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Biologic drugs must ensure that DNA from the host cell (hc) is below a recommended limit set by the FDA to be no higher than 100 pg/dose (or 10
ng/dose for high dose biologics). Residual hcDNA in a drug could have serious health implications for the patient, which is why the hcDNA assay is a
critical release assay for biologic drugs in accordance with USP<509>. At Tanvex, two related biologic drugs, one PEGylated, and the other not, are
produced from the same E. coli host cell bank. A feasibility study was conducted and showed that the already validated hcDNA method for the non-
PEGylated protein could not be used for the PEGylated version of the drug. This poster covers the feasibility testing, method re-development and
challenges faced working with a difficult PEGylated drug substance (DS). Various DNA extraction methods were tested, and one outperformed the
others resulting in a fully qualified hcDNA assay which meets the USP<509> requirements.

Method Feasibility Vendor C = FujiFilm/Wako Kit Optimization

Known concentrations of E.coli DNA were spiked into both non-PEGylated and PEGylated DS
following the validated method used for the non-PEGylated DS prior to DNA extraction. The
PEGylated DS failed to recover known amounts of DNA while the non-PEGylated DS passed all
assay and sample criteria as expected, Table 1, demonstrating that we could not use the current
test method to quantify the amount of hcDNA in PEGylated DS. Due to the possibility of matrix
interference, additional sample dilutions 1:20, 1:100 and 1:1000 with spike concentrations of

The FujiFilm/Wako kit is a single tube extraction method and required investigation into various
extraction tubes because they are vital to the assay performance. General assay procedure and
equipment are shown in Figure 2.

USP <509> & <1130> were used to inform the optimization of this assay and to generate and set
the system suitability. Optimization decisions are outlined in Table 4.
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Table 3: Comparison of three Host Cell DNA assays
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