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Mus Musculus EKEFLMCKFQEARKLVERLSLEKLD

Rattus Norvegicus EKEFLMCKFQEARKLVERLSLEKLD

Bos Taurus EKAFLMQKFQEARDLVVRLSLEKRE
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Grow cells in 250 ml TB (lane 3)

e Lyse cells by French Press 3x (lane 4)
 Incubate in 8 M urea (lane 5)
o Clarify by high speed centrifugation

IMAC purification

* Load and wash with buffer containing 8 M urea

¢ Refold on column

o Elute with an imidazole gradient (lane 9)

* Pool pure fractions and measure protein concentration
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o » 3 L * Load on IMAC column and collect protein in flow through (lane 11)
D O o Elute remaining TEV and uncleaved NEMO-EEAA (lane 12)
E  Dialyze and concentrate
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95 - SEC purification
e Load on SEC column (lane 13)
75 1 * NEMO-EEAA elutes at 60-70 ml (lane 14)
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1 Concentrate to 113 uM on stirred cell concentrator
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