DX 10466

Message

From: Daniel Edlin [/O=THERANOS ORGANIZATION/OU=EXCHANGE ADMINISTRATIVE GROUP
(FYDIBOHF23SPDLT)/CN=RECIPIENTS/CN=DANIEL EDLIN]

Sent: 10/14/2012 7:37:30 PM

To: Surekha Gangakhedkar [surekhag@theranos.com]

CcC: Daniel Young [dyoung@theranos.com]; Christian Holmes [cholmes@theranos.com]; Max Fosque

[mfosque@theranos.com]; Sunny Balwani [sbalwani@theranos.com]; Elizabeth Helmes [eholmes@theranos.com]
Subject: RE:

surekha,

Following on Elizabeth's email below, I have attached the relevant section from the presentation that
pertain to the immunochemistry clinical correlations. 1In addition to reviewing these slides, please also
review the external/sanitized reports in the same context. If any changes do need to be made, please
highlight them here.

Let us know if you have any questions.

Thanks,
Dan

————— original Message-----

From: Elizabeth Holmes

Sent: Sunday, October 14, 2012 11:46 AM

To: chinmay Pangarkar; surekha Gangakhedkar; Paul Patel; Pranav Patel

Cc: Daniel Edlin; Daniel Young; Christian Holmes; Max Fosque; Sunny Balwani
Subject:

All:

As most of you know, we have an extremely important meeting tomorrow.

Dan will be sending you the relevant sections from the presentation that detail clinical correlations for
each of your respective teams.

Please review the slides and make any edits or share any comments to ensure consistency of the slides 1in
formatting and content as well as optimal presentation. If you see any issues or think there are certain
things that should be highlighted, Tet us know. We need follow up on this today so please get the
relevant people from your teams involved to get feedback back ASAP.

Please also review the final versions of the reports - the product management team did clean up to
correct language/template errors in some of them - and make any other changes to ensure they are perfect
for presentation. Let us know any changes you make as we are coordinating document production in parallel
for tomorrow.

Eldzabeth
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The following criteria
was applied to
categorize the result as
positive (red), negative
(green) or borderline
(yellow) Immco kit is
FDA approved ELISA

Ab Index > 1.1
Ab Index > 09 < 1.1
Ab Index < 0.9

Theranos Confidential L

ANA antibody

Sample | Theranos |[Immco ProMeddx
ID Ab Diagnostics USBIOL Innova IBL Nephelometry
Index ANA value Ab index Ab index Ab Index ratio
Al 0.77 39.1 0.53 12.2 0.82 1:160
A2 0.73 23.6 0.73 10.4 0.49 1:320
A3 1.78 36.6 0.90 31.2 0.76 1:320
A4 2.36 343 1.07 21.5 0.72 1:160
AS 0.62 12.8 0.52 13.3 0.27 1:160
A6 1.14 39.9 1.26 13.3 0.83 1:160
A7 1.64 27.0 0.58 8.4 0.56 1:320
A8 1.89 22.5 0.69 8.4 0.47 1:320
A9 2.18 143.8 2.41 39.1 3.00 1:1280
Al10 6.14 32.8 2.13 21.2 0.69 1:1280
All 1.68 74.1 2.50 74.5 1.55 1:1280
Al2 19.53 157.3 2.78 106.2 3.29 1:1280
Al3 1.51 32.8 2.75 20.5 0.69 1:160
Al4 3.16 31.8 1.85 19.2 0.66 1:160
Al5 1.92 24.4 1.01 13.8 0.51 1:320
Al6 1.85 58.5 5.36 39.4 1.22 1:1280
Al7 5.57 153.8 3.81 99.8 3.21 1:1280
Al 1.45 334 1.03 25.1 0.70 1:640
Al9 7.98 99.6 2.83 81.5 2.08 1:640
A20 1.87 51.4 0.86 21.3 1.07 1:640
A21 1.06 50.0 0.83 11.9 1.04 1:640
A22 1.38 31.7 1.16 23.2 0.66 1:640
A23 0.95 53.8 1.00 14.0 1.12 1:320
A24 1.57 38.1 1.41 13.7 0.80 1:1280
A25 1.65 55.6 2.55 17.8 1.16 1:640
A26 0.87 43.2 0.90 1:640
A27 1.69 28.2 0.59 1:640
A28 1.85 37.9 0.79 1:640
A29 0.92 23.4 0.49 1:160
A30 3.19 87.4 1.83 1:160
A32 1.68 48.9 1.02 1:160
A33 1.23 45.3 0.95 1:1280
A34 2.10 50.0 1.04 1:1280
A35 0.85 31.0 0.65 1:320
A36 0.54 40.0 0.84 1:160
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Trypanosoma cruzi (Chagas) antibody

Chagas Clinicals
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CRP Test Correlation to Reference Methods Over
10,000-fold Range
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Innova Immco IBL Int. Theranos
Sample Units Result (EU/mL) Ratio Ab Index

1 0 6 0.1 0.6

2 1 7 0.1 0.7

3 32 126 4.4 5.7

4 127 177 6.6 18.1

5 111 169 6.6 9.6

6 5 8 0.1 0.7

7 19 4 0.1 0.0

8 3 10 0.4 0.6

9 8 13 0.3 0.7 Abindex >1.1 Positive
10 1 14 0.2 0.7 Abindex >0.9<1.1 |Equivocal
11 2 . 0.3 0.0 Ab index <0.9 Negative
12 1 7 0.1 0.0

13 0 5 0.1 0.0

14 1 3 0.1 0.0

15 1 20 0.2 0.3

16 (0} 8 0.1 0.0

17 165 175 6.2 16.6
18 1 8 0.2 0.0

19 50 138 4.4 8.1

20 9 10 0.2 0.0

21 107 175 6.3 8.9

22 8 8 0.1 0.0

23 3 10 0.4 0.0

24 5 14 0.3 0.5

25 23 2 0.1 0.4

26 107 201 7.9 2.5

27 69 158 6.5 2.3

28 110 203 8.1 2.6

29 108 208 8.2 2.7

30 109 201 8.2 3.0

Theranos Confidential 4
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Estradiol — Precision

QC Levels for 3 Day Precision and Accuracy

Nominal . Recovered [Estradiol] pg/mL
[Estradiol] Cartrid Davl Dav2 Dav 3 Mean CV % %
pg/mL ge ay 2y ay Conc. ° Recovery
478.50 1 522 481 448 455 8 95
2 402 426 485
3 440 444 444
92.63 1 114 104 72 92 14 99
2 104 91 85
3 90 81 87
45.38 1 36 37 37 41 11 90
2 40 38 44
3 44 48 44

Theranos Confidential 5
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Estradiol - Precision

Signal (RLU)
Analyzer Difference Conc.
Mean RLU from Mean pg/mL
1 9287 -5 74
2 9523 -2 71
3 9991 2 66 -
4 10160 4 64 Inter-Analyzer Concentration CVs
5 9397 -4 72 Mean Conc. pg/mL Sth CV% % Recovery
6 10383 7 62 ev
7 10275 5 63 69 9 13 92
8 10351 6 62
9 8432 -14 84
10 8334 -15 86
11 9041 -7 77
12 9457 3 7 Inter-Analyzer Signal CVs
13 10687 10 59 Mean RLU StDev CV%
14 10984 13 57 9749 835 9
15 10704 10 59
16 10823 11 58
17 10125 4 65
18 10222 5 64
19 10168 4 64
20 10452 7 61
21 8832 -9 79
22 8365 -14 85
23 8425 -14 84
24 9562 -2 71

Theranos Confidential 6
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Follicle stimulating Hormone (FSH)
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Anti-HAV IgM

Theranos Siemens Advia Centaur Abbott Architect DiaSorin-ETI-HA-IGMK Plus
Sample S/CO Result S/CO Result S/CO Result S/CO Result
1 0.4 Negative 0.3 Negative 0.8 Negative 0.1 Negative
2 0.3 Negative 0.2 Negative 0.4 Negative 0.1 Negative
3 0.3 Negative 0.2 Negative 0.5 Negative 0.0 Negative
4 0.2 Negative 0.2 Negative 0.3 Negative 0.1 Negative
5 6.7 Positive >7.0 Positive 2.8 Positive 6.1 Positive
6 4.5 Positive 4.1 Positive 11 Positive 3.8 Positive
7 4.4 Positive 4.0 Positive 1 Positive 3.5 Positive
8 0.4 Negative 0.3 Negative 0.7 Negative 0.1 Negative
9 0.2 Negative 0.2 Negative 0.4 Negative 0.1 Negative
10 0.3 Negative 0.4 Negative 0.4 Negative 0.1 Negative
11 8.0 Positive >7.0 Positive 3.6 Positive 6.5 Positive
12 0.2 Negative 0.2 Negative 0.4 Negative 0.0 Negative
13 0.8 Negative 0.3 Negative 0.7 Negative 0.1 Negative
14 2.6 Positive 2.5 Positive 0.6 Negative 13 Positive
15 5.8 Positive 5.9 Positive 15 Positive 5.2 Positive
16 0.5 Negative 0.4 Negative 0.4 Negative 0.1 Negative
17 9.6 Positive 6.5 Positive 2.1 Positive 53 Positive
18 0.2 Negative 0.2 Negative 0.5 Negative 0.0 Negative
19 6.8 Positive 34 Positive 1.7 Positive 3.0 Positive
20 1.8 Positive 0.2 Negative 0.6 Negative 0.1 Negative
21 0.5 Negative 0.3 Negative 0.4 Negative 0.1 Negative

Theranos Confidential 8
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HbA1c

40 DDL Samples,
Theranos vs DDL Reported
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Anti-HBs antibody

Anti-HBc/HBs Mixed Titer Performance Panel (Modified)

