UOCHB &
IOCB PRAGUE

Yty ongamcid chemie a hinchemis

Prague, 14 September 2021

Re: Information Provided in Response to a Reguest for Information Filed in accordance with Act No.
106/1999 Coll.

On 1 September 2021, the following request for information was delivered to the Institute of Organic

Chemistry and Biochemistry of the Czech Academy of Sciences (Ustav organické chemie a biochemie

AV CR, v. v. i) ("Institute"). The request was filed by David Subik ("Applicant") in accordance with

Act No. 106/1999 Coll., the Freedom of Information Act, as in effect ("Freedom of Information

Act"):

1) What method was used by the Institute to carry out the full purification and isolation of
the virus referred to as SARS- CoV-2? Provide a citation referring to a scientific paper or
a verifiable methodology.

2) Provide electron microscope imagery demonstrating the full purification and isolation of
viral particles of the virus referred to as SARS-CoV-2.

3) What method was used to identify the fully purified and isolated viral particles to be part
of the virus referred to as SARS-CoV-2? Provide a citation referring to a scientific paper
or a methodology.

The Institute has fully complied with the request and hereby provides the following information to the
Applicant in accordance with Section 14(5)(d) of the Freedom of Information Act:

Re 1)

a) A nasopharyngeal swab specimen in a collection tube with a transport medium was agitated briefly
five times.

b} The medium was filtered using a 0.22 pm filter and added to Vero cells in a 25 cm2 cultivation
bottle and incubated in an incubator at 37 °C, 5% CO2.

c) Cytopathic effect on the cells was monitored on a daily basis.
d) After three days, the cultivation bottle containing the cells was twice frosted and defrosted.
e} The culture containing Vero cells was CET‘ItﬁﬁJQEd for five minutes at 1,000 g.

f) The supernatant was filtered using a 0.45 pm filter, and 0.5 ml was transferred to fresh Vero cells
in a 25c m2 cultivation bottle and incubated in an incubator at 37°C, 5% CO2.

g) After three days, the cultivation bottle containing the cells was frosted and defrosted twice.
h) The culture containing Vero cells was centrifuged for five minutes at 1,000 g.

i) The supernatant was filtered using a 0.45 pm filter, and 1.5 ml was transferred to fresh Vero cells
in a 75cm2cultivation bottle and incubated in an incubator at 37°C, 5% C02.

i} After three days, the cultivation bottle containing the cells was twice frosted and defrosted.

k] The culture containing Vero cells was centrifuged for five minutes at 1,000 g.
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1) The supernatant was filtered using a 0.45 pm filter, aliquoted, and frozen to -B0 °C.

m) Thus obtained supernatant contained purified, infectious particles of SARS CoV-2 with a 10e6 IU/ml
titer, capable of infecting fresh cells.

Re 2)

SARS-CoV-2 was not examined by means of electron microscopy in the Institute's laboratory; however,
imagery obtained this way has been described in numerous instances in literature, such as

a) Turonova, B., Sikora, M.; Schurmann, C.; Hagen, W.1.H.; Welsch, S.; Blanc, F.E.C.; von Bulow, S.;
Gecht, M.; Bagola, K.; Horner, C., et al. In situ structural analysis of SAR5-CoV/-2 spike reveals
flexibility mediated by three hinges. Science 2020, 370, 203-208, doi:10.1126/science.abd5223.

b) Ke, Z.; Oton, 1.; Qu, K.; Cortese, M.; Zila, V.; McKeane, L.; Nakane, T.; Zivanov, 1.; Neufeldt, C.1.;
Cerikan, B., et al. Structures and distributions of SARS-CoV-2 spike proteins on intact virions.
Nature 2020, 588, 498-502, doi:10.1038/541586-020-2665-2,

Re 3)

a) The virus aliquot was defrosted, and 70 pl was used to isolate RNA using a QlAamp Viral RNA kit
(Qiagen).

b) cDNA was prepared using a LunaScript RT SuperMix kit (New England Biolabs).

