTGTTCAAAGTAAACGTGCCATCCGCCCGCAGA 1024
Query 184  CACCCAATCAAGGGC
Sbject 1023 CACCCAATCAAGGGC

TCCAGAGGCATGTGGACGAGCCGACAGGCCCCGC.

C

C
TCCAGAGGCATGTGGACGAGCCGACAGGCCCCGCAGCGCGTGCA 243

AGCGCGTGCA 964

G

Query 244  GAGCACCGCCCAACACCCGCCCACACCTGCGGCGACTACACCACAGACATGGCTTACAGG 303
Sbject 963  GAGCACCGCCCAACACCCGCCCACACCTGCGGCGACTACACCACAGACATGGCTTACAGG 904
Query 304  CGACACCACCACCTTGTCGGCTTGACGCGACAGTGCTTGCTCATGGCCACGACTGCACAG 363

Sbject 903  CGACACCACCACCTT

—

CGGCTTGACGCGACAGTGCTTGCTCATGGCCACGACTGCACAG 844

[*p}

G
G
Query 364  CCACCCCAACGCCGCAGGCGAACATGCGAGCCAGCTCACCAATCGGCCAGCAAGAGAGCG 423
A

Sbjct 843  CCACCCCAACGCCGCAGGCGAACATGCGAGCCAGCTCACCAATCGGCCAGCAAGAGAGCG 784
Query 424  AACGAGCGAGCAAAGAGCAGACCAGCTGGTcaaccaaccaaccaaccaaccaccctaccg 483
Sbject 783  AACGAGCGAGCAAAGAGCAGACCAGCTGGTCAACCAACCAACCAACCAACCACCCTACCG 724
Query 484  caacaaacgccaccccaccageccaacTACTGACCGGCCCACCAACATGCAGGCGCCGAG 543
Sbjet 723 CAACAAACGCCACCCCACCAGCCCAACTACTGACCGGCCCACCAACATGCAGGCGCCGAG 664
Query 544  GCAACCGCGCACCGACGACCACACACCCGCCGCTCAATCACCAACAGGCAACAATGCCAC 603

Sbject 663  GCAACCGCGCACCGACGACCACACACCCGCCGCTCAATCACCAACAGGCAACAATGCCAC 604

Query 604  CGAGATCCAGCTACGAGCTTTTTAACTGCAGCAACTTTAATATACGCTATTGGAGCTGGA 663
Sbject 603  CGAGATCCAGCTACGAGCTTTTTAACTGCAGCAACTTTAATATACGCTATTGGAGCTGGA 544
Query 664  GTTACCGCGGCTGCTGGCACCAGACTTGCCCTCCAATTGATCCTCGTGAAGGGGTTTAGA 723
Sbject 543 GTTACCGCGGCTGCTGGCACCAGACTTGCCCTCCAATTGATCCTCGTGAAGGGGTTTAGA 484
Query 724  GTCCACTCATTCCGATTACGGAGCCTCTTGAAGGAGTCCCGCATCGGTATTTTTCGTCAC 783
Sbjct 483  GTCCACTCATTCCGATTACGGAGCCTCTTGAAGGAGTCCCGCATCGGTATTTTTCGTCAC 424

Query 784  CACCTCCCCGTGCCGGGAGTGGGTAATTTGCGCGCCTGCTGCCTCCCTTGGAAGTGGTAG 843
Sbjet 423 CACCTCCCCGTGCCGGGAGTGGGTAATTTGCGCGCCTGCTGCCTCCCTTGGAAGTGGTAG 364

Query 844  CCGTTTCTCAGGCTCCCTCTCCGGAATCGAACCCTGATTCCCCGTTACCCGTCGCCACCA 903

Sbjet 363 CCGTTTCTCAGGCTCCCTCTCCGGAATCGAACCCTGATTCCCCGTTACCCGTCGCCACCA 304
Query 904  TGGTAGGCAGGTCAC 918

Sbjet 303 TGGTAGGCAGGTCAC 289




