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Preparation of a Novel Fusion Protein of IL-6R and IL-6 and its
Application to Hematopoietic Field
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Here we report preparation of a novel fusion protein of IL-6R and IL-6 (FP6) with no polypeptide linker, as a
potent activator of gp 130. We established the methylotrophic yeast pichia pastoris secreting FP6 and obtained
purified FP6 in isoelectric point as well as molecular weight from the supernatant. Purified FP6 more potently
stimulated the ex vivo expansion of human CD34* cells than IL-11 or TPO in the presence of stem cell factor
(SCF). FP6 was also effective to induction of megakaryopoiesis of human CD34+ cells in the presence of SCF.
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Fig.O O Cell growth assay of the supernatant of Pichia pastoris transformed with each IL-6R/IL-6 fusion
protein. N-terminal of IL-6 is Pro(29) for No. 18 and 20, Val(30) for No. 22, and Ala(28) for
the others. Data represent the average of 5-14 independent Pichia pastoris transfectants.
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Fig.O Elution pattern of FP6 on DEAESPW. A profile of
absorbance at 280 nm of the DEAE5PW column
chromatography is shown. The isoelectric point of
each peak obtained by the isoelectric focusing is
indicated.

Tablel O Purification of FPO

Purification step Volume(ml) FP6(mg) Recovery((0)
Harvest Culture 9[B00 232 100
Streamline-SP 342 102 44
G3000SW 31 28 12
SP-5PW 14 24 10
DEAE-5PW 35 16* 6.7*

*Data represent FP6(pl6.7)alone, but not FP6(pl6.4a), FP6(pl6.4b), FP6(pl6.1),

FP6(pl5.9) or FP6(pl5.6).
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