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Comparison of DMS crosslinking and ANS fluorescence of apoLp-III/CT-apoA-I and 

apoLp-III/CT-apoE. A chimeric construct bearing residues 190-243 of apoA-I appended to L. 

migratoria apoLp-III (apoLp-III/CT-apoA-I) was used as described previously [1]. CT-apoA-I 

(residues 179-243) was isolated from a chimera that contained a methionine residue between 

apoLp-III and CT-apoA-I, facilitating isolation by cyanogen bromide digestion [2]. Chimera 

DMS cross-linking and ANS fluorescence analyses were carried out as described under Materials 

and Methods for apoLp-III/CT-apoE.  

 A direct comparison of apoLp-III/CT-apoE and apoLp-III/CT-apoA-I chimeras 

showed that while each CT-domain promoted self-association of the chimera, there were 

differences in the extent of crosslinking (Fig. S1). Based on the decrease of the density of the 
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monomer in the presence of DMS and the corresponding increase in intensity in high-molecular 

weight bands, the crosslinking analysis indicates that CT-apoA-I mediates self-association more 

efficiently than CT-apoE. 

 
 
 
 
 
Fig. S1. Comparison of DMS crosslinking of apoLp-III/CT-apoA-I 

and apoLp-III/CT-apoE. The chimeric proteins were incubated with 

DMS in the absence (-) or presence (+) of DMS crosslinker, separated by 

SDS-PAGE, and visualized by staining with Amido Black.  

  

A comparative analysis of the ANS fluorescence emission spectra of apoLp-III/CT-apoA-

I with that of apoLp-III/CT-apoE was carried out, using the corresponding parent proteins (Table 

S1). A few interesting observations were made: i) The fluorescence intensity of isolated CT-

apoA-I was very low (35.9 ± 1.2), which is likely a reflection of the lack of defined structure. In 

contrast, the CT-apoE ANS fluorescence intensity was much higher (198.7 ± 4.2), thus offering 

many ANS binding sites. ii) The ANS fluorescence intensity of apoLp-III/CT-apoE was 3-fold 

higher compared to apoLp-III/CT-apoAI, in agreement with the observation that CT-apoE 

contains more ANS binding sites compared to CT-apoAI. iii) NT-apoAI (residues 1-189), NT-

apoE, and apoLp-III all displayed relatively low ANS fluorescence intensities, showing that that 

their helix bundle organization does not offer many ANS binding sites. Since the ANS 

fluorescence intensity of NT-apoAI was higher compared to the 4- and 5-helix bundles of NT-

apoE3 or apoLp-III, this indicate that the helices of NT-apoA-I are organized differently, in 

agreement with the consensus model for apoA-I [3]. 
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Table S1: ANS fluorescence intensity of chimeras and their parent proteins. 
 
Sample ANS Fluorescence 

Intensity 
ANS 14.2 ± 1.3 
apoE3 417.7 ± 18.4 
NT-apoE3 56.0 ± 1.7 
CT-apoE 198.7 ± 4.2 
apoA-I  174.2 ± 5.3 
NT-apoAI  76.6 ± 2.4 
CT-apoAI  35.9 ± 1.2 
apoLp-III 31.4 ± 1.3 
apoLp-III/CT-apoE 353.4 ± 6.1 
apoLp-III/CT-apoAI 119.2 ± 5.1 
 
Fluorescence intensity was recorded at 468 nm. Error represents standard deviation with n = 3. 
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