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1. ASSAY INFORMATION| TC "ASSAY INFORMATION" \F C\L "2" ]

1.1 Assay Specifications| TC "Assay Specifications' \f C\l "3" ]

This assay is designed to quahta’uvely determine the presence of Trifluenz;
antigens in a nasal swab. The test is intended to aid in the d1agn051s
infections. Negative tests should be confirmed by cell culture '

The following commercial rapid test kit has been u
Remel X/pect Flu A & B

1.1.2  Materials and Methods[.T

A biotin-labeled anti-Influenza B antibod}
surface for the sandwich ELISA. Tt nas: ibjected to an extraction process. This
extracted material is then mixed-withalkaline hatase-labeled anti-influenza B antibody.
This mixture is then incubated w: apturexsurf» ) ,e’for 5 minutes. After the incubation, the
surface 1s washed and the’ alk a ése substrate is incubated on the surface for 5
minutes, and then the resul luminescence is read in Relative Light Units (RLU).

avidin surface serves as the capture
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Table [ SEQ Table \* ARABIC }: Materials

Name Supplier Catalog #
Carbonate-bicarbonate buffer Sigma C3041
Alkaline Phosphatase Labeling Kit (SH) | Dojindo LK13
Biotin Labeling Kit (SH) Dojindo LKI10
Capture Antibody US Biological | 17650-01:
Detection Antibody US Biological |-17650-16D.

Phospho Glo Substrate In House n/a.

Table [ SEQ Table \* ARABIC |: Antigen List

ID# Vendor

1 Southern Biotech
2 US biological .
3 US biological
4 US biological
5 US biological
6 US biological
8 . "17651-16D
9 " 17651-01Q,
17651-16C
17651-01V
17651-01R
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2 ASSAY DEVELOPMENT][ TC "ASSAY OPTIMIZATION" \F C\L "2" ]

2.1 Capture Surface: Antigen Screen on MTP

Bad Response Less than 200 fold and/or Cross Reactivity issues
Fair Response >200 with Low Cross Reactivity

L
@&\\\\&&\\\\N Good Response | >500 with Low Cross Reactivity
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2.2 Extraction Buffer

To determine the optimal extraction buffer, different formulations were tested and compared to
the Remel Xpect kit extraction buffer. The extraction buffer used for the Flu A assay is the same
buffer that will be used for the Flu B assay. Antlbody #3 was used as the---.._ ntibody while

Extraction Process Vendor Modulation

_____Sampl:

Our Extraction buffer ~ Virusys ™ . 58
Microbix 28.6 56

Virusys..- 24.0
Remel FDA Kit " 15.7 8.5

Virusy

buffer consi of 0.5% Tween 20, 0.1% sodium azide in 20mM phosphate buffer (pH 7.6). A
volume of 500l of sample was spiked in 400ul of extraction buffer for this experiment. The
conditions included 5 ug/mL of CAb and 100 ng/mL(final) of detection antibody in blocking
buffer. Positive and Negative controls were obtained from either Microbix or the Virusys kit
controls. The best pair was 5B-8B which has the best modulation and least cross reactivity.
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Table [ SEQ Table \* ARABIC |: Antibody Screen on the Theranos system

Mean
CAb-DAb Vendor Sample Type Sample RLU CV% Modulation
3B-8B Virusys Pos Flu B 62644 . 143" 51.5
Microbix Pos FluB 67612 55.6
Virusys Neg FluB 1215
Microbix Pos Flu A 5 ) "L 4.6
2B-5B Virusys Pos FluB™. [I%( 2.0
Microbix Pos 9.3
Virusys Neg
Microbix Pos 3.0
4B-5B Virusys Pos 28
Microbix 5.6
Virusys
Microbix . 2.4
8B-13B Virusys 1.6
Microbix 57
Virusys..,
Migrobix. { 3.8
SB-8B Vir 86214 264 63.8
-~ Microbi 81412 2.8 60.2
1352 10.2
2707 21.6 2.0

The capture surface was titrated at the following concentrations: 10ug/ml, Sug/ml, and lug/ml.
Controls from the Virusys kit and Microbix were used for this screening. The blank refers to the
background control when no sample (only blocking buffer) is added. The detection antibody is
maintained at 100ng/ml final in regular 3% BSA blocking buffer. The optimal capture antibody
concentration which was determined to be Sug/ml.
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Table [ SEQ Table \* ARABIC |: Capture Surface Titration-Theranos system

ab] ug/m amplc ype Yo odulation
[Cab] ug/ml Sampl T gﬁ?}l CV% Modulati
10ug/ml Positive- Flu A Microbix 103328 ¢~ 66.4

Negative Virusys-Flu B 1556
Negative Blank 3725 _
Sug/ml Positive- Flu A Microbix 90390" 601
Negative Virusys-Flu B
Negative Blank

2.5ug/ml Positive- Flu A Microbix .
Virusys-Flu' B-

Negative
Negative

2.5 Alkaline Phosphatase St

. Phesphatase Stabilizer

' Sample Mean RLU  CV% | Modulation

FluB Pos 90390 10.0 60.1
Flu B Ncg 1504 23.0
Blocking Buffer 3347 16.0

Flu B Pos 81223 171 445
Positive Flu B Neg 1827 265
Neg Blocking Buffer 2083 8.0

Stabilzyme AP Blank Flu B Pos 115032 3.2 59.3
Positive Flu B Neg 1940 21.1
Neg Blocking Buffer 2396 7.5
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2.6 Detection Antibody Titration

The AP conjugated detection antibodies were titrated in In House AP Stabilizer. The best
modulation between the positive and negative controls was obsewed at 50ng/ml final. The
positive controls were from Microbix and Virusys.

Table [ SEQ Table \* ARABIC |: Detection Antibody Titration

Final [DAb], ng/ml

Sample
Type

Type

150

Microbix
Virusys
Blank

Flu B Pos
Flu B Neg
Blocking Buffer

100

Microbix
Virusys
Blank

60.1

50

Microbix
Virusys

Blank | -

40.0
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2.7 Specificity tests on the Theranos System

S pe01ﬁc1ty and cross react1v1ty studies were performed on the Theranos system All these Cross

Mean RLU of cross reactants

Modulation

2.8 Clinical evaluation of the Flu B assay on the Theranos system

An evaluation of the Flu B assay’s performance on the Theranos system compared to the Remel
FDA kit was performed. The assay works excellent. Briefly, capture was at Sug/ml while
detection was maintained at 50 ng/ml final after protocol run. For the NIBSC strains, 50ul is
added to the swab and treated like a sample swab. For the Zeptometrix panel controls (prediluted
samples), 200ul of sample is mixed with 200ul of extraction buffer. For any sample swabs, swab
is subjected to 500ul of extraction buffer and incubated for 3-5 minutes. This extracted sample is
then used on the Theranos system. Swabs and samples were processed on the Remel kit as
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directed on the FDA kit. The Cutoff was determined to be Means of Normals + 4 * Stdev(

Normals).
Table [ SEQ Table \* ARABIC ]: Clinical Evaluation on the Theranps__ System

Type
Normal Clinicals

DARDS
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2.9 Stability Studies

Stability monitoring is ongoing for the the assay reagents stored at 4°C and protected from light.
Different detection antibody stabilizers will be evaluated throughout this study_ These include
detection antibody in either Stabilzyme AP or the Theranos In-house AP-stabilizes
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