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Supplementary Methods

Preparing Formalin Fixed Paraffin Embedded Cells for Inmunohistochemistry
(IHC).

Approximately 106 HEK293 cells and mouse Fgfr3 transfected HEK293 cells were
collected separately, spun down, and rinsed with Phosphate Buffered Saline three times
to rid of any media. Cells were fixed in Zinc-Formaldehyde for 10 minutes at room
temperature. Again, cells were spun down and washed with PBS three times to remove
media and placed in a 50°C water bath. Cells were resuspended in 250uL of 2% agar
solution and placed on ice for agar to solidify. The agar cell pellet was placed in a
histology cassette and fixed in 10% neutral buffered formalin overnight before
processing for paraffin embedding. IHC staining for ColX and Ki67 were quantified using

Aperio ImageScope (Leica Biosystems).
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Supplementary Fig. S1. Controls for immunohistochemistry experiments. (A) First
column shows immunohistochemistry staining for Fgfr3 in HEK293 cells.
Parental cells show no specific staining (top) and cells stably expressing Fgfr3 show
specific staining (bottom) indicating that the Fgfr3 antibody is specific for Fgfr3. Second
column shows corresponding isotype rabbit IgG controls showing no nonspecific
staining. (B) Isotype rabbit IgG control for Fgfr3 immunohistochemistry shows no
nonspecific staining. (C) Isotype mouse IgG control for ColX immunohistochemistry
shows minimal nonspecific staining. (D) Isotype rabbit IgG control for Ki67
immunohistochemistry shows no nonspecific staining. Scale bars: 100pum.



Supplementary Figure S2.

Supplementary Fig. S2. Abnormalities of synchondroses, sternebrae, and
vertebrae in 6-week-old Ach mice. (A) Representative micro-CT images of WT and
Ach mice skulls from 6-week-old mice show the fusion of the intersphenoidal
synchondrosis (ISS) and the spheno-occipital synchondrosis (SOS) in Ach mice. (B) 3D
micro-CT of sternum with yellow arrows indicating the junctions of adjacent sternebrae
in representative 6-week-old WT and Ach mice. (C) 3D micro-CT of vertebrae in
representative 6-week-old WT and Ach mice reveal incompletely closed dorsal arch and
lack of spinous process in Ach mouse.
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Supplementary Fig. S3. Histological quantification of chondrocyte differentiation
and proliferation in WT and Ach mice. In the growth plate region, ColX (A) and Ki67
(B) expression are shown in 6-week-old Ach and WT mice. ColX protein expression is
indicated in (A) by the brown staining in the hypertrophic region of the growth plate
(brackets). Brown staining in the nucleus (brackets) (B) indicates Ki67 protein
100pm. Quantification of the histological staining are
summarized in (C) and (D) for ColX and Ki67, respectively, in 3-week and 6-week-old
mice. The graphical data are represented as mean £ SEM (**0.001 < p < 0.01, ****p <

expression.

0.0001).
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