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SUPPLEMENTARY TEXT 
 
1 Expression and purification of ecliptic pHluorin 
 
The gene encoding ecliptic pHluorin (1) was generated using the enhanced GFP (eGFP) 

gene as template and the following mutations inserted: Leu64 to Phe, Thr65 to Ser, Ser147 

to Asp, Asn149 to Gln, Val163 to Ala, Ser202 to Phe, Gln204 to Thr and Ala206 to Thr 

(the Leu64 to Phe, Thr65 to Ser and Val163 to Ala mutations were to convert the eGFP 

residues to the corresponding GFP sequence). This variant differs from the previously 

described ecliptic pHluorin since it contains the enhanced GFP residues Gln80, Ser175 and 

Leu231 (1). The sequence of the gene is available upon request.  
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Figure 14. (The pH dependent fluorescence of ecliptic pHluorin). The figure shows 
the fluorescence intensity of pHluorin (100 nM) at 508 nm as a function of excitation 
wavelength in phosphate buffered saline adjusted to different pH values. Ecliptic 
pHluorin was expressed and purified as described in the Materials and Methods. The 
fluorescence measurements were taken using a Fluorolog-3 fluorimeter (Horiba Jobin 
Yvon, Edison, NJ). The fluorimeter was operated in excitation scan mode with the 
excitation and emission slit set to 8 nm. The recorded fluorescence intensity was 
adjusted for lamp fluctuation.  
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Figure 15 (Quantitative analysis of QD655 labeled IgG1 uptake in HMEC-1 cells 
transfected with FcRn_mut-GFP).  


