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Figure S1. SDS-PAGE analysis of protein fractions from ammonium sulfate precipitation (AMS).
The protein loading mass was 1 pg/lane for chicken serum albumin standard (CSA).

The precipitates of different AMS saturation were resuspended in 5 mL of the elution
buffer (20 mM Tris-HCl containing 1 M NaCl, pH 9). Chicken blood plasma (Cp) and the
products from AMS were 1:1 (mL/mL) mixed with 2x Laemmli buffer containing 5% [3-
mercaptoethanol. The loading volume was 13 pL/lane.
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Figure S2. Immunoblot of selected fractions during chicken serum albumin (CSA) isolation under
reducing (A) and non-reducing (B) conditions.

The protein loading mass was 1 pg/lane for commercial chicken serum albumin
standard (CSA). Chicken blood plasma (Cp) and each fraction from anion exchange chro-
matography were 1:1 (mL/mL) mixed with 2x Laemmli buffer with or without 5% (3-mer-
captoethanol. The loading volume was 13 pL/lane. The IgG concentration of goat anti-
chicken IgY H & L (alkaline phosphatase, ab6878, RRID: AB_954728, Abcam, Cambridge,
UK) was 200 ppm.

Note: The selected fractions from column chromatography were 1:1 (v/v) mixed with
2x Laemmli buffer without or with 5% (v/v) p-mercaptoethanol and separated on SDS-
PAGE (4% stacking gel and 12% separating gel). After running at 200 V for 1 h, the pro-
teins on the gel were transferred to a 0.45-um nitrocellulose membrane (Bio-Rad Labora-
tories, Hercules, CA). After blocking the membrane using BSA-PBST, the membrane was
further incubated with 200 ppm of goat anti-chicken IgY H & L (alkaline phosphatase,
ab6878, RRID: AB_954728, Abcam, Cambridge, UK). Color development was performed
using the Bio-Rad Immuno-Blot AP Colorimetric kit.