Abbott Anti-HBs

Member ID# Theranos Architect
miU/mL miU/mL
PHG203-01 1.00 13.0
PHG203-04 1138 >1000.0
PHG203-05 592.36 >1000.0
PHG203-06 1.25 2.8
PHG203-07 1025.47 687.5
PHG203-08 4.65 20.0
PHG203-09 2.48 51.0
PHG203-10 121.53 175.0
PHG203-11 1.66 0.4
PHG203-12 0.20 0.2
PHG203-13 2.16 0.6
PHG203-14 0.42 0.7




» Theranos Anti-HBc IgM
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Seracare anti-HBc Theranos Anti- DPC Immulite Anti- Abbott Architect Diasorin ETI-
IgM Mixed Titer HBc IgM (R>2) HBc IgM (R >10 anti-HBc IgM (R >1) CORE_IgMK (R>1)
Performance Panel u/mL)

S/Co PEI U/mL S/Co S/Co
Seracare 1 0.2 <2.0 0.0 0.1
Seracare 2 9.8 >100 12.9 10.9
Seracare 3 12.3 >100 22.6 11.9
Seracare 4 4.0 15.2 0.9 2.0
Seracare 5 11.1 >100 6.0 9.2
Seracare 6 7.9 88.2 1.8 3.6
Seracare 7 12.3 >100 20.3 12.5
Seracare 8 8.3 98.7 2.1 3.9
Seracare 9 12.2 >100 19.0 11.8
Seracare 10 8.8 >100 3.2 59
Seracare 11 10.1 >100 6.6 11.3
Seracare 12 1.8 8.8 0.1 0.6
Seracare 13 6.7 >100 2.8 6.2
Seracare 14 11.8 =100 18.2 11.8
Seracare 15 13.0 =100 6.7 10.9
Seracare 16 9.1 >100 4.6 6.1
Seracare 17 1.4 7.7 0.3 0.9
Seracare 18 4.8 37.9 1.5 2.6
Seracare 19 12.1 >100 24.6 12.7
Seracare 20 6.5 57.7 1.4 0.7
Seracare 21 6.7 59.6 1.7 3.3
Seracare 22 5.6 32.0 1.2 2.0
Seracare 23 6.8 22.4 1.7 2.1
Seracare 24 13.8 =100 17.2 12.9
Seracare 25 11.8 =100 8.0 7.0

Theranos Confidential
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Human chorionic gonadotropin (hCG)

250000 -
y =1.0012x - 1148.3 *
= 2000007 2 = 0.9739
(7))
<
o 150000 -
o
c
o
2 100000 -
=
E
2 50000 -
£
%)
c
8 0 T T T 1
o® 0 50000 100000 150000 200000
2
hCG Conc. miU/ml [Reference ELISA]

Theranos Confidential




Theranos

redefining healthcare

Heterophile antibody

Theranos Confidential

Sample Theranos Osom Status Sample Theranos Osom Status

ID Ab Mono Mono D Ab Mono Mono
1 NEG NEG NEG 41 POS POS POS
2 NEG NEG NEG 42 POS POS POS
3 NEG NEG NEG 43 POS POS POS
4 NEG NEG NEG 44 POS POS POS
5 NEG NEG NEG 45 POS POS POS
6 NEG NEG NEG 46 POS POS POS
7 NEG NEG NEG 47 POS POS POS
8 NEG NEG NEG 48 POS POS POS
9 NEG NEG NEG 49 POS POS POS
10 NEG NEG NEG 50 POS POS POS
11 NEG NEG NEG 51 POS POS POS
12 NEG NEG NEG 52 POS POS POS
13 NEG NEG NEG 53 POS POS POS
14 NEG NEG NEG 54 POS POS POS
15 NEG NEG NEG 55 POS POS POS
16 NEG NEG NEG 56 POS POS POS
17 NEG NEG NEG 57 POS POS POS
18 NEG NEG NEG 58 POS POS POS
19 NEG NEG NEG

20 NEG NEG NEG

21 NEG NEG NEG

22 NEG NEG NEG

23 NEG NEG NEG

24 NEG NEG NEG

25 NEG NEG NEG

26 NEG NEG NEG

27 NEG NEG NEG

28 NEG NEG NEG

29 NEG NEG NEG

30 NEG NEG NEG

31 NEG NEG NEG

32 NEG NEG NEG

33 NEG NEG NEG

34 NEG NEG NEG

35 NEG NEG NEG

36 NEG NEG NEG

37 NEG NEG NEG

38 NEG NEG NEG

39 BOR NEG NEG

40 NEG POS NEG
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Immunoglobuline (IgE)

Theranos, ng/mL
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Luteinizing Hormone (LH)
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Progesterone

y=0.93x + 0.14
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Prolactin
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Total PSA
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RF IgM antibody

ALPCO INOVA DRG Theranos
Set Type Sample

ID Mean Mean Mean Mean Conc

Conc(lU/mL) | Conc(lU/mL)| Conc(lU/mL) | (1U/mL)

Negative B1 0.9 0.6 4.0 OORL

B2 0.9 0.2 OORL OORL

B3 1.5 1.9 OORL OORL

B4 2.0 1.1 7.0 OORL

B5 1.2 1.0 3.2 OORL

B6 1.0 0.6 OORL OORL

B7 0.7 0.2 OORL OORL

B8 0.7 0.3 OORL OORL

B9 8.0 9.3 13.3 OORL

B10 1.6 0.9 7.2 OORL

B11 1.4 1.1 OORL OORL

B12 3.4 2.9 0.6 OORL

ALPCO INOVA DRG Theranos
Set Type Sample
ID Mean Mean Mean Mean Conc
Conc(lU/mL) | Conc(lU/mL) | Conc(lU/mL) (lU/mL)
Positive 19 166 573 347 190
27 741 2191 815 1397
38 159 291 25 1885
40 22 20 25 OORL
41 602 766 1187 1063
42 858 1210 839 1577
43 232 381 778 354
44 78 187 19 891
45 597 993 5603 1941
46 484 988 1217 987
47 273 914 2110 708
48 316 914 722 744
49 1048 2982 942 1652
50 580 1071 97 1266
51 258 632 221 545
52 277 314 1728 645
53 912 1423 980 1304
54 179 128 OORL 835
55 171 277 135 365
56 93 116 100 125
57 101 1805 956 NES
58 552 948 348 1448
59 413 783 863 900
60 508 1561 328 1159

Theranos Confidential

OORL: Out of range low
NES: Not enough sample
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RF IgG antibody

Theranos DRG Alpco
Mea n Mean
Conc Conc
Set Type Sample# S/Co (U/ml) (U/ml)
ProMedDx 1 13.5 993 2143
2 12.1 464 169
3 20.2 298 121
6 18.7 624 81
9 10.8 366 70
10 48.3 27 73
11 22.1 357 987
12 8.2 234 160
13 12.3 35 94
14 8.9 407 72
15 3.9 505 217
16 6.0 550 115
17 2.3 61 221
18 11.7 902 90
23 1.7 113 129
26 1.2 311 102
31 16.7 540 120
33 7.9 121 145
37 4.6 128 97
39 1.7 125 312
Bioreclammation
(Normal Sera) Mi11 0.1 19 69
M12 0.1 12 29
M13 0.1 15 57
M14 0.1 16 31
Mm15 0.1 8 30
F11 0.1 15 52
F12 0.1 10 24
F13 0.1 16 51
F14 0.1 17 54
F15 0.1 10 24
Set 2 1 0.1 6 33
2 0.1 5 28
3 0.1 5 26
5 0.1 6 36
6 0.1 8 36
20 0.1 5 24
21 0.1 3 23
22 0.8 5 45
29 0.1 5 35
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Rubella Antibody
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Chart1

		115.655080536

		3.009192148

		13.783187348

		7.678053095

		24.64838023

		20.823451399

		41.037915571

		16.921204587

		16.94202964

		38.54105346

		52.245647464

		8.886906787

		128.239305728

		39.76909887

		4.414698563



Alpco Result (IU/mL)

Theranos Result IU/mL

104.3940127471

0.3327869991

7.4265254257

6.214207208

16.490067597

16.1657189752

21.4097047422

9.0116387205

13.0077112682

31.5001193187

43.9841234101

4.7223910825

122.1136241843

26.7586829337

0.2863490186



Summary

		Analyte:				Rubella IgG

		Assay Developer:				Tina Noyes

		Complete		Tab		Experiment		Information desired		Comments

				1		MTP screen		Summary information of antibody screens, 4 point curves		Show data on all pairs, as well as summary table with color coded response

				2		Training set		For 1 Ab. Pair correlation of N=10 clinical samples spanning the assay range range		Confirmation that antibody pair will recognize Clinical samples

				3		Verify Calibrators		Run our controls on reference kit and vice versa, calibrate with WHO standards		To calibrate our standards

				4		Plasma Screen		Screen normal plasma to see ranges		Minimum 10 samples screened

				5		Capture titration		Show table with selected level and higher/lower levels		Titrate at 4 levels

				6		Detection titration		Show table with selected level and higher/lower levels		Titrate at 4 levels

				7		Whole Blood Screen		Screen normal blood to see ranges.		Minimum 10 samples screened

				8		Edison protocol optimization		Impact of PSW, and other specific assay requirements

				9		Sample Dilution		Determine optimal sample dilution

				10		% CV		Mid range analyte on 24 instruments		HT tomtec coating of 24 trays, Mean % CV and tray differential should not be >15%

				11		Precision tests		3 lot inter and intra assay results with standard curve and 5 QC samples, 3 cartridges per lot

				12		Dilution linearity		Serial dilution of high samples in buffer and sera		low endogenous plasma/ sera needed, in its absence high clinical sample can be diluted with low sample

