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Figure S1. Light microscopy micrographs of pHRPTEpiCs during passage 3 (P3), passage 8 (P8), and 
passage 13 (P13) at approximate 30% confluence. Original magnification ×10. Bar: 100 µm. 
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Figure S2. MS2 spectrum of Gb3Cer (d18:1, C22:0) (A) and corresponding fragmentation scheme (B) 
obtained from pHRPTEpiCs. 
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Figure S3. MS2 spectrum of Gb4Cer (d18:1, C16:0) (A) and corresponding fragmentation scheme (B) 
obtained from pHRPTEpiCs. 
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Figure S4. MS2 spectrum of Gb5Cer (d18:1, C22:0) (A) and corresponding fragmentation scheme (B) 
obtained from pHRPTEpiCs. 
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Figure S5. SAW real-time interaction sensorgrams gained for binding of Stx1a towards DRM (A) and 
nonDRM fractions (B) prepared from replicate 1 of pHRPTEpiCs. 
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Figure S6. SAW real-time interaction sensorgrams gained for binding of Stx2a towards DRM fractions 
prepared from replicate 1 of pHRPTEpiCs. 
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Table S1. Relative distribution of Gb3Cer, Gb4Cer, and cholesterol in sucrose gradient fractions 
obtained from pHRPTEpiCs. 

Gb3Cer 

Fraction Replicate 1 (%) Replicate 2 (%) 
F1 DRM (top) 0.0  14.8  
F2 DRM (top) 49.6  48.9  
F3 DRM (top) 16.4 Ʃ66.0 (F1–F3) 14.1 Ʃ77.8 (F1–F3) 

F4 nonDRM (intermediate) 7.7  8.1  
F5 nonDRM (intermediate) 8.9  5.4  
F6 nonDRM (intermediate) 8.4 Ʃ25.0 (F4–F6) 0.0 Ʃ13.5 (F4–F6)     

F7 nonDRM (bottom) 7.0  7.7  
F8 nonDRM (bottom) 2.0 Ʃ9.0 (F7–F8) 1.0 Ʃ8.7 (F7–F8)     

  Ʃ100.0 (F1–F8)  Ʃ100.0 (F1–F8) 

Gb4Cer 

Fraction Replicate 1 (%) Replicate 2 (%)  
F1 DRM (top) 0.0  10.1  
F2 DRM (top) 64.9  59.1  
F3 DRM (top) 15.9 Ʃ80.8 (F1–F3) 11.7 Ʃ80.9 (F1–F3) 

F4 nonDRM (intermediate) 5.4  5.9  
F5 nonDRM (intermediate) 5.0  2.1  
F6 nonDRM (intermediate) 3.8 Ʃ14.2 (F4–F6) 0.0 Ʃ8.0 (F4–F6) 

F7 nonDRM (bottom) 5.0  9.8  
F8 nonDRM (bottom) 0.0 Ʃ5.0 (F7–F8) 1.3 Ʃ11.1 (F7–F8) 

  Ʃ100.0 (F1–F8)  Ʃ100.0 (F1–F8) 

Cholesterol 

Fraction Replicate 1 [%] Replicate 2 [%] 
F1 DRM (top) 0.0  4.8  
F2 DRM (top) 57.4  47.5  
F3 DRM (top) 13.3 Ʃ70.7 (F1–F3) 14.9 Ʃ67.2 (F1–F3) 

F4 nonDRM (intermediate) 6.1  9.3  
F5 nonDRM (intermediate) 9.0  7.8  
F6 nonDRM (intermediate) 5.3 Ʃ20.4 (F4–F6) 0.0 Ʃ17.1 (F4–F6) 

F7 nonDRM (bottom) 7.5  14.1  
F8 nonDRM (bottom) 1.4 Ʃ8.9 (F7–F8) 1.6 Ʃ15.7 (F7–F8) 

  Ʃ100.0 (F1–F8)  Ʃ100.0 (F1–F8) 
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Table S2. Calculated association kass and dissociation kdiss rate constants and equilibrium dissociation 
constant KD for Stx1a using DRMs of pHRPTEpiCsa. 

Sensor channel kass (nM−1 s−1)b kdiss (s−1)b KD (nM)b 
1 1.0 × 10−4  8.8 × 10−3 88.3  
2 1.0 × 10−4  8.2 × 10−3  81.8  
3 1.0 × 10−4  7.4 × 10−3  73.9  
4 0.9 × 10−4 6.9 × 10−3  76.2 
5 0.8 × 10−4  6.2 × 10−3  77.5 

Mean value 0.9 × 10−4  7.5 × 10−3  79.5  
SDc 8.9 × 10−6  1.0 × 10−3 5.7 
a Constants were determined by real-time interaction analysis of Stx1a with sensor surface-coated 
pooled DRM fractions F1-F3 prepared from replicate 1 of pHRPTEpiCs; b kass, kdiss and KD values were 
obtained for Stx1a and correspond to sensorgrams of Figure 12; c SD, standard deviation. 

 


