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ANEXO 1. PROSPECTO PARA LA DETERMINACION DE SARS-COV-2 (COVID-
19)
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"ENGLISH -
1. INTRODUCTION

End of 2019, 8 rowel tespiratory disease emag:é ins the ety of Widtan, Hubei Pravince of e Pecpla’s Reputiic of Clina, and
zo0cn speead rapidy within Tie counlsy and woddwide. The causativn agant was iderlited as savere seule respicstory syndrame
eotnavicus 2 (SARSCoV.2), BARS-CoV-2 (2019.aC0V), like the closely reisiad SARS corensvirus (SARS-CoV), belongs 1o
the genus Betsconmanirus within the famiy of colanavinises. The zoonotic (eservai of L virus sppears 15 be bats.
Coronadrisis sre envelaped, posithe singlexianded targe RNA vinsses that infed hunans, bt alss 3 wids ranpe of animaix.
The comaoa humen comnavisises NLE3, 2268, CC43 and HKU1 are widespread espacialy firoughout the winlet manths,
Thay pre respansidie fo2 Up to ens thicd of il acute resgirtery duesses, lypically with miaf sympioms {commen celd). More
than 80 % of the adut population have snlibodies agsinst human coconninuseas. The i ity froe previous intzclions lasts
aly for & shert peried of lime, Therafore, enfecians with the sare palhagen are possbia just afisr cae year. '
SARSCoV:2 is predaminanty transmiltsd by drapie] indection via coughing of sreezing and through dose contsct vt irdecied
puatiente. In thecey, srmedr infection snd infaction trough e conjunciva of the eyes are asa passitle. .

The incubation period (8 in the median 5-8 deys {andup 12 14 days raxEmum).

The clitics manifestations of SARS.CoV. 2 relaled COVID-19 diseass indude fever, cough, respiratory problems and fatigue, In
moed palients e indection manifests with syrptomss of & mikd febrils illhess with ireguia lung Infitrates. 3

The inlial liricst sign of COVID1Q which allawed case detection wes preumania. Bul it tuned ool ¥t G coursa of the
diemaze i3 panspacilic and vares widedy, fram ssymplomaets coueses o severe praumonia with lung Bilire and geath,
However, based of curtent knoaledge, around 80 % of the iinesses are mid fo moderade,

Alhough severs cotrses 61 the diseis alsa ocour in in yourger paienls and peaple withoul previcus ifess, the following
groups of peapie hisve an intreased risk of seaous forms of the deesse: ddedy prople (with & steadly incteading rigk fram
wound 5060 years of age). smckers and pespile wilh certain diseases of the cardiovascitar system ar the lungs, patients with
chiosic ives iseases, dahedes mallus, csnoet, ar paients with 3 weskened imimune system (e.g. dus 1o immune deficencies
o by taking rugs that suppress the immune system. i ‘

Currently, there i no specie eatment of vaccne availabie against SARS CaV-2 nfecton

Speties - | Disease Symploms e.4. Transmission route

(s:ﬂsmfgi fhe coirse of the diseade is unspacific, g;t:gg‘m of ransrission: dropled
Z - diveris and varnies greally, kom : A ; g

(espwm COovID-15 ﬁt’,ﬂ A ,:i',ic dm‘:‘h‘ ep ia mgm&a:g;f;:bw via the

coronsvitus 2) - iheceetisally possbie

The presence of pathogen of Infection may be ienlified by
» | Nuchsc acid testog (NATY: e RT-PCR
s Serclogy: : © datection of arttiodies by ELISA, immunablct

2, INTENDED USE

The SARS-CoV2 (COMIDA1G). IgM CLISA is intended for the qualialive determinatica of Ighd class anthodes sgsinst
SARS.CaV-2 i1 human seum of plasma (G¥ate, heparnn) (0 support the diagrogis of COVIDAE disease snd cansilutes a
supplemant to tifed patiogen delection, ‘ )

3. PRINCIPLE OF THE ASSAY

mq.miuhe imemunoenzymite determinalion of spedfc antbudes is based on the ELISA {Enzyme-finked Immunosesbent
Micm’gmphiu are costed with specific anfigens 15 bind corespeniing anlibadies of the sample. Alber washing e wels 3
temove 8l unbaund sample malesial a harsaradsh perocdsse (HRP) (shelled canjugats is sdded. This canjugate binds 19 e
eaplured ardibodies. In @ second washing slep urhound conjugsle is remaved. The invnune complex farrned by e baund
eonjugats i visuskned by sddng Tetrsmethgbenzidine (TMD) substrne which gives s blue fesction product. . ;

