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noise ratio (S/N), assay sensitivity and dynamic range of detection. B Bridging Assay Format:

option for PK assays for bispecific antibody therapeutics. The LLOQ of 23.44 ng/mL of TNB-738 in human serum
achieved with this method was at least 8-fold lower than that with the sandwich format. It is a sensitive, reliable, and

robust PK assay for the quantitative determination of TNB-738 in human serum.

A Sandwich Assay Format: <— Wash cycle

. g Fig.13. Position effects of MSD bridging assay. To further optimize the assay and prepare for full validation,
Bispecific mAb (drug)

different analysts performed assays to test several parameters of the assay, such as accuracy & precision (A &

«—— Wash cycle P), ruggedness & robustness, etc. (A) Data from representative runs. Position effects were identified. The lower
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Fig.15. Summary of Accuracy and Precision assessments in validation. All QCs met acceptance criteria.

Fig.2. Sandwich assay format Fig.3. Bridging assay format
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Fig.8. Using plate rotated mode for solution/sample addition and wash resulted in >60% loss in ECL signals.
(A) Plate map; (B and C) Raw signals of the two identical plates; (D and E) %CV of duplicates. Red spots, %CV >
20% and Pink spots, %CV > 10%. (F) Diagram shows how to dispense the solution into the MSD plate. By rotating
the plate, dispensing solutions/samples at different positions could result in more loss of low binding sites. This may
explain why the rotated plate (C) had much less ECL signals than the plate with a fixed orientation (B).

format provides a viable option for PK assays for bispecific antibody therapeutics. The LLOQ
of 23.44 ng/mL of TNB-738 in human serum achieved with this method was at least 8-fold
lower than that with the sandwich format. It is a sensitive, reliable, and robust PK assay for
the quantitative determination of TNB-738 in human serum.

Fig.12. Precision of MSD homogenous bridging PK assay. Different analysts performed assays as shown in
plate maps (A). The %CV values of each duplicates from all plates met the acceptance criteria, < 20% (B). These
data demonstrated that the MSD bridging assay is indeed a viable option, which greatly improved assay precision
compared to the MSD Sandwich assay format in quantification of TNB-738 in human serum.

Fig.4. Evaluation of antibody pairs and optimization of Minimal Required Dilutions (MRD) using MSD sandwich
assay format. (A) Comparison of antibody pairs. The results indicated that the pair of F12A (capture) / F11A (detection)
produced robust signals, of which MRD 1:10 had the best sensitivity and dynamic range of detection. (B) A
representative comparative plot of the standard curves using the two antibody pairs at MRD 1:10.
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