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Experimental section

The interference of bovine serum albumin (BSA) and bovine calf serum (BCS) blocking solutions on
8pG based ELISA. The PEGsk-NH, serially diluted (0.69, 2, 6.2, 18.5, 55.5, 166 and 500 ng/well) in
coating buffer (0.1 M NaHCOs;, pH = 9) was coated in Maxisorp 96-well microplates for 2 hours at 37 °C.
The microplates were blocked with 3% (w/v) BSA or 3% (w/v) BCS in PBS overnight at 4 °C. Biotin-
conjugated anti-PEG antibodies (2 pg/mL of 3.3-biotin) were mixed individually by a 1:1 volume ratio with
8pG at room temperature for 2 hours (the final concentrations of 3.3-biotin was 1 pg/mL). The 8pG/3.3-
biotin mixtures were added to microplates and incubated at room temperature for 1 hour. After washing the
microplates, streptavidin-HRP and ABTS were sequentially added and incubated in the microplates to detect

PEGsk-NH,. Color development was measured at 405 nm by a microplate reader.
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Figure S1. The interference of blocking reagents for the sensitivity and background value of 8pG
based ELISAs. The microplates coated with different amount of PEGsg-NH, (0.69, 2, 6.2, 18.5, 55.5, 166
and 500 ng/well) were blocked by (A)(C) 3% (w/v) BSA and (B)(D) 3% (w/v) BCS, respectively. Biotin-
conjugated anti-PEG antibody (termed 3.3-biotin, 1pg/mL) mixing with or without 8pG was added to these
microplates, followed by the sequential addition of streptavidin-HRP and ABTS substrate. The

representative data from three independent experiments are shown. The red line indicates the background
value of each group. Bar, SD.
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Figure S2. Models of antibody/8pG complexes “standing upright” or “lying down” on (A) high density

or (B) low density antigens.
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Figure S3. The raw images of Western blot data performed in the presence and absence of 8pG. Serial
diluted (A) Pegasys and (B) rhCTLA4 were electrophoresed on a 10% reducing SDS PAGE, transferred to
nitrocellulose membrane, and probed with 3.3-biotin or anti-CTLA4 antibody which were mixed with or

without 8pG as described in Materials and Methods section.
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