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ABSTRACT Figure 3: ScaleBio’s scMET-seq kit produces high quality data with high mapping rate and

. , , , o low CH methylation percentage
We utilized our Single Cell Methylation Kit to generate DNA libraries from colon cancer cells,

comparing the traditional monolayer (2D) setup with the more dynamic spheroid (3D)

configuration. The increasing interest in 3D cell culture, especially spheroids, is driven by its oM e m
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potential to better approximate in vivo conditions compared to the more conventional 2D 1 Tt Total reads 9510131348 | 12 655 919 764
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saturation. Using UMAP analysis, we observed distinct clustering patterns for the 2D and 3D S Percent pass trimming 98% 98%
cultured cells. There was some overlap, which we attribute to the cells having been in the 3D y Percent mapped 959 949
environment for only 5 days, suggesting they retained characteristics from their 2D origins. ;
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into how cellular behavior and expression might differ based on culture conditions. Such an c CG Cell Methylation 5 CH Cell Methylation
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has provided valuable insights. This approach might prove pivotal in enhancing the precision < % -+ s
and understanding of DNA methylation sites and cellular heterogeneity. g ” 2 s
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Figure 1: Combinatorial indexing technology can be used to increase single cell :
sequencing throughput, while decreasing cost ” s L b
Instrument-free, plate-based, 2-level indexing workflow* *cell sorting required for initial release
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cultured HCT-116 cells. B. Metrics show good sequencing and mapping quality. C. The median CG
- - methylation percentage is in line with human cells (~75%). D. The low median CH methylation
""" - percentage (< 0.5%) indicating complete conversion of non-methylated Cytosines in CH context.
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Figure 2: Multiplexing of 2D and 3D cultured HCT-116 cells in scMET-seq workflow e 5 g i rE NIRRT RETI Y (e
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A. HCT-116 cells were cultured in regular cell culture dish for 2D culture vs. low attachment
culture dish for 3D culture. Spheroids were cultured for 5 days (they form on day 1). Nuclei from
2D and 3D culture were than purified, fixed, and treated before evenly distributed onto TSM
plates for 15t level indexing and multiplexing. B. Cell recovery rate from the initial starting 9 -
materials C. Passing cell counts and cell rate after sequencing.

CONCLUSIONS

* The ScaleBio™ scMET workflow generates clean data with low background
* The ScaleBio™ Single Cell Methylation Sequencing Kits provides high sensitivity and low background single cell methylation information. Data from 2D
and 3D cultured HCT-116 cells shows that the kit can separate 2D and 3D cultured cells solely based on methylation information.
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