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Molecular biology. The gene containing mutated protein A was custom synthesized by

Genscript using the following E.coli codon optimized DNA sequence:

|--- 6 x His --—-] |-- TEV Cleavage --]]-- PA Start

————————— R Sty Roont Dol Fomott.
1 atgcatcaccatcaccatcacgaggcctctgagaatctttattttcaggcctctgggttt 60

1M HHHHHHEA ASENILY F Q A S G F 20
Restriction sites: -Stul - -Stul -

61 aacgaagaacagcaaaatgcctatgacgagatcgcccgcctgcctaatctgaatgaggag 120
22N E E Q Q NA Y D E I AR L P NL N E E 40

————————— R R SRS USSR SURDU.
121 cagcgtaatgcctttatccaagccctgcgtgatgatccttctcaagcggctgatctgctg 180

41 Q0 R NA F I Q AL RDDWPSQAADILL 60

181 gcagaagcacaagccctgaacgatgcccaagcacctggttaa 222

61A E A Q AL NDAQAUPG * 73
Subsequently, it was subcloned into pET-29a vector (Novagen) between the Ndel and BamHI
restriction sites. The gene for ASC CARD was synthesized by Genscript and sub-cloned into the
PETM-11 vector between the Ncol and BamHI restriction sites. The D134C C173S mutations

were introduced using the QuikChange (Agilent) protocol.