				13		Hematocrit effect		Plasma from spiked blood tested, plot W.B vs. plasma

				14		Clinical samples		N=15, spanning the range to show correlation with kit

				15		Stability		Capture surface, DAB stability, Reference tips in some cases, with a 4-point standard curve		At 4ºC and RT for 24 weeks





1) MTP Screen

		Test Anti-Human IgG Antibodies

		Coating: Nunc plate direct-coated with Human IgG in Carb-Bicarb 100ug/mL - 1:5 serial dilution, 30 minutes, 3 wash, blocking buffer 10 min, no dry

		Assay: 100 ng/mL DAb in blocking buffer, 3x wash, 10 min substrate

		DAB 1 = Novus NB100-2046 conj 10-15-10 TN

		DAb 2 = Thermo MA1-46439 conj 3-16-10 RE (Anti-IgG, IgA, IgM)

		Note: Later discovered Dab 2 is not specific to IgG, it also recognizes IgM and IgA

		Coated on Surface				Dab 1										Dab 2

		[IgG] ug/mL		Log Conc		Values		MeanValue		Std.Dev.		CV%		Log S		Values		MeanValue		Std.Dev.		CV%		Log S

		100		2.00		1862667		1851459		15850		0.9		6.27		2839067		2925448		122162		4.2		6.47

						1840252										3011829

		20		1.30		1351055		1379592		40358		2.9		6.14		2175727		2289935		161515		7.1		6.36

						1408130										2404143

		4		0.60		900886		892932		11248		1.3		5.95		1655808		1659380		5052		0.3		6.22

						884979										1662953

		0.8		-0.10		139933		143789		5453		3.8		5.16		419283		428138		12524		2.9		5.63

						147644										436994

		0.16		-0.80		25245		25525		396		1.6		4.41		92674		92674		94862		59.4		4.97

						25806										226830

		0				1247		1290		60		4.7				3045		3045		1932		43.8

						1333										5777

		S/B						1435										961

		0.16/0						19.8										30.4





1) MTP Screen

		



Dab 1

Dab 2

Log [IgG] ug/mL

Log S

Screen Anti-IgG Antibodies on IgG-coated MTP



2) Training Set

		



Dab 1

Dab 2

Log [IgG] ug/mL

Log S

Screen Anti-IgG Antibodies on IgG-coated MTP
4 ug/mL and down only



3) Verify Calibrators

		10/26/10

		Coating: reaction tips coated 30 min 10 ug/mL antigen in carb-bicarb, 3x wash , fixative 10 min, dry overnight

		Samples: Stanford Blood Bank Plasma Archive, Bioquant Kit positive and negative controls

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Samples hand diluted 1:25 in blocking buffer

		Calibration: Assigned Theranos Plasma Calibrators to BioQuant Kit Result, as Antibody Index (See section 3 verify calibrators)

		Summary of Results for Stanford Blood Bank Plasma Samples

						BioQuant Result				Theranos Result

		Sample#		Barcode		Mean Conc		CV %		Mean Conc		CV %

		3		W070511535100		1.17		0.1		0.92		1.5

		4		W070510101186		1.89		1.7		1.70		5.0

		5		W070510115413		1.23		0.1		0.92		7.4

		6		W070510115236		1.67		2.0		1.39		3.1

		7		W070510115447		0.08		2.4		0.07		8.0

		8		W070510115831		2.44		2.7		2.68		11.4

		9		W070510115597		0.17		11.5		0.08		14.5

		11		W070511535500		1.52		3.7		1.10		4.6

		12		W070510115596		1.57		5.8		1.28		10.4

		13		W070510115187		1.91		5.3		1.75		9.0

		14		W070510101279		2.15		3.6		2.09		7.0

		17		W070510114100		2.37		2.4		2.00		10.3

		18		W070510114095		1.52		0.5		1.08		5.5

		19		W070511535200		2.48		2.3		2.27		5.9

		20		W070510114118		1.56		4.2		1.37		6.6

		21		W070510115783		1.86		3.5		1.89		1.2

		22		W070510116223		2.02		0.0		2.16		2.0

		23		W070510115598		1.84		2.4		2.14		1.7

		24		W070510115838		1.85		2.1		1.67		3.6

		25		W070510115784		2.87		0.3		2.47		6.6

		26		W070510115451		1.29		1.7		0.92		9.6

		27		W070510107500		2.35		2.9		2.51		7.1

		28		W070510115779		0.59		0.6		0.43		3.2

		29		W070510115835		0.95		2.3		0.84		4.4

		30		W070510114181		2.26		1.2		2.38		8.6

		BioQuant Positive Control				1.71		0.5		1.61		2.4

		BioQuant Negative Control				0.01		78.6		0.06		7.8





3) Verify Calibrators

		



BioQuant Result (Ab Index)

Theranos Result (Ab Index)

Correlation of Theranos Result to BioQuant Result
Anti-Rubella IgG



4) Plasma Screen

		BioQuant Cat BQ025G (Qualitative)

		Lot RBG3282 exp 2012-01

		Rubella IgG ELISA

		Qualify High/Low plasma calibrators

		Test Biomeda IgG

		10/25/10

		Tina Noyes

		Calibration Instructions from BioQuant:

		Check Calibrator Factor (CF) on calibrator

		Calculate the Cut Off Value = Calibrator OD * CF

		Calculate the Ab Index of each sample by dividing the OD of the sample by the Cut Off Value

		Interpretation:

		Ab Index  < 0.9 - No detectable Ab to Rubella

		Ab Index 0.9 - 1.1 - borderline

		Ab Index > 1.1 - detectable Ab to rubella

		Assay Calibrator and Controls

		Sample		OD		Mean OD		CV %		Ab Index		Result

		Calibrator (CF = 0.55)		1.458		1.435		2.3

				1.412

		Positive Control		1.384		1.396		1.3		1.77		Positive

				1.409

		Negative Control		0.010		0.011		12.9		0.01		Negative

				0.012

		Cut Off Value		0.78925

		Test Theranos Plasma Calibrators Batch 1

		Sample		Relative Conc.		Log Conc		OD		Mean OD		CV %		Ab Index		Result

		1		1.0000		0.00		1.949		2.031		5.7		2.57		Positive

								2.113

		2		0.5000		-0.30		1.691		1.704		1.1		2.16		Positive

								1.718

		3		0.2500		-0.60		1.367		1.358		0.9		1.72		Positive

								1.350

		4		0.1250		-0.90		1.025		1.014		1.5		1.28		Positive

								1.003

		5		0.0625		-1.20		0.710		0.708		0.3		0.90		Borderline

								0.707

		6		0.0000				0.057		0.058		2.4		0.07		Negative

								0.059

		Test Biomeda IgG Solution (10 mg/mL IgG)

				OD		Mean OD		CV %		Ab Index		Result

				1.283		1.302		2.1		1.65		Positive

				1.321

		Alpco Rubella IgG (Semi-Quantitative)

		11/29/10

		Tina Noyes

		Test Plasma Calibrators Batch 2 DOM 11-10-10 TN

		Plasma Samples from 11-24-10

		Standard Curve

		Conc, IU/mL		OD		Mean OD		Std.Dev.		CV%		Conc		Mean Conc		CV %		% recovery

		100		1.564		1.583		0.027		1.7		98		100		2.7		100

				1.601								102

		25		0.660		0.667		0.009		1.4		26		27		2.0		106

				0.673								27

		15		0.391		0.397		0.008		2		13		13		2.9		85

				0.403								13

		0		0.065		0.067		0.003		4.3		1		1		10.3

				0.069								1

		Controls

		Sample		OD		Mean OD		Conc		Mean Conc		CV %

		Positive Control		0.908		0.932		42		44		5.4

				0.955				45

		Negative Control		0.149		0.120		3		2		54.8

				0.090				1

		Theranos Rubella IgG Plasma Calibrators Batch 2

		Pre-dilute calibrators 1 and 2

		Sample#		Relative Conc.		Pre-Dilution		OD		Mean OD		Conc In Well		Conc In Sample		Mean Conc IU/mL		CV %		Assigned IU/mL

		1		1.0000		2		1.611		1.640		103		205		212		4.1		212

						2		1.669				109		218

		2		0.5000		2		1.126		1.139		58		116		118		2.5		106

						2		1.152				60		121

		3		0.2500		1		1.121		1.134		58		58		59		2.4		53

						1		1.146				60		60

		4		0.1250		1		0.632		0.657		25		25		26		7.8		26

						1		0.682				27		27

		5		0.0625		1		0.408		0.411		13		13		13		1.7		13

						1		0.415				14		14

		6		0.03125		1		0.260		0.274		7		7		8		9.6		7

						1		0.287				8		8

		7		0.015625		1		0.163		0.166		4		4		4		3.7		3

						1		0.169				4		4

		8		0.0000		1		0.075		0.072		1		1		1		15.6		0

						1		0.068				1		1

		Rubella IgG

		Recovery of WHO 1st IRP

		2/17/11

		Tip Coating: reaction tips coated 11-24-10 MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

		Conclusion:  Alpco Kit Calibration based on 4 Point Standard Curve served as a guideline for assigning calibrators, however Batch 2 calibrators should be re-assigned based on WHO standard curve

		Calibrators Batch 2																		Calculated Concentration, IU/mL Based on WHO Standard Curve												02/18/11

		Calibrator		Dilution From #1		[Alpco-Assigned] IU/mL		Barcode		Reader		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge Mean		Mean		CV %		% Recovery		WHO-Assigned Concentration

		1		1.000		211.6		091245558700100131		e000339		177683		155496		159616		6.7		217.5		162.7		190.1		169.3		11.9		80		170.0

