


B Non-transfected ™ Rat J1-ICD-HA+

:5

o

24

o

<3 ]

L

22

(1] T

Illillllli

2 1
0

ADAM10 ADAM17 JAG1 JAG2 NOTCH1 NOTCH2 NOTCH3 HES1 HES5 PAX6

Figure 5. Comparison of mRNA expression levels after JICD-HA transfection of B3
cells. The relative mRNA levels of various Notch pathway genes, and the PAX6
transcription factor, between B3 control versus J1-ICD transfected cells. The relative
expression level of each MRNA was determined by qPCR, normalized to (3-actin, and a non-
transfected control. The graphed expression values are the mean of three independent
biologic replicate (transfection) experiments, each performed in technical triplicate, with the
error bar representing the s.e.m. *p<0.05, **p<0.01, and ***p<0.001. Statistical significance
was determined by one-way ANOVA for the entire dataset, as well as by comparing control
and transfected data using a two-tailed Student’s t-Test using Microsoft Excel 2016 Analysis

ToolPak.
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Figure S3. Anti-HA antibody Western blot.

B3 lens cells were transiently transfected with
constructs for each rat epitope-tagged

Jag1 isoform, then cell lysates harvested for
analysis. Each lane was loaded with 50 ug of
total protein. Non-transfected B4 lysate has no
signal. B3 cell lysates after FL-Jag1-HA transfection
contained Jag1-CTF-HA isoform, but not a
J1-ICD-HA product. By contrast, B3 lysates from
Jag1-CTF-HA transfections contained the
J1-ICD-HA isoform, similar in size to

in J1-ICD-HA after transfection of this isoform.
Anti Beta-actin (B-actin) reprobing served as
loading control. Blot is representative of n =3

independent transfection to Western experiments.
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Table S1. qPCR primer pairs obtained from the Harvard PrimerBank.

Gene Forward primer 5’->3’ Reverse primer 3’->5’
B-ACTIN CATGTACGTTGCTATCCAGGC CTCCTTAATGTCACGCACGAT
ADAM10 ATGGGAGGTCAGTATGGGAATC ACTGCTCTTTTGGCACGCT
ADAM17 GTGGATGGTAAAAACGAAAGCG GGCTAGAACCCTAGAGTCAGG
JAG1 CAACCGTGCCAGTGACTATTTCTGC TGTTCCCGTGAAGCCTTTGTTACAG
JAG2 AACGATACCACCCCGAATGAGG GCTGCCACAGTAGTTCAGGTCTTTG
NOTCH1 GAGGCGTGGCAGACTATGC CTTGTACTCCGTCAGCGTGA
NOTCH2 CAACCGCAATGGAGGCTATG GCGAAGGCACAATCATCAATGTT
NOTCH3 CGTGGCTTCTTTCTACTGTGC CGTTCACCGGATTTGTGTCAC
HES1 TCAACACGACACCGGATAAAC GCCGCGAGCTATCTTTCTTCA
HES5 GATTCCTCTGTGTGGGTGGATG GATTTTATTATGGCGGCTTCGG
PAX6 TTTGCCCGAGAAAGACTAGC CATTTGGCCCTTCGATTAGA
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