c) cDNA was amplified by means of multiplex PCR using an Artic nCov-2019 V3 panel (IDT) with a Q5
HotStart High Fidelity 2% master mix.

d} The products of the PCR procedure were purified, quantified, and fragmented using a NEB Next
Ultra II FS DNA module (New England Biolabs).

e) Adaptors for Illumina sequencing were added using NEBNext® Ultra™ II DNA Library Prep and
indexation was carried out using NEBNext® Multiplex Qligos for Illumina (Mew England Biolabs).

fl Virus sequencing was performed using an Illumina Miniseq device, and the sequence was analyzed
using the DNASTAR Lasergene software.

g)] The sequences were entered into the GISAID database, specifically an isolate designated as
hCoV-19/Czech Republic/NRL_6632_2/2020 under the code EPI_ISL 3050767. The sequence
corresponds to SARS-CoV-2 line B.1.

h} The isolated virus contained the described viral proteins {(demonstrated by means of specific
antibodies using immunofluorescence and the Western Blot method) and was able to infect
sensitive mammalian cells, which subsequently produced viral particles.

Notice

The Applicant may file a complaint against the manner in which the request has been processed in
accordance with Section 16a(1)(a) of Act No. 106/1999 Coll,, the Freedom of Information Act, as in
effect. A complaint must be filed with the Institute within 30 days of the delivery of this document.
Complaints are reviewed by the supervisory authority, specifically the Office for Personal Data
Protection.

Institute of Organic Chemistry and Biochemistry
RNDr. PhDr. Zdenék Hostomsky, CSc.
Director
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UOCHB &
IOCB PRAGUE

V Praze dne 14. 9. 2021

Véc: Sdéleni ve véci Zadosti o poskytnuti informace dle zékona €. 106/1999 Sh.

Ustavu organické chemie a biochemie AV CR, v. v. i. (,povinny” nebo ,UOCHB") byla dne 1.9. 2021
doruéena Zadost Davida Subika (,Zadatel”) dle zikona £. 106/1999 Sb., o svobodném pfistupu
k informacim, v platnem znéni (,,InfZ"), o poskytnuti informaci (,,Zadost”) v nasledujicim znéni:

1) Jak na pracovisti povinného subjektu bylo provedeno dokonalé vycisténi a izolace viru SARS-
CoV-2? Uvedte citaci védecké prace nebo ovéfitelny metodologicky postup.

2) Poskytnuti fotografie z elektronového mikroskopu, kterd doloZi dokonalé vyiisténi a izolaci
virovych £astic viru SARS-CoV-2.

3) Jakym zplscbem bylo identifikovano, Ze dokonale vy(isténé a izolované virové ¢astice jsou
SARS-CoV-27? Uvedte citaci védecke prace nebo metodologicky postup.

Povinny Zadosti v plném rozsahu wyhovél a v souladu s § 14 odst. 5 pism. d) InfZ poskytuje Zadateli
nasledujici informace:

Ad 1)

a) MNosohltanovy stér byl pétkrat kratce protfepan v odbérové zkumavee s transportnim
médiem.

b) Meédium bylo piefiltrovano skrze 0,22 pm filtr a pfidano k Vero burikdm v 25cm? kultivacni
lahvi a inkubovaneo pfi 37°C, 5% CO; v inkubatoru.

c) Cytopaticky efekt na bufikach byl moniterovan denné.
d) Po tfech dnech byla kultivaéni lahev s bufkami dvakrat zamraZena a rozmraiena.

e) Kultura s Vero bunkami byla stocena 5 minut pfi 1000g.
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f)

Bl
h)

i)
k)
1)

m)

Ad 2)

Supernatant byl prefiltrovan pies 0.45 pm filtr a 0,5 ml bylo pfendano na erstvé Vero bunky
v 25cm? kultivaéni ldhvi a inkubovéno pfi 37°C, 5% CO; v inkubatoru,

Po trech dnech byla kultivacni lahev s bunkami dvakrat zamraZena a rozmrazena.
Kultura s Vero bunkami byla stofena 5 minut pfi 1000g.