								091245558700100132		e000214		157566		158220						167.2		168.6		167.9

								091245558700100133		e000270		86736		149115								149.8		149.8

		2		0.500		105.8		091245558700100134		e000356		110991		112094		103634		14.1		90.1		91.5		90.8		82.1		19.4		78		85.0

								091245558700100135		e000191		84397		91029						60.4		67.1		63.8

								091245558700100136		e000279		99752		123542						76.6		107.0		91.8

		3		0.250		52.9		091245558700100137		e000194		56367		67365		59160		9.4		35.9		44.8		40.4		38.2		5.2		72		42.5

								091245558700100138		e000183		63603		53365						41.7		33.6		37.6

								091245558700100139		e000284		54166		60098						34.2		38.8		36.5

		4		0.125		26.4		091245558700100140		e000171		40874		33329		38368		24.1		24.5		19.5		22.0		23.0		26.3		87		21.3

								091245558700100141		e000278		33258		27290						19.4		15.6		17.5

								091245558700100142		e000253		41798		53661						25.2		33.8		29.5

		5		0.063		13.2		091245558700100143		e000227		19559		16134		17160		7.9		10.9		8.9		9.9		9.5		3.8		72		10.6

								091245558700100144		e000328		15685		17637						8.6		9.7		9.2

								091245558700100145		e000068		16995		16951						9.4		9.3		9.4

		6		0.031		6.6		091245558700100146		e000303		9987		11289		11026		12.8		5.4		6.1		5.7		5.9		13.1		90		5.3

								091245558700100147		e000022		10300		9457						5.5		5.1		5.3

								091245558700100148		e000217		13303		11821						7.2		6.4		6.8

		7		0.016		3.3		091245558700100149		e000062		4320		4300		4767		10.9		2.2		2.2		2.2		2.5		12.6		75		2.7

								091245558700100150		e000027		4532		4617						2.4		2.4		2.4

								091245558700100151		e000132		5453		5381						2.9		2.8		2.8

		8		0.008		0.0		091245558700100152		e000006		1485		1261		1627		18.8		OORL		OORL		OORL		OORL

								091245558700100153		e000163		2112		1862						OORL		OORL		OORL

								091245558700100154		e000269		1512		1529						OORL		OORL		OORL

		Standard Curve: WHO 1st IRP NIBSC RUBI-1-94 in Assay Buffer																Back-Calculated Conc., IU/mL Based on WHO Standard Curve

				[Anti-Rubella IgG] IU/mL		Barcode		Reader		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge Mean		Mean		CV %		% Recovery

		Anchor Point		600		091245558700100215		e000339		252664		247128		247363		6.8		OORH		OORH		OORH		OORH

						091245558700100216		e000214		248644		231179						OORH		479.3		479.3

						091245558700100217		e000270		229140		275420						462.8		OORH		462.8

				500		091245558700100179		e000339		277671		263655		243256		9.3		OORH		OORH		OORH		471.4		14.5		94

						091245558700100180		e000214		217539		229142						383.1		462.8		423.0

						091245558700100181		e000270		236218		235312						524.1		515.6		519.9

				250		091245558700100221		e000194		196915		190837		175827		8.3		282.5		259.7		271.1		216.2		22.2		86

						091245558700100222		e000183		168627		160117						193.0		172.8		182.9

						091245558700100223		e000284		170280		168183						197.2		191.9		194.6

				150		091245558700100224		e000171		143755		151175		150199		19.5		139.8		153.9		146.8		162.5		15.7		108

						091245558700100225		e000278		108874		200323						87.4		296.5		192.0

						091245558700100226		e000253		151545		145523						154.6		143.0		148.8

				100		091245558700100227		e000227		139466		116308		118580		9.0		132.2		97.0		114.6		100.8		12.5		101

						091245558700100228		e000328		109592		112224						88.3		91.6		90.0

						091245558700100229		e000068		115204		118690						95.5		100.2		97.9

				75		091245558700100230		e000303		108275		118955		102065		14.9		86.7		100.6		93.6		80.3		14.6		107

						091245558700100231		e000022		86422		102778						62.4		80.1		71.3

						091245558700100232		e000217		114610		81352						94.7		57.5		76.1

				50		091245558700100233		e000062		77038		65225		76104		15.5		53.4		43.0		48.2		53.0		18.9		106

						091245558700100234		e000027		62911		74890						41.1		51.4		46.3

						091245558700100235		e000132		95487		81071						71.9		57.2		64.5

				25		091245558700100236		e000006		47002		35386		39946		16.8		28.9		20.8		24.9		24.0		15.7		96

						091245558700100237		e000163		40520		48899						24.3		30.3		27.3

						091245558700100238		e000269		34685		33183						20.4		19.4		19.9

				10		091245558700100239		e000202		15957		17558		18571		12.7		8.8		9.7		9.2		10.3		13.3		103

						091245558700100240		e000128		20644		21724						11.5		12.2		11.9

						091245558700100241		e000310		19290		16256						10.7		8.9		9.8

				5		091245558700100242		e000268		7609		9287		9152		10.8		4.0		5.0		4.5		4.9		10.5		98

						091245558700100243		e000272		10305		10080						5.5		5.4		5.5

						091245558700100244		e000289		8699		8928						4.6		4.8		4.7

				2.5		091245558700100245		e000134		5358		5096		4818		7.9		2.8		2.7		2.7		2.5		8.9		101

						091245558700100246		e000233		4826		4822						2.5		2.5		2.5

						091245558700100247		e000277		4479		4328						2.3		2.3		2.3

				0		091245558700100248		e000210		1618		1643		1735		12.3		OORL		OORL		OORL		OORL

						091245558700100249		e000085		1578		1559						OORL		OORL		OORL

						091245558700100250		e000188		1987		2026						OORL		OORL		OORL

		Dexter Fit for WHO Standard Curve

		Model Type		4PL														Date		18-Feb-11

		Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

		Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																		Analyte		RV IgG

																		Units		IU/mL

																		Cartridge Id		91

																		Dilution		25.00

																		Reagent Lot		1

																		desired LLOQ		2.50

																		desired ULOQ		500.00

																		max LLOQ		2.50

		LLOQ		2.50		IU/mL				Model Parameters				SE				min ULOQ		500.00

		ULOQ		500.00		IU/mL				b1		119.567		912.711

		desired LLOQ		2.50		IU/mL				b2		307641.696		33520.609				Data Grouping		by cartridge

		desired ULOQ		500.00		IU/mL				b3		159.367		35.063

		LLOD		Not Reported		IU/mL				b4		-1.004		0.064				Precision criteria for estimation of LLOQ		On

		LLOQ accuracy		101		%				b5

		LLOQ precision		8.9		%

		Average Residuals		7		%				0								Preferred models 
(if any)

		Error in prediction: Best case		14		%

		Error in prediction: Expected		15		%

		Signal Min		3861		RLU												fingerstickmultiplier		1.60

		Signal Max		241194		RLU												venousmultiplier		1.60

																		plasmamultiplier		1.00

		Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		139		%		decimals		1

				Conc		RLU		1				ULOQ precision		57.0		%		ratio		0.3

		Statistically Detected ■ 
Manually Selected  ■		0		0		0





4) Plasma Screen
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Theranos Plasma Calibrators in BioQuant ELISA



5A) Capture Titration MTP
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Theranos Plasma Calibrators in BioQuant ELISA



5B) Capture Titration Reader

		



Assigned [Rubella IgG] IU/mL

Recovered [Rubella IgG] IU/mL

Recovered vs Assigned Concentration, 


Plasma Calibrators Batch



6) DAb Titration

		10/16/10

		Nunc MTP, Antigen 5 ug/mL coated in Carb-Bicarb 30 min, 3x wash, 10 min Blocking Buffer, dry overnight in McDry

		Plasma samples diluted 1:10 in blocking buffer

		DAB 100 ng/mL in blocking buffer

		Highest samples were pooled and frozen as high control. Lowest sample was frozen as low control

		Sample#		Barcode		RLU		Mean RLU		Std.Dev.		CV%

		1		W070510100982		88363		90045		2380		2.6		Pool for High Control

						91728

		2		W070510114118		42804		42797		9		0.0

						42791

		3		W070511535100		25633		27145		2138		7.9

						28657

		4		W070510101186		43056		42671		545		1.3

						42285

		5		W070510115413		28015		29230		1718		5.9

						30445

		6		W070510115236		34683		34978		418		1.2

						35274

		7		W070510115447		2452		2507		78		3.1		Low Control

						2563

		8		W070510115831		66980		67902		1305		1.9

						68825

		9		W070510115597		4342		4632		411		8.9

						4923

		10		W070510115182		86855		90391		5001		5.5		Pool for High Control

						93927

		11		W070511535500		40263		41886		2295		5.5

						43508

		12		W070510115596		36203		36686		684		1.9

						37170

		13		W070510115187		58255		58641		545		0.9

						59026

		14		W070510101279		67192		68500		1850		2.7

						69808

		15		W070510115416		89604		92192		3660		4.0		Pool for High Control

						94780

		16		TN - fingerstick		34819		35699		1245		3.5

						36579

		Blank		Blocking Buffer		1143		1137		9		0.8

						1130

		Mean RLU for "normal range" samples						54197				> 10-15 IU/mL (variation in literature) anti-rubella IgG is considered protective against HPV-77

												# 7 and #9 may be unvaccinated individuals





7) Whole Blood Screen

		Titrate Antigen Coated on MTP Surface

		10/16/10

		Coating: Nunc MTP, Titrate antigen 100, 10, 5 2.5 ug/mL coated in Carb-Bicarb 30 min, 3x wash, 10 min Blocking Buffer, dry for 1 hour in McDry

