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SHERIEH : DFNB, CNTF (10 ng/ml), BDNF (50 ng/ml), NT3(50

ng/mi), FBS(BELTEERD10%)
DFNB:DMEM/F12(7 g/1 % JLa—2R, N2 1) Ak, B27H T AL R FM)

aA—FTHF: M) 5L, PDL, TR

Dorsal hypothalamic induction

96-well, V-bottomed plate, 1X10(4) cells/well

Dispersion

Dispersion medium

Dispersion medium: DFNB, CNTF (10 ng/mL), BDNF (50 ng/mL), NT3 (50
ng/mL), FBS (10% of the total volume by volume ratio); DFNB: DMEM/F12 (7 g/L
of glucose, N2 supplement, B27 supplement added)

Coating agent: Matrigel, PDL, laminin
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(54) Title: DIFFERENTIATION INDUCTION FROM HUMAN PLURIPOTENT STEM CELLS INTO HYPOTHALAMIC
NEURONS
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(57) Abstract: Provided is a method for efficiently inducing
differentiation from human pluripotent stem cells into hypo-
thalamic neurons. Also provided is a method for constructing
a cellular structure that integrates pituitary tissue and hypo-
thalamic tissue from human pluripotent stem cells. A cellular
structure including hypothalamic tissue is obtained by a meth-
od including a step for suspension culturing human pluripo -
tent stem cell spheroids in a medium including a low concen-
tration of an osteogenic factor signaling pathway activator and
a low concentration of a substance capable of acting on the
Shh signaling pathway, and a step for also suspension cultur-
ing the cell spheroids obtained in that step in a medium in-
cluding a low concentration of a substance capable of acting
on the Shh signaling pathway. A cellular structure including
hypothalamic tissue and pituitary tissue is also obtained by a
method including a step for suspension culturing human
pluripotent stem cell spheroids in a medium including an os-
teogenic factor signaling pathway activator and a substance
capable of acting on the Shh signaling pathway, a step for also
suspension culturing the cell spheroids formed in that step in
a medium including an osteogenic factor signaling pathway
activator and a substance capable of acting on the Shh signal -
ing pathway, and a step for suspension culturing the cell
spheroids obtained in that step in a medium suitable for sim-
ultaneous pituitary and hypothalamic induction .
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