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Figure S1
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Figure S1. Western analysis of spinach proteins by SDS-PAGE (A) and BN-PAGE (B).  A: Total proteins from spinach leaves (lane L), whole chloroplasts (W), stroma (S) and thylakoid fraction (T) were analyzed by western blot after 7.5% SDS-PAGE probed with anti-GS antibody (GS) and preimune serum (PI). In spinach leaves, only GS2 isoprotein is considered to be expressed [ref. S1] and is thought to be detected by the polyclonal antibody against maize GS1a proteins [ref. S2] that shares 75% identity with spinach GS2, through the consequence of the cross-reactivity of the antibody by recognizing the epitopes common to the two GS isozymes. As expected from the western analysis of the whole chloroplasts by 2D BN/SDS-PAGE (Figure 1H), stroma and thylakoid fractions contained the polypeptides with distinct sizes of approx. 41 kDa and 51 kDa, respectively. The deduced MWs are somewhat different from those in the 2D analysis (45 kDa and 55kDa), but the size in the stromal fraction of the 1D SDS-PAGE (41 kDa) appears to be closer to the estimated size of spinach GS2 protein (372 residues) and would be more accurate than the 2D analysis. B: Proteins extracted from whole chloroplasts were analyzed by western blot after BN-PAGE, probed with anti-GS antibody (GS) and preimune serum (PI). The numbers beside each band stand for the estimated molecular weights. All the samples loaded were derived from 10 g on a chlorophyll basis of chloroplasts whose proteins were extracted.
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