		Sample: Plasma sample #1 (selected as highest counts from screen), 1:4 serial dilution from neat

		Dab: Novus NB100-2046 100 ng/mL in blocking buffer

		Assay: 10-10-10, 3x PSW, 3x PDW

		No sample dilution into plate

								100 ug/mL										10 ug/mL										5 ug/mL										2.5 ug/mL

		Dilution from Neat		Relative Conc.		Log Conc		Values		MeanValue		Std.Dev.		CV%		Log S		Values		MeanValue		Std.Dev.		CV%		Log S		Values		MeanValue		Std.Dev.		CV%		Log S		Values		MeanValue		Std.Dev.		CV%		Log S

		1		1.0000		0.00		1584356		1598613		20163		1		6.20		322099		295876		37085		13		5.47		159696		161442		2470		2		5.21		99856		95776		5770		6		4.98

								1612871										269653										163188										91696

		1:4		0.2500		-0.60		1389213		1393706		6355		1		6.14		265837		260665		7315		3		5.42		124891		129724		6834		5		5.11		73611		72294		1863		3		4.86

								1398200										255492										134556										70977

		1:16		0.0630		-1.20		1105456		1099531		8379		1		6.04		185345		190394		7141		4		5.28		103342		102589		1066		1		5.01		53190		53217		38		0		4.73

								1093606										195443										101835										53243

		1:64		0.0160		-1.80		643336		643046		410		0		5.81		110512		113447		4151		4		5.05		60850		60923		103		0		4.78		33534		33185		495		2		4.52

								642756										116383										60995										32835

		1:256		0.0040		-2.40		229627		230514		1254		1		5.36		46758		46240		732		2		4.67		26419		26435		22		0		4.42		15013		15212		282		2		4.18

								231400										45723										26451										15412

		Blank		0.0000				12255		11807		634		5				1666		1628		54		3				1143		1137		9		1				966		1290		459		36

								11359										1590										1130										1615

		S/B								135										182										142										74

		1:256 dilution / 0								20										28										23										12





7) Whole Blood Screen

		



100 ug/mL

10 ug/mL

5 ug/mL

2.5 ug/mL

Log Relative Concentration (Plasma Dilution)

Log S

Titrate Antigen on Surface



8) Protocol Optimization

		



100 ug/mL

10 ug/mL

5 ug/mL

2.5 ug/mL

Relative Concentration (Plasma Dilution)

S

Titrate Antigen on Surface



9) Sample Dilution

		Titrate Capture Surface on Theranos System

		10/17/10

		Tip Coating: reaction tips coated 30 min 100,25,10 ug/mL antigen in carb-bicarb, 3x wash , fixative 10 min, dry overnight

		Samples: Pooled Plasma Calibrators

		DAb: Novus NB100-2046 100 ng/mL in blocking buffer

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Plasma Calibrators Diluted 1:25 in Blocking Buffer

				100 ug/mL						25 ug/mL						10 ug/mL						5 ug/mL

		Conc, IU/mL		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

		170		1226733		1203476		1.7		852262		781996		7.9		419585		449017		13.1		305153		303623		2.5

				1197328						736479						516732						310327

				1186367						757245						410733						295389

		85		686923		855931		17.7		665129		599665		10.3		354107		352488		5.9		196675		220733		11.8

				979353						542504						372559						248425

				901517						591363						330797						217100

		42.5		568396		531707		8.1		408208		364749		11.1		195801		199928		13.0		143845		148987		7.3

				542453						328041						227695						161487

				484273						357999						176290						141627

		21.3		318196		315522		1.5		209685		206727		3.6		118168		117350		3.6		74166		82353		8.7

				318157						198270						121090						87691

				310214						212225						112792						85203

		10.6		154020		137296		14.6		87442		87054		5.8		54122		58305		9.9		45268		41387		8.1

				142790						91931						64868						39510

				115077						81790						55924						39382

		0		8606		8110		9.4		2391		2254		5.9		976		1044		6.2		663		861		20.4

				8490						2246						1105						995

				7235						2125						1052						926

		S/B				148						347						430						353





9) Sample Dilution

		



100 ug/mL

25 ug/mL

10 ug/mL

5 ug/mL

[Rubella IgG] IU/mL

RLU

Capture Surface Titration



10) 24-Instrument Precision

		



100 ug/mL

25 ug/mL

10 ug/mL

5 ug/mL

[Rubella IgG], IU/mL

RLU

Capture Surface Titration



11) 3 Lot Precision

		Titrate D-Ab in Stabilzyme, on Theranos System

		10/17/10

		Coating: reaction tips coated 30 min 10 ug/mL antigen in carb-bicarb, 3x wash , fixative 10 min, dry overnight

		Samples: Pooled Plasma Calibrators

		DAb: Novus NB100-2046

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Plasma Calibrators Diluted 1:25 in Blocking Buffer

						100 ng/mL in Blocking Buffer						250 ng/mL in Stabilizer						100 ng/mL in Stabilizer						50 ng/mL in Stabilizer

		Dilution		Assigned IU/mL		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

		1		212		419585		449017		13.1		406697		462768		14.2		231743		219557		9.3		86563		93478		12.2

						516732						534860						195903						87193

						410733						446747						231024						106679

		1:2		106		354107		352488		5.9		301884		317888		6.7		167827		153700		10.6		99873		77687		25.0

						372559						342151						135818						69661

						330797						309630						157454						63526

		1:4		53		195801		199928		13.0		180625		183795		3.9		96327		91381		5.0		33905		35182		3.3

						227695						191950						87277						35433

						176290						178810						90541						36207

		1:8		26		118168		117350		3.6		102323		103763		2.9		54991		48743		11.1		20891		20207		4.1

						121090						107223						45748						20457

						112792						101742						45491						19273

		1:16		13		54122		58305		9.9		53066		55216		5.5		26529		24785		6.1		10539		10805		7.5

						64868						53888						23966						11718

						55924						58695						23861						10158

		Blank		0		976		1044		6.2		1524		1708		11.3		1563		1546		5.3		1001		1068		10.6

						1105						1908						1458						1198

						1052						1691						1617						1005

		S/B						430						271						142						88

		Rubella IgG

		Titrate Dab

		1/20/11

		Tip Coating: reaction tips coated MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme or as described

		Control Test

		Problem: Background signal and background CVs are persistently higher on new protocol than on old Python Generic protocol. Protocol has been slowed down and tested, observed

				Both run on 01-21-11 with same reagents. Note 0 calibrator is pure assay buffer, dilution error can not explain cartridge-cartridge differences

				Generic_ND_PSW HD 1:25								RVIgG_VZVIgG svn 5730														RVIgG_VZVIgG svn 5539  run 12-29-10 with same reagents

		Conc		Tip 1		Tip 2		Mean		CV %		Tip 1		Tip 2		Mean		CV %								Tip 1		Tip 2		Mean		CV %

		0		2113		1914		2137		10.6		3686		3382		2886		18.1								5719		9786		5027		49.2

				2510		1968						2390		2539												3865		3572

				2297		2022						2599		2719												3708		3510

				old, slow stepwise aspiration								slow incremental aspiration														fast incremental aspiration

		Re-Titrate DAb for new protocol

		Calibrators Hand Diluted 1:25

								250 ng/mL DAb												100 ng/mL DAb												50 ng/mL DAb

		Calibrator		Relative Conc.		IU/mL (Assigned Alpco)		1		2		3		Mean		CV %		Modulation		1		2		3		Mean		CV %		Modulation		1		2		3		Mean		CV %		Modulation

		1		1.0000		212		576187		664654		563714		601519		9.1		236		289655		324866		302694		305738		5.8		178		152269		148117		212897		171094		21.2		142

		2		0.5000		106		416800		360672		491986		423153		15.6		166		210159		205311		173234		196235		10.2		114		94312		89592		133448		105784		22.8		88

		3		0.2500		53		280620		315690		304840		300383		6.0		118		115985		150447		119603		128678		14.7		75		72087		62379		73421		69296		8.7		57

		4		0.1250		26		137738		139801		133629		137056		2.3		54		68628		78035		60793		69152		12.5		40		31154		27807		39159		32707		17.8		27

		5		0.0625		13		75586		79724		67343		74218		8.5		29		36205		41838		30887		36310		15.1		21		17914		20020		20407		19447		6.9		16

		6		0		0		2881		2143		2620		2548		14.7				726		1549		1885		1717		13.8				1220		992		1404		1205		17.1

																9.4												12.0												15.8





11) 3 Lot Precision

		



100 ng/mL in Blocking Buffer

250 ng/mL in Stabilizer

100 ng/mL in Stabilizer

50 ng/mL in Stabilizer

Rubella IgG IU/mL

RLU

Detection Antibody Titration



12) Dilution Linearity

		



250 ng/mL DAb

100 ng/mL DAb

50 ng/mL DAb

[Rubella IgG], IU/mL

RLU

DAb Titration



13) Hematrocrit Effect

		Rubella IgG

		Whole Blood Screen

		11/24/10

		Tip Coating: reaction tips coated MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2, Whole blood from Stanford Blood Bank

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Standard Curve, Plasma Calibrators Batch 2

										Signal										Back-Calculation Verification, IU/mL

		Calibrator		Relative Conc.		IU/mL		Log (Conc)		Tip 1		Tip 2		Mean RLU		CV %		Log (S)		Tip 1		Tip 2		Cartridge		Mean Conc.		CV %		% Recovery

		1		1.0000		170.0		2.23		508323		528419		543828		5.6		5.74		155.36		173.90		164.63		164.63				97