The blensity of this preduct is prepartisagl 1o e amaunt of specific artibodies in the sample. Sufphuric cid i sddnd to stop
the pesction, This preduces 8 yelaw endpoind colour, Absorbance 814831820 nm & reéad ueing an ELISA Mizpliferpiats reader.
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8. ASSAY PROCEDURE

Please read the instruclien fee use careluly befars perdaeming the assay. Resull relishilty depends oo stict adherenos 1o the
instruction for uze a3 destribed. The foloaing lest precedure s only walidated dor auiusl procedure. If parfeaning Bie 25t ca
ELISA automatic systems vwe tecommend incredsing $1e washing steas from lree up to Fve and 1hé valume of Washing Buflsr
from 304 pl %2 350 L Lo svaid washing effects, Pay aftenlion to chapter 12, Prios to corenencing thee azsay, the distibutan and
identlealion plan for al samples and standardaleentrols (duplicates recommendied) shaud be earelily pslabished on the plate
layout supplied in the ki, Selact fie requied number of micraliler iips o wells snd inser) tiam irdo 1he halder.

Perfoern a axsay steps in the arder given and withaut any delays,
A clean, disposable tip should be used foe dispensing each standardicantrol and sampla.
Adjust the incubater b 37 £ 1°C.

1. Dispense 100 pl standardsiconte’s and diuted samples o their respective wells. Leave welt Al far the Subishate
Blank.

2. Cover wells with e fed supplied inthe kit
3. Incubate for 1 hour * Bmin at 37 £1°C. ) .
4. Whenincubation has been completed, remove the foil, aspitale the content of the weils and wash each well thres fines

with 300 pL of Wadhing Bulfer. Avaid overdlaws iam the raaction wells. The intaral bebween wathing and aspiralion
ehould be > 5 sec. Al the end carefuly remove remaning fiuid by tapping stips on lisseé paper poiar 10 the nexd sieal

Hole:  Wathing is impactant! bisulident washing resulis in peor precision and false resulls.

5. Dispense 100 pL Corjugale into all wells except for the Substrsle Blank well A1,

6. Incubate for 30 min at room temperatum (20...28 °C). Do nof expess ta drect suriignt.

7. Repeatstepd.

8. Dispénse 100 pL THB Substeate Stluton into all wells,

S, Incubate for exactly 18 min at room temperaturs (20..25 °C) in the dark. A Blue colour occurs due 1o an enzymatic
feattion,

10. Dispanse 100 1L Stop Sakilion into all wealls in fhe same crder and at the same rate as for the TMB Substrate Schution,
hersby @ cdour change fom bilug 10 yallow pomirs.

11, Medsure the shephance st 4500820 ren within 30 min aler additicn of he Sp Scldtien,

8.1. Measuremant
Adjust fhe ELISA Merotiierplats reader to zoro using fhe Subsirate Blank.

U« due to tachnical reasens « the ELISA Micralilesplale resder cannst be adusled to fero vung the Substrate Dfank, sublract its
sheorbancs vake from all eher absarbance valies measured in ceder to cbiain relisbis regulis!

Measure the absarbance of all wells af 480 nm and record the absarbance valies lor each standardicontral and sample in the
pale layout.

Bachromalic measurement using a rederenod wavelength of £20 aum 8 recommended.

Where applicabls caloulabs the moan sbsorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

I order for an s4say 1o he considered viid, the fafawing erilesia must be met:
=  Substrate Blank: Abserbancm value < 0.100

*  Negative Control:  Absorbance value <0200 and < Cut.aff

*  Cut-oHf Control: Abserbance value  0.160-1.300

»  Pasitive Control: Absorbance value > Cutvoff

I ihege critens are aol inel, the last is nat vakid snd must be nepealsd.

9.2. Calculation of Results

The Cut-aff i the maan absecbancs value of the Cul-6ff Centrol determinatons.

Example: Jhsarhancs v Cul-off Cantol .44 + sbaartiance valie Cul-o¥f contrel 042 = DAG S 2= D43
Cutalf=0.43

9.21. Results in Units [NTU]
Samgple {mean) shaorhance vfue x 10 =  [NvaTec Units = NTU|
Cut-alf

Examgle: 1.591x10 = A7 NTL (Urite)
0.43




8.3 Interprefation of Results
Cutoff 10 ML "

» 14 81U Relibonfiecg eguingd the palhogpan are gregent.
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Aelibaies against e pathugan couid oot be deteeted ehaarly.

