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Enzyme digestion

Melanoma cell line

Single-chain variable fragment (ScFv) genes were transferred into the pLV2 lentiviral vector and transduced into
melanoma to confirm proliferation inhibition. A375P, A375SM cells were transduced in a 1:3 ratio with lentivirus
for cell proliferation assay, migration assay. MTS assay, colony formation assay and wound healing assay were
conducted to confirm the function in ScFv induced cell growth and metastasis in tumors. and fluorescent images

were obtained under a fluorescence microscope.
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2 C-term zIL-17 2ug
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were calculated by Image J.

ScFv-L1 inhibits proliferation in colorectal cancer. Colony formation assay in 12-well plates. HT29 and
HCT116 cells were seeded at 0.4-1x103 cells per well. After 10 days of cultivation, cells were fixed with 4%
paraformaldehyde and stained with 0.01% crystal violet. Numbers of colonies formed by HT29 and HCT116
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Effects of ScFv on colony formatlon cell mlgratlon and apoptosis “of melanoma cell lines. (A and B) Colony formation analysis in A375P and A375SM cells. Numbers of colonies
formed were calculated by Image J. (C) A375SM melanoma cells were treated with lentiviruses ScFv C1, ScFv C2 and lentivirus GFP and then lysed. Lysates were analyzed for pro-

Multiple t tests and one-wat ANOVA : NS, not significant; *P <0.05; **P <0.01, and ***P <0.001.
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Circular dichroism (CD) spectrometer assay Affibody is alpha

helix structure. alpha helix proteins have negative bands at 222nm and 208nm and a
positive band at 193nm. b-sheet have negative bands at 218nm and positive bands at
195nm. Protein lacking any ordered secondary structure will not have any peaks above

210nm
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Drug =Xt & Capillary Electrophoresis-SDS (CE-SDS). (A) The peaks of the SDS-
MW size standard were measured in separation. Each peak was clearly identified, providing
confidence in the analysis results. (B) The zIL-17, zIL-6, and zHER2 affibodies were all
observed as a single peak, and zIL-17 peaked behind zIL-6 and zHER2. The peak was
observed around 13 minutes for the 10kDa internal standard, and the sample peaked in front of
the 10kDa internal standard.
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apoptotic marker expression levels by western blot. Statistic by Multiple t-test: *P<0.05; **P<0.01, vs. untreated control group. Data are represented as mean
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ScFv-L1 inhibits migration and arrest GO/G1 phase in colorectal cancer. Western blotting
showed the expression levels of cell cycle regulators (Cyclin B1, D1, and E1) and apoptotic proteins
(p53, PARP) in the ScFv-L1 transduced cells. The cell lysates were western blotted with the
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Capillary lIsoelectric Focusing (clEF) The zIL-17, zIL-6, and zHER?2

affibodies met the system suitability criteria with 99.99% reliability for the clEF peptide markers pl4.1,
5.5, 9.5, and 10.0. zIL-6 and zIL-17 were observed as a single peak around pl6, and zHER2 was

observed as a peak separation around pl7.4.
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