										572072		566500								OORH		OORH		OORH

		2		0.5000		85.0		1.93		347567		379482		368888		3.9		5.57		69.18		80.86		75.02		76.92		3.5		90

										373718		374787								78.62		79.03		78.82

		3		0.2500		42.5		1.63		241393		233889		255926		12.0		5.41		39.89		38.23		39.06		43.56		14.6		102

										246937		301483								41.15		54.96		48.06

		4		0.1250		21.3		1.33		165364		168908		141441		23.8		5.15		24.71		25.34		25.03		23.19		16.8		109

										96534		134958										19.52		19.52

		5		0.0625		10.6		1.03		92291		91575		79655		20.1		4.90		12.86		12.75		12.81		12.05		13.3		114

										58336		76415										10.54		10.54

		6		0.03125		5.3		0.73		44366		50890		42138		16.3		4.62		6.03		6.93		6.48		5.73		18.6		108

										36669		36628								4.97		4.97		4.97

		7		0.015625		2.7		0.42		18369		20219		18395		7.3		4.26		2.47		2.72		2.60		2.47		7.1		93

										16986		18005								2.28		2.42		2.35

		8		0.0000		0.0				1433		1667		1426		13.1		3.15		OORL		OORL		OORL		OORL

										1394		1211								OORL		OORL		OORL

								Whole Blood																								Model Type		4PL														Date		18-Feb-11

								Signal								Rubella IgG, IU/mL																Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

		Sample #		Sample		Barcode		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge		Mean Conc.		CV %								Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

		1		WB		W07051021537800		280980		292026		299636		6.0		49.4		52.4		50.90		54.59		9.5																								Analyte		Rubella IgG

								302064		323475						55.1		61.4		58.27																												Units		IU/mL

		2		WB		W07051021535600		2612		1977		1947		25.2		OORL		OORL		OORL		OORL																										Cartridge Id		1

								1464		1734						OORL		OORL		OORL																												Dilution		25.00

		3		WB		W07051021537300		28656		29379		31521		9.6		3.9		4.0		3.93		4.27		11.3																								Reagent Lot		1

								33003		35047						4.5		4.8		4.61

		4		WB		W07051021536800		21572		23818		21100		9.9		2.9		3.2		3.06		2.84		10.9																								desired LLOQ		2.70

								20018		18993						2.7		2.6		2.63																												desired ULOQ		170.00

		5		WB		W07051021537200		97665		94908		89932		8.6		13.7		13.3		13.46		12.52		10.6																								max LLOQ		2.70

								86172		80984						12.0		11.2		11.58												LLOQ		2.66		IU/mL				Model Parameters				SE				min ULOQ		170.00

		6		WB		W07051021537600		83432		88201		75851		15.5		11.6		12.3		11.91		10.47		19.4								ULOQ		170.00		IU/mL				b1		1415.899		148.571

								63843		67926						8.7		9.3		9.03												desired LLOQ		2.66		IU/mL				b2		760609.603		153243.470				Data Grouping		by cartridge

		7		WB		W07051021536700		107797		114176		98876		15.3		15.2		16.2		15.70		13.87		18.6								desired ULOQ		170.00		IU/mL				b3		81.466		29.174

								80540		92989						11.1		13.0		12.05												LLOD		Not Reported		IU/mL				b4		-1.081		0.074				Precision criteria for estimation of LLOQ		On

		8		WB		W07051021536400		41347		43674		37749		15.3		5.6		5.9		5.78		5.12		18.0								LLOQ accuracy		93		%				b5

								31160		34815						4.2		4.7		4.47												LLOQ precision		7.0		%

		9		WB		W07051021535900		55075		60448		52867		11.8		7.5		8.3		7.89		7.21		13.4								Average Residuals		10		%				0								Preferred models 
(if any)

								46161		49786						6.3		6.8		6.53												Error in prediction: Best case		14		%

		10		WB		W07051021536000		88532		102454		103454		16.7		12.3		14.4		13.35		14.58		12.0								Error in prediction: Expected		17		%

								94896		127934						13.2		18.4		15.81

		11		WB		W07051021537400		137490		120005		136372		8.5		19.9		17.1		18.52		19.77		8.9								Signal Min		15880		RLU												fingerstickmultiplier		1.00

								140657		147336						20.5		21.6		21.02												Signal Max		548299		RLU												venousmultiplier		1.00

		12		WB		W07051021535400		16323		22142		18660		17.0		2.2		3.0		2.59		2.65		4.8																								plasmamultiplier		1.00

								15631		20543						OORL		2.8		2.77												Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		114		%		decimals		1

		13		WB		W07051021536900		308024		309773		303241		4.7		56.8		57.3		57.07		55.54		3.9										Conc		RLU		1				ULOQ precision		21.5		%		ratio		0.3

								282125		313041						49.7		58.3		54.01												Statistically Detected ■ 
Manually Selected  ■		0		0		0

		14		WB		W07051021537900		105520		98589		92438		13.4		14.9		13.8		14.33		12.90		15.7

								77169		88475						10.6		12.3		11.47

		15		WB		W07051021535800		1508		3112		2003		37.5		OORL		OORL		OORL		OORL		-

								1823		1569						OORL		OORL		OORL





13) Hematrocrit Effect

		



Log S

Log  Conc

Standard Curve



14) Clinical Samples

		Effect of Post Sample Wash

		11/1/10

		Coating: MFG HT reaction tips coated 30 min 10 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW, Generic_ND

		Samples hand diluted 1:25 in blocking buffer

		Conclusion: Assay will perform well with either condition, but PSW slightly improves S/B and CVs

		Plasma Calibrators Batch 1

								No Post Sample Wash								Post Sample Wash

		Dilution		Assigned IU/mL		Log (Conc)		RLU		Mean RLU		CV %		Log (S)		RLU		Mean RLU		CV %		Log (S)

		1		212		2.33		402730		418699		3.4		5.62		431940		458130		6.5		5.66

								424107								490379

								429260								452070

		1:2		106		2.02		258560		269712		6.9		5.43		290274		320283		8.3		5.51

								259444								329409

								291132								341164

		1:4		53		1.72		149108		165245		8.9		5.22		172195		180838		4.2		5.26

								168978								183890

								177648								186428

		1:8		26		1.42		88836		98840		11.2		4.99		110230		113503		5.5		5.06

								96963								120641

								110723								109638

		1:16		13		1.12		42937		51320		16.1		4.71		50333		51108		2.3		4.71

								51518								50559

								59505								52433

		Low		0				1754		1943		8.9				1676		1919		11.3		3.28

								1983								2094

								2092								1987

		S/B								216								239





14) Clinical Samples

		



No Post Sample Wash

Post Sample Wash

Log Conc

Log S

Effect of Post Sample Wash



Stability

		



No Post Sample Wash

Post Sample Wash

Conc

S

Effect of Post Sample Wash



		Effect of Sample Dilution

		11/1/10

		Coating: MFG HT reaction tips coated 30 min 10 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Samples hand diluted in blocking buffer

		Conclusion: 1:25 sample dilution is the best balance of linearity across range, conservation of sample, and sensitivity

		Plasma Calibrators Batch 1

								1:10 Dilution								1:25 Dilution								1:50 Dilution

		Dilution		Assigned IU/mL		Log (Conc)		RLU		Mean RLU		CV %		Log (S)		RLU		Mean RLU		CV %		Log (S)		RLU		Mean RLU		CV %		Log (S)				Readers not aspirating:

		1		212		2.33		636434		651063		6.0		5.81		431940		458130		6.5		5.66		590753.505922374		283516				5.45				e000157

								621389								490379								602476.9499144										e000153

								695367								452070								283516

		1:2		106		2.02		559286		558825		5.0		5.75		290274		320283		8.3		5.51		186986		173956		10.6		5.24

								530785								329409								248813.56489165

								586404								341164								160926

		1:4		53		1.72		466343		417760		11.6		5.62		172195		180838		4.2		5.26		126818.59186238		97531				4.99

								369494								183890								162718.8819443

								417442								186428								97531

		1:8		26		1.42		256650		253269		7.7		5.40		110230		113503		5.5		5.06		63189.738291809		47860				4.68

								232418								120641								67912.17967688

								270738								109638								47860

		1:16		13		1.12		161486		151459		7.0		5.18		50333		51108		2.3		4.71		26135		24940		6.8		4.40

								140299								50559								36352.61782647

								152592								52433								23746

		Low		0				1965		1918		2.2				1676		1919		11.3				2476.365247361		1865

								1910								2094								2971.91494897

								1880								1987								1865

		S/B								339								239								152
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1:50 Dilution
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Log S

Effect of Sample Dilution
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1:50 Dilution
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Effect of Sample Dilution



		Rubella IgG

		Inter-Instrument Precision

		Test precision over at least 24 instruments, calibrate on 3 lots precision curve

		1/24/11

		Tip Coating: reaction tips coated MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  RV Positive Control prediluted 1:25

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

						Signal (RLU)												Conc. IU/mL

										Intra-Cartridge				Inter-Cartridge								Intra-Cartridge						Inter-Cartridge

		Barcode		Reader		Tip 1		Tip 2		Mean		CV %		Mean		CV %		Tip 1		Tip 2		Mean		CV %		% Recovery		Mean		CV %

		091245558700100097		e000144		9040		8541		8790		4.0		10142		12.2		7.49		7.06		7.27		4.2		85		8.53		11.6

		091245558700100098		e000248		11570		12616		12093		6.1						9.68		10.59		10.14		6.4		119

		091245558700100099		e000009		11015		11264		11139		1.6						9.19		9.41		9.30		1.6		109

		091245558700100100		e000240		8742		8060		8401		5.7						7.23		6.65		6.94		6.0		81

