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Supplemental Figure S1. I vitro characterization of hiPSC. (A) Characteristic morphology, alkaline phosphatase
staining and immunofluorescence staining for pluripotency markers- Nanog, TRA-1-81 and SSEA-4 for hiPSC.

Nuclei (blue) are stained with DAPI (Scale Bar, 50um), (B) Western blot analyses for protein levels of
representative pluripotency markers, Oct4 and Sox2 in hiPSC in comparison to human ESC (H9).

— < —
e — ] — ) — =

hiPSC EBs in suspension Attached EBs hiChondrocytes hiChondrocytes
at Day 4 at D14
Aggregation medium Differentiation medium Chondrocytes growth
in suspension on fibronectin medium on gelatin
FGF2, Y27632, Wnt3A, ActivinA FGF2, BMP4, Follistatin, IGF, FGF2, Insulin, Transferrin
GDF5, NT4
day 0 day 4 day 7 day 14 Passage 1,2,3

Stage 1 Stage 2
Mesodermal Pre-chondrogenic
di d2 d3 d4 d7 d9 di10 d11 d13 d14

Y27632 we—(10)
Wnt3A =e— (25)
Activin A =me— (50, 25,10)
FGF2 (50)
BMP4 (40, 20)
Follistatin (100)
NT4 )

GDF5 (20, 40)

Matrix . .
Substrate EB culture Fibronectin

Supplemental Figure S2. Defined growth factors-based protocol for chondrogenic differentiation of hiPSC.
Units for Y27632 are in uM, all the other units are in ng/mL.



