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Figure S1. Modified SDS-PAGE. 1D modified SDS-PAGE (12%) used for analysis of the 

samples. Pictures were used to calculate the non-reduced molecular mass of the guaiacol 

peroxidases. Additionally to the guaiacol staining, CCB staining was done to estimate 

separation of the overall proteins. Gel was cut into five pieces (a, b, c, d) and analyzed by 

MS. Complete table with the results for the MS are shown in the Supplemental Table S1. 
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Figure S2. Native IEF/hrCNE. Typical technical examples for guaiacol/H2O2 staining after 

separation by native IEF-PAGE (4% ampholytes pH 3–10)/hrCNE (6%–15%) are shown. 

After 5 min of activity staining gels were scanned for documentation. Separated sample is 

indicated on the left.  

 

Figure S3. First dimension hrCNE. First dimension hrCNE (gradient: 4%–16%) was used 

for native analysis of the samples. Pictures were used to calculate the native molecular 

mass of the guaiacol peroxidases. (A) Guaiacol staining; (B) CCB staining; (C) over lay. 
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Figure S4. Elution profiles of guaiacol peroxidases separated by size exclusion (SEC): 

Specific guaiacol peroxidase elution profiles were tested by micro-assays using guaiacol 

and H2O2 as substrates. On the next two pages the three technical replicates for the SEC 

separation are presented. Each technical replicate is similar to a biological replicate.  

Elution of control (C) samples 1–3(3 technical/biological replicates) 
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Figure S4. Cont. 

Elution of stress (S) samples 1–3 (3 technical/biological replicates) 
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Figure S5. Analysis of active SEC fractions by electrophoresis. Fractions, resulting from 

the separation by SEC, tested positive for guaiacol activity in the micro assay were 

analyzed using hrCNE (12% acrylamide concentration), modified SDS-PAGE (12% 

acrylamide concentration) and native IEF-PAGE (5% acrylamide concentration, pH 3–10). 

For each active fraction 25 µL were mixed with the PAGE corresponding sample buffer 

and loaded on the gel. 

Analysis of sample C1 (control sample 1) 

 

Analysis of sample C2 (control sample 2) 
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Figure S5. Cont. 

Analysis of sample C3 (control sample 3) 

 

 

Analysis of sample S1 (stress sample 1) 
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Figure S5. Cont. 

Analysis of sample S2 (stress sample 2) 

 

 

Analysis of sample S3 (stress sample 3) 
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Table S2. Summarizing table for the SEC fraction analysis. Results of the data of Figure S4 

and S5 were summarized in this Table. Molecular weights and pI resulting from the 

electrophoretic analysis of the main activity peak are shown in column three to five.  

Sample  kDa  

SEC  

kDa  

modified SDS-PAGE  

kDa  

hrCNE  

pI  

native IEF  

First dimension  

C1  24.5  165  310  n.d.  

C2  51  157, 147, 126  406, 301  9.6  

C3  58  133  410  8.0, 7.8  

S1  51  146  406, 301  n.d.  

S2  34  160, 124  406  9.6, 8.0, 7.8  

S3  45  125  395, 230  9.6, 8.0, 7.8, 6.1  

 