		091245558700100101		e000127		10676		11362		11019		4.4						8.90		9.50		9.20		4.6		108

		091245558700100102		e000052		9401		10086		9743		5.0						7.80		8.39		8.09		5.2		95

		091245558700100103		e000143		11337		10916		11126		2.7						9.47		9.11		9.29		2.8		109

		091245558700100104		e000265		11186		10395		10791		5.2						9.34		8.66		9.00		5.4		106

		091245558700100105		e000290		8537		9534		9036		7.8						7.06		7.91		7.48		8.1		88

		091245558700100106		e000275		10326		9678		10002		4.6						8.60		8.04		8.32		4.8		98

		091245558700100107		e000327		9227		8648		8938		4.6						7.65		7.15		7.40		4.8		87

		091245558700100108		e000341		8076		8400		8238		2.8						6.66		6.94		6.80		2.9		80

		091245558700100109		e000069		8646		9602		9124		7.4						7.15		7.97		7.56		7.7		89

		091245558700100110		e000131		12226		10145		11185		13.2						10.25		8.44		9.35		13.7		110

		091245558700100111		e000176		13364		10261		11812		18.6						11.25		8.54		9.90		19.4		116

		091245558700100112		e000098		10523		13463		11993		17.3						8.77		11.34		10.05		18.1		118

		091245558700100114		e000204		10349		12846		11598		15.2						8.62		10.80		9.71		15.9		114

		091245558700100115		e000323		7202		7710		7456		4.8						5.92		6.35														Cartridge 115 was low for both assays in multiplex - protocol/reader

		091245558700100116		e000130		10787		8541		9664		16.4						9.00		7.06		8.03		17.1		94

		091245558700100117		e000228		10564		9987		10276		4.0						8.80		8.30		8.55		4.1		100

		091245558700100100		e000198		9108		10895		10001		12.6						7.55		9.09		8.32		13.1		98

		091245558700100100		e000297		32328		28807										29.23		25.69														Cartridge 119 was high for both assays in the multiplex - protocol/reader

		091245558700100120		e000148		8402		9150		8776		6.0						6.94		7.58		7.26		6.3		85

		091245558700100121		e000039		9602		10098		9850		3.6						7.97		8.40		8.19		3.7		96

		091245558700100122		e000092		11852		10716		11284		7.1						9.92		8.94		9.43		7.4		111

		091245558700100123		e000225		11095		11119		11107		0.2						9.26		9.29		9.27		0.2		109

		091245558700100124		e000170		10030		10096		10063		0.5						8.34		8.40		8.37		0.5		98

		091245558700100125		e000199		10627		11359		10993		4.7						8.86		9.49		9.18		4.9		108

		091245558700100126		e000189		9145		9785		9465		4.8						7.58		8.13		7.85		5.0		92

		Avg Intra-Cartridge CV %										6.8												7.2

								Model Type		4PL														Date		18-Feb-11

								Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

								Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																								Analyte		RV IgG

																								Units		IU/mL

																								Cartridge Id		1

																								Dilution		25.00

																								Reagent Lot		1

																								desired LLOQ		2.70

																								desired ULOQ		170.00

																								max LLOQ		2.70

								LLOQ		2.70		IU/mL				Model Parameters				SE				min ULOQ		170.00

								ULOQ		170.00		IU/mL				b1		38.825		714.429

								desired LLOQ		2.70		IU/mL				b2		251335.133		42006.065				Data Grouping		by tip

								desired ULOQ		170.00		IU/mL				b3		155.456		46.859

								LLOD		Not Reported		IU/mL				b4		-1.012		0.069				Precision criteria for estimation of LLOQ		On

								LLOQ accuracy		103		%				b5

								LLOQ precision		21.0		%

								Average Residuals		12		%				0								Preferred models 
(if any)

								Error in prediction: Best case		13		%

								Error in prediction: Expected		13		%

								Signal Min		3306		RLU												fingerstickmultiplier		1.00

								Signal Max		140201		RLU												venousmultiplier		1.00

																								plasmamultiplier		1.00

								Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		105		%		decimals		1

										Conc		RLU		1				ULOQ precision		28.3		%		ratio		0.3

								Statistically Detected ■ 
Manually Selected  ■		0		2182		1

										5.3		12205		1

										85		55023		1

										2.7		1498		0

										2.7		1575		0





		Rubella IgG

		3 Lot Precision

		Compare 3 runs with 3 lots of tips, calibrate on combined 3 lots and back-calculate each lot on combined calibration

		1/24/11

		Tip Coating: reaction tips coated MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

		Lot 1 Tips: 10-27-10

		Lot 2 Tips: 11-24-10

		Lot 3 Tips: 12-02-10

		QC Samples: a positive and negative plasma sample are included as control samples.

		The negative control should be lower than calibrator #7 and therefore OORL.

		The positive control should be higher than calibrator # 2 and may be OORH

								Lot 1 Concentration (IU/mL)												Lot 2 Concentration (IU/mL)												Lot 3 Concentration (IU/mL)												Inter-Lot CVs

		Calibrator		Relative Conc.		[RV IgG] IU/mL		Tip 1		Tip 2		Cartridge		Mean		CV %		% Recovery		Tip 1		Tip 2		Cartridge		Mean		CV %		% Recovery		Tip 1		Tip 2		Cartridge		Mean		CV %		% Recovery		Mean		CV %		% Recovery

		1		1.0000		170.0		OORH		OORH		OORH		188.4		0.3		111		130.7		122.1		OORH		176.4		8.3		104		121.9		117.7		119.8		132.9		29.1		78		161.2		22.0		95

								192.9		183.0		187.9								OORH		166.0		166.0								176.4		OORH		176.4

								188.8		OORH		188.8								186.8		OORH		186.8								111.1		94.0		102.6

		2		0.5000		85.0		89.3		75.7		102.4		96.7		18.9		114		79.9		70.8		75.4		83.3		10.9		98		93.0		93.7		93.3		85.8		7.8		101		88.6		14.0		104

								44.2		78.5		76.2								83.0		103.5		93.2								84.4		76.5		80.4

								92.6		86.9		111.5								78.4		84.3		81.4								97.8		69.7		83.8

		3		0.2500		42.5		46.3		45.1		45.7		44.1		6.3		104		49.5		55.2		52.3		45.3		18.1		107		38.7		36.4		37.5		39.9		5.2		94		43.1		11.8		101

								43.4		38.3		40.8								45.5		49.4		47.4								43.7		38.6		41.2

								46.5		44.8		45.6								33.9		38.7		36.3								34.9		47.2		41.0

		4		0.1250		21.3		26.0		21.4		23.7		20.0		18.7		94		24.2		17.4		20.8		21.0		5.2		99		19.8		27.8		23.8		21.7		11.8		102		20.9		11.7		98

								15.9		16.6		16.2								23.3		16.9		20.1								19.1		25.8		22.5

								20.1		19.9		20.0								24.6		19.9		22.2								19.0		18.7		18.9

		5		0.0625		10.6		8.5		14.2		11.3		10.9		8.5		103		13.8		14.9		14.3		12.5		15.0		118		10.2		10.0		10.1		9.6		12.7		90		11.0		16.0		104

								9.6		10.1		9.9								11.0		10.2		10.6								9.0		7.4		8.2

								12.2		11.0		11.6								12.6		12.8		12.7								9.0		11.9		10.4

		6		0.03125		5.3		6.0		5.4		5.7		5.0		13.2		94		6.8		5.6		6.2		6.2		11.1		117		4.9		5.0		5.0		4.7		11.0		89		5.3		16.7		100

								5.0		4.9		4.9								8.2		5.7		6.9								4.2		4.0		4.1

								4.5		4.3		4.4								5.7		5.4		5.6								4.9		5.2		5.0

		7		0.015625		2.7		2.3		2.3		2.3		2.4		5.8		89		2.2		2.9		2.5		2.9		18.6		109		2.2		OORL		2.7		3.2		16.8		120		2.9		18.5		108

																				2.8		2.5		2.6								2.6				3.2

								2.6		2.3		2.5								3.2		3.8		3.5								2.9		3.2		3.7

		8		0.0000		0.0		OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL

								OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

								OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

				Intra-Day CV %										Avg		10.3		101								Avg		12.5		107								Avg		13.5		96		Avg		15.8		102

														Min		0.3		89								Min		5.2		98								Min		5.2		78		Min		11.7		95

														Max		18.9		114								Max		18.6		118								Max		29.1		120		Max		22.0		108

		QC Samples

								Tip 1		Tip 2		Mean		Mean		CV %				Tip 1		Tip 2		Mean		Mean		CV %				Tip 1		Tip 2		Mean		Mean		CV %				Mean		CV %

		Positive Control						182.4		OORH		182.4		168.7		11.5				147.0		149.1		148.1		158		10.5				103.0		126.1		114.5		148		32.3				158.1		15.6

								135.1		174.9		155.0								153.1		142.7		147.9								OORH		OORH		OORH

								OORH		OORH		OORH								176.5		OORH		176.5								182.4		OORH		182.4

		Negative Control						OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL						OORL

								OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

								OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

								Model Type		4PL														Date		18-Feb-11

								Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

								Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																								Analyte		RV IgG

																								Units		IU/mL

																								Cartridge Id		1

																								Dilution		25.00

																								Reagent Lot		1

																								desired LLOQ		2.70

																								desired ULOQ		170.00

																								max LLOQ		2.70

								LLOQ		2.70		IU/mL				Model Parameters				SE				min ULOQ		170.00

								ULOQ		170.00		IU/mL				b1		38.825		714.429

								desired LLOQ		2.70		IU/mL				b2		251335.133		42006.065				Data Grouping		by tip

								desired ULOQ		170.00		IU/mL				b3		155.456		46.859

								LLOD		Not Reported		IU/mL				b4		-1.012		0.069				Precision criteria for estimation of LLOQ		On

