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Table S1, RT-qPCR primers used to examine hESC differentiation

Genes Forward primers Reverse primers

C90RF135 5’TGGTGTATTCCTGGCACCGT3’ 5’GGGATTCATCGGTTCCCAGT3’
Nanog 5" TGGCGCGGTCTTGGCTCACT 3° | 5> AGGTGGCGGGCGCCTGTAG 3’
Nestin 5’CCTGGGAAAGGGAGAGTACC3’ | STGGTCCTTCTCCACCGTATC3’
Pax6 S’TCCATCTTTGCTTGGGAAATC3’ | 5TAGCCAGGTTGCGAAGAACT3’
Brachyury T 5’GCAAAAGCTTTCCTTGATGC3’ 5’ ATGAGGATTTGCAGGTGGAC3’
KDR 5’CGGCTCTTTCGCTTACTGTT?’ 5’ AGCATGGAAGAGGATTCTGG3’
FOXA2 5 GAGAAGAAATCCATAACACC3’ 5’ TTCTTTCCCGTTTTCCTCCT3’
SOX17 5’AGCAGAATCCAGACCTGCAC3’ 5’ TTGTAGTTGGGGTGGTCCTG3’




Figures and Figure Legends
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Figure S1. The antibody against COORF135 displayed specificity to the target protein. We
expressed exogenous full-length COORF135 with an N-terminal FLAG tag and the empty vector
in HEK293A cells. The harvested cell lysates were analyzed via western blotting. The left panel
shows detection with anti-COORF135 antibody, and the right panel shows detection with

anti-Flag-antibody. 3-Actin was used as a loading control.
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Figure S2 C9ORF135 promoter activity in the presence of OCT4 and Nanog. A luciferase
reporter containing the COORF135 proximal promoter was used to monitor transcriptional

activity in the presence or absence of OCT4 and Nanog vectors.



Scrambled siRNA siRNA-C9ORF135
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Figure S3. Morphology (a) and western blot analysis (b) of hESC clones after C9ORF135
shRNA knockdown. The control shows the hESC protein level. The hESCs were transfected with
lentivirus containing scrambled shRNA and shRNA against C9ORF135. The hESCs displayed
morphological spreading after being subjected to C9ORF135 shRNA knockdown (Western blot).

B-actin was used as a loading control.