Supernatant byl prefiltrovan pfes 0.45 pm filtr a 1,5 ml bylo pfendano na cerstvé Vero bunky
v 75cm? kultivaéni lahvi a inkubovane pfi 37°C, 5% CO: v inkubatoru,

Po tfech dnech byla kultivaéni ldhev s burikami dvakrat zamraiena a rozmraZena.
Kultura s Vero bunkami byla stofena 5 minut pri 1000g.
Supernatant byl prefiltrovan pres 0.45 pum filtr, alikvotovan a zamrazen na -80°C.

Takto ziskany supernatant obsahoval purifikované, infekéni édstice SARS CoV2 o titrul0eé
IU/ml schopné infikovat erstvé buriky.

Elektronova mikroskopie SARS-CoV-2 nebyla v laberatofi UDCHB provédéna, ale je jif mnohokrat
dolozena v literature napf.

g} Turonova, B.; Sikora, M.; Schurmann, C.; Hagen, W.LH.; Welsch, 5.; Blanc, F.E.C.; von Bulow,
5., Gecht, M.; Bagola, K.; Horner, C, et al. In situ structural analysis of SARS-CoV-2 spike
reveals flexibility mediated by three hinges. Science 2020, 370, 203-208,
doi:10.1126/5cience.abd5223.

b) Ke, Z.; Oton, J.; Qu, K.; Cortese, M.; Zila, V.; McKeane, L.; Nakane, T.; Zivanov, 1.; Neufeldt,
C.J.; Cerikan, B., et al. Structures and distributions of SARS-CoV-2 spike proteins on intoct
virions. Nature 2020, 588, 498-502, doi:10.1038/541586-020-2665-2.

Ad 3)

a) Alikvot viru byl rozmraZen a 70 ul bylo poudito pro izolaci RNA pomocl QlAamp Viral RNA kitu
{Qiagen).

b} cDNA byla pfipravena pomoci LunaScript RT SuperMix kitu (New England Biolabs).

c) cDNA byla amplifikovéna pomoci multiplex PCR za pouiiti Artic nCov-2019 V3 panelu (IDT) s
Q15 HeotStart High Fidelity 2x master mix.

d) Produkty PCR byly purifikovany, kvantifikovany a fragmentovany pomoci NEB Next Ultra Il FS
DNA modulu (Mew England Biolabs).

e) Adaptory pro lllumina sekvenovani byly pfidany pomoci NEBNext® Ultra™ || DNA Library Prep
a indexace pomoci NEBNext® Multiplex Oligos for lllumina (New England Biolabs).

f) Sekvenace viru probéhla na lllumina Miniseq pfistroji a analyza sekvence probéhla
v programu DNASTAR Lasergene,

g) Sekvence byly wuloieny do databaze GISAID napf. izolat  hCoV-19/Czech
Republic/NRL_6632_2/2020 pod kédem EPI_ISL_3050767, Sekvence odpovida SARS-CoV-2
linie B.1.
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h) lIsolovany virus obsahoval popsané virové proteiny (prokdzano specifickymi protilatkami
pomoci imunofluorescence a metodou Western blot) a byl schopen infikovat citlivé savdi
buriky, které pak produkovaly dalsi virové Zastice.

Pouceni

Zadatel miie proti zplsobu vyFizeni Zddosti podat stifnost dle § 16a odst, 1 pism. a) zdkona
£. 106/1999 Sb., o svobodném pfistupu k informacim, v platném znéni, kterd se podiva u UOCHB do
30 dnd ode dne dorugeni tohoto sdéleni. O stiinosti rozhoduje nadfizeny organ, kterym je Ufad
pro ochranu osobnich Gdaji.

Ustav organické chemie a biochemie AV CR, v, v. i.
RNDr. PhOr, Zdenék Hostomsky, CSe.
feditel UOCHB
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