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From:

Sagni= Wihed, 11 Mar 2020 06; L3:13 0400

Tao: MiEID Public Inguirses

Subject: Favd: Coronavirus BiISWEESEn producticn meethad

Scmt froen my iPhone

Regin forwanded message

From: Adom Goertryer
Drawte: March 11, 2020 &1 &: ]| &40 AR EDT

Toz "Fauci. Anthony (NIH/MNIAID) [E]" -

Subject: Coromavirus Biowspon production method

Hedle Anchomy,

This is how ibe vires was cresteds

Irtervirion Fusiom, HIV=lucl ACEX ) (300 ng of p2d4) was micced swith 1,06 mg ol p2d4
of H =pfp panickes incorporating ASLY=-A envelope, SARSCoV 8§ proleim, or
btk envelopes in PIES ot £7°C for 30 muin 1o allow binding Samples were rised o
ATC for 15 mun o allow for conformational rearrangesents. Virons were adjusted
b the desared pH with 0.1 & citne acd. FES, THCE -trypsin i fmal concentration 10
ptml)l CTSL, cathepsan B (CTSHE) (final concentmbtors 2 pgimil | or CTSL balTer
alone was then added. Recombanant CTSL (B &0 Systems) was presctivated by
incubation for 1S minat 10 pg'ml m 50 mM Mes, pH 6.0, on ico. Rocombimani
CTSH (R &D Systonas) was preactivaled in 25 mM Mes, 5 md DTT. pH 3.0, [or 30
min &1 25°C. After & 10-min iscwbatbon at 253°C. protcolysis was hahied by the
additien of 300 pl of DMEM IO containing laspepan (25 ppimly and 5T1 (735 pgimi)
Virions were then incubated @ 3790 for 30 min o alow membeane fusion, TOD ul of
the varion maxture was added in guadruplicate o Hella-Tva cells pretreated o | h
with leupeptin (20 pgimil The cells were spin-mnfected amd imcaibated 81 37°C for §
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