Prysitive

Exqudvoral 9 11HTU iy vecomraneadad b tepaak the feak with 8 Eesh saorale i 2 1o 4 weeks. If B
resufl i equivecs) again the searple i judged o regative.
Megati « G HTY The sanple contains no sulibodes syaired U palhogen,

A peevious coatact vl thie gnligen fpathogen rewp. vactrw) is unlively.

Diagrosis of sninfictious disrase shauld ol be establaded o the Sals ofw siagle e result. A pracise disgaesis ghoutd
ke il congideration CGinica hislery, Syseploratlogs s well og semilogion] dala.
I i rariieed padiens S punbar s Sl gen datd pely have restisied vue

9.3.1.  Antihody Isotypes and Stats of Infaction
Sastolongy St
T . Charsitarste of fie priviey satiedy tesparse
iz b8 Yt - Sipg sty B euthint or very revent ilection
Fofrws ki production

o Charactaristic of fie secondary soibody respanse
iy Rz pessist faf nevnial years
High UG ties with fow ighl Hilae -« gy indioghes pasl jinferdion
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13.5PECIFIC PERFORMANCE CHARACTERISTICS
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18.4. Precision

Infrangss i3 Heinn (Ph TV iy
1 24 '

&2 24
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Interagsay % Besn (T LV (%)
#1 12

#2 12

B3 4

10.2. Diagnostic Spaciicity

The Eagneabic soecileily i defined o4 (e probabiity oF g segay o seoving sigativg in tha ahsence of fie specite analpe. s
e % (85 conhdench vl KLnk B xRK W),

10.3. Dlagnostic Sensitivity

Thot digricstic sanuliiby s defasd oS th probabity of the .‘1’*:’;&? i setring pobilive I I peesente of e peclic anulde. g
BN % {95% conlidunti ek Ko %o« a0 %)

10.4. intarfarences
10.5. Cross Reactivity

11, LIMITATIONS OF THE PROCEDURE
Bacteitnl carsamination of repeited freaze-dhaw pyzies of e sample may affect fhe shiscbance values.




ANEXO 2 ESTRUCTURA DE LOS CORONAVIRUS

Figura 1

Estructura genérica de los coronavirus (figura extraida de Wikipedia Commons)

Figura 2




ANEXO 5 CICLO DE REPLICACION DEL SARS-COV-2

Figura 3

Ciclo de replicacion

del SARS-CoV-2 ﬁ"’”
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iicio de replicacion del SARS-CoV-2 (Imagen modificada de Viega Asentio e Ignacio Lopez-Gofii, bajo licencia
iC BY-SA).



ANEXO 4 MECANISMO DE TRANSMISION DEL SARS-
COv-2

Figura 4. Emicion de secreciones respitratoias de
difentes tamafios por parte del caso indice (emisor) a
un contacto expuesto (receptor) a una distancia

menor a dos metros, con y sin mascarill

Puntos azules: gotas balisticas (2 100 um); puntos verdes: aerosoles grandes (>15 um hasta 100 pum);
puntos naranjas: aerosoles intermedios (>5 um hasta 15 um); puntos rojos: aerosoles de pequefio tamafio
(<5 um)



ANEXO 5
TOMA DE MUESTRA PARA PCR-RT




ANEAREA DE PROCESAMIENTO DE LAS MUESTRAS

PARA SARS-COV2




ANEXO 9

TECNICA DE ELISA PARA SARS-COV-2

1. Los micropocillos estan
recubiertos con anticuerpos
especificos para la sustancia
de interés.

2. El conjugado compite con
la sustancia/controles de
interés para los sitios de
union de anticuerpos.

3. El conjugado y
sustancia/controles de interés
permanecen unidos en los
pocillos.

4, Se anade sustrato para
producir un cambio de
color.

5. Los resultados se leen )
visualmente o en un lector — s—as—at -2

]

cuanto menos color azul, o
mas rojo, mas sustancia de
interés detectada.

_ Pocillo
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@ & Conjugado
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ANEXO 10.INTERPRETACIONDE RESULTADOS
COMBINANDO PCR- RT Y DETECCION DE

Interpretacion

Fase presintomatica

Fase inicial (aprox. 1-7 dias)

23 Fase (8-14 dias)

3% Fase > 15 dias

Infeccion pasada (inmune)

ANTICUERPOS



