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Figures

Figure 1 A Vector map of pET32b-trx-his-tev-hLIF. B Schematic representation of the resulting fusion protein 
with a molecular weight of 34 kDa.  N:  amino terminus of the polypeptide,  trx:  thioredoxin,  his:  His-tag 
(6 x His), tev: protease cleavage site recognized by TEV protease, hLIF: human Leukemia Inhibitory Factor, C: 
carboxy terminus of the polypeptide.

Figure 2 Process flow chart for hLIF. The major steps of the production and purification process are depicted. 



Figure 3 A Protein expression in recombinant E. coli BL21(DE3)-pET32b-trx-his-tev-hLIF. Soluble cell protein 
was loaded before IPTG induction (BI),  two and eight hours after induction respectively.  B Summary of the 
hLIF purification process.  Lane 1:  hLIF fusion protein after affinity chromatography,  lane 2:  products after 
proteolytic cleavage:  thioredoxin and hLIF,  lane 3:  hLIF after ion exchange chromatography,  lanes M: 
Molecular weight marker Fermentas SM0671.

Figure 4 Growth characteristics of murine ES cells Brachyury. A Proliferation and viability of the cells in 
Erlenmeyer flask cultures. B Glucose and lactate concentrations in the culture media. 



Figure 5 Measurement of apoptosis via Annexin-V assay in cultures of Brachyury ES cells.  Analysis of cells 
cultured (A) in the presence of the control LIF (ESGRO, Millipore),  in the purified hLIF (B) and without LIF 
(C) are shown. 

Figure 6 SSEA-1 expression of Brachyury ES cells. Expression levels of cells cultured (A) in the presence of 
the control LIF (ESGRO, Millipore), in the purified hLIF (B) and without LIF (C) are shown. Filled histograms: 
stained cells with anti SSEA-1 FITC antibody. Unfilled histograms: cells stained with matched isotype control 
antibody. Living cells were gated according to propidium iodide exclusion.



Figure 7 Expression levels of Oct-3/4 and SSEA-1 in cultures of iPS YM100 cells.  Expression levels of cells 
cultured (A) in the presence of the control LIF (ESGRO, Millipore),  in the purified hLIF (B) and without LIF 
(C)  are shown.  Cells were stained with anti-  SSEA-1 PE antibody.  Oct-3/4  expression was quantified via the 
GFP fluorescence level. Living cells were gated according to propidium iodide exclusion.