								LLOQ accuracy		103		%				b5

								LLOQ precision		21.0		%

								Average Residuals		12		%				0								Preferred models 
(if any)

								Error in prediction: Best case		13		%

								Error in prediction: Expected		13		%

								Signal Min		3306		RLU												fingerstickmultiplier		1.00

								Signal Max		140201		RLU												venousmultiplier		1.00

																								plasmamultiplier		1.00

								Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		105		%		decimals		1

										Conc		RLU		1				ULOQ precision		28.3		%		ratio		0.3

								Statistically Detected ■ 
Manually Selected  ■		0		2182		1

										5.3		12205		1

										85		55023		1

										2.7		1498		0

										2.7		1575		0





		Dilution Linearity

		11/3/10

		Tip Coating: reaction tips coated MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min, dry overnight

		Samples: Pooled Plasma Calibrators Batch 2, Plasma from archive

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Standard Curve, Plasma Calibrators Batch 2

								Signal										Back-Calculation Verification, IU/mL

		Calibrator		IU/mL		Log (Conc)		Tip 1		Tip 2		Mean RLU		CV %		Log (S)		Tip 1		Tip 2		Mean Conc.		CV %		% Recovery

		1		170.00		2.23		508323		528419		543828		5.6		5.74		149.33		161.72		172.30		11.7		101

								572072		566500								191.04		187.10																														Model Type		4PL														Date		18-Feb-11

		2		85.00		1.93		347567		379482		368888		3.9		5.57		72.41		84.84		80.67		6.9		95																								Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

								373718		374787								82.50		82.93																														Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

		3		42.50		1.63		241393		233889		255926		12.0		5.41		39.57		37.69		43.72		19.9		103																																								Analyte		Rubella IgG

								246937		301483								40.99		56.64																																														Units		IU/mL

		4		21.25		1.33		165364		168908		156410		11.9		5.19		22.92		23.58		21.37		15.3		101																																								Cartridge Id		1

								96534		134958										17.61																																														Dilution		25.00

		5		10.63		1.03		92291		91575		86761		10.3		4.94		11.29		11.20		10.58		10.9		100																																								Reagent Lot		1

								58336		76415										9.24

		6		5.31		0.73		44366		50890		42138		16.3		4.62		5.50		6.23		5.26		14.4		99																																								desired LLOQ		2.70

								36669		36628								4.66		4.66																																														desired ULOQ		170.00

		7		2.66		0.42		18369		20219		18395		7.3		4.26		2.65		2.86		2.66		5.8		100																																								max LLOQ		2.70

								16986		18005								2.49		2.61																														LLOQ		2.66		IU/mL				Model Parameters				SE				min ULOQ		170.00

		8		0.00				1433		1667		1426		13.1				0.19		0.24		0.19		19.8																										ULOQ		170.00		IU/mL				b1		1415.899		148.571

								1394		1211								0.18		0.15																														desired LLOQ		2.66		IU/mL				b2		760609.603		153243.470				Data Grouping		by cartridge

																																																		desired ULOQ		170.00		IU/mL				b3		81.466		29.174

																																																		LLOD		Not Reported		IU/mL				b4		-1.081		0.074				Precision criteria for estimation of LLOQ		On

		Dilution Linearity - Plasma Sample #25 into Sample #9																																																LLOQ accuracy		93		%				b5

						Signal (RLU)						Concentration (IU/mL)																																						LLOQ precision		7.0		%

		Dilution		Nominal, IU/mL		RLU		Mean RLU		CV %		Conc		Mean Conc		CV %		% Recovery																																Average Residuals		10		%				0								Preferred models 
(if any)

		High		80.57		359671		368631		4.2		76.98		80.57		7.6		100																																Error in prediction: Best case		14		%

						359862						77.05																																						Error in prediction: Expected		17		%

						386359						87.69

				40.46		199494		251697		20.2		29.76		43.08		31.0		106																																Signal Min		15880		RLU												fingerstickmultiplier		1.00

						254676						43.02																																						Signal Max		548299		RLU												venousmultiplier		1.00

						300923						56.46																																																						plasmamultiplier		1.00

				20.41		149439		149466		0.0		20.05		20.05		0.0		98																																Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		114		%		decimals		1

						149493						20.06																																								Conc		RLU		1				ULOQ precision		21.5		%		ratio		0.3

						218522																																												Statistically Detected ■ 
Manually Selected  ■		0		0		0

				10.38		85848		97017		13.0		10.44		11.97		14.6		115

						94442						11.58

						110761						13.88

				5.37		46274		50680		12.8		5.72		6.21		11.8		116

						47664						5.87

						58103						7.05

		Low		0.35		1852		2233		15.8		0.28		0.35		20.2

						2301						0.37

						2546						0.42
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		Rubella IgG

		Whole Blood versus Plasma

		11/24/10

		Tip Coating: reaction tips coated MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2, Whole blood from Stanford Blood Bank

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Standard Curve, Plasma Calibrators Batch 2																																																Model Type		4PL														Date		18-Feb-11

										Signal										Back-Calculation Verification, IU/mL																														Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

		Calibrator		Relative Conc.		Conc. IU/mL		Log (Conc)		Tip 1		Tip 2		Mean RLU		CV %		Log (S)		Tip 1		Tip 2		Cartridge		Mean Conc.		CV %		% Recovery																				Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

		1		1.0000		170.00		2.23		508323		528419		543828		5.6		5.74		0.00		0.00		0.00		0.00				0																																				Analyte		Rubella IgG

										572072		566500								0.00		0.00		OORH																																										Units		IU/mL

		2		0.5000		85.00		1.93		347567		379482		368888		3.9		5.57		0.00		0.00		0.00		0.00		0.0		0																																				Cartridge Id		1

										373718		374787								0.00		0.00		0.00																																										Dilution		25.00

		3		0.2500		42.50		1.63		241393		233889		255926		12.0		5.41		0.00		0.00		0.00		0.00		0.0		0																																				Reagent Lot		1

										246937		301483								0.00		0.00		0.00

		4		0.1250		21.25		1.33		165364		168908		156410		11.9		5.19		0.00		0.00		0.00		0.00		0.0		0																																				desired LLOQ		2.70

										96534		134958										0.00		0.00																																										desired ULOQ		170.00

		5		0.0625		10.63		1.03		92291		91575		86761		10.3		4.94		0.00		0.00		0.00		0.00		0.0		0																																				max LLOQ		2.70

										58336		76415										0.00		0.00																										LLOQ		2.66		IU/mL				Model Parameters				SE				min ULOQ		170.00

		6		0.03125		5.31		0.73		44366		50890		42138		16.3		4.62		0.00		0.00		0.00		0.00		0.0		0																				ULOQ		170.00		IU/mL				b1		1415.899		148.571

										36669		36628								0.00		0.00		0.00																										desired LLOQ		2.66		IU/mL				b2		760609.603		153243.470				Data Grouping		by cartridge

		7		0.015625		2.66		0.42		18369		20219		18395		7.3		4.26		0.00		0.00		0.00		0.00		0.0		0																				desired ULOQ		170.00		IU/mL				b3		81.466		29.174

										16986		18005								0.00		0.00		0.00																										LLOD		Not Reported		IU/mL				b4		-1.081		0.074				Precision criteria for estimation of LLOQ		On

		8		0.0000		0.00				1433		1667		1426		13.1		3.15		0.00		0.00		OORL		OORL																								LLOQ accuracy		93		%				b5

										1394		1211								0.00		0.00		OORL																										LLOQ precision		7.0		%

																																																		Average Residuals		10		%				0								Preferred models 
(if any)

																																																		Error in prediction: Best case		14		%

																																																		Error in prediction: Expected		17		%

																																																		Signal Min		15880		RLU												fingerstickmultiplier		1.00

						Whole Blood																		Plasma																										Signal Max		548299		RLU												venousmultiplier		1.00

						Signal								Rubella IgG, IU/mL										Signal								Rubella IgG, IU/mL																																		plasmamultiplier		1.00

		Sample #		Barcode		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge		Mean Conc.		CV %		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge		Mean Conc.		CV %										Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		114		%		decimals		1

		1		W07051021537800		280980		292026		299636		6.0		0.0		0.00		0.00		0.00		0.0		140212		385850		376967		3.4				0.00		0.00		0.00		0.0												Conc		RLU		1				ULOQ precision		21.5		%		ratio		0.3

						302064		323475						0.00		0.00		0.00						362149		382902						0.00		0.00		0.00														Statistically Detected ■ 
Manually Selected  ■		0		0		0

		2		W07051021535600		2612		1977		1947		25.2		0.00		0.00		OORL		OORL				1763		1829		1809		17.2		0.00		0.00		OORL		OORL

						1464		1734						0.00		0.00		OORL						1443		2202						0.00		0.00		OORL

		3		W07051021537300		28656		29379		31521		9.6		0.00		0.00		0.00		0.00		0.0		47570		50847		48529		6.5		0.00		0.00		0.00		0.00		0.0

						33003		35047						0.00		0.00		0.00						44517		51184						0.00		0.00		0.00

		4		W07051021536800		21572		23818		21100		9.9		0.00		0.00		0.00		0.00		0.0		41095		39632		39691		5.2		0.00		0.00		0.00		0.00		0.0

						20018		18993						0.00		0.00		0.00						41263		36773						0.00		0.00		0.00

		5		W07051021537200		97665		94908		89932		8.6		0.00		0.00		0.00		0.00		0.0		127295		99457		106064		13.4		0.00		0.00		0.00		0.00		0.0

						86172		80984						0.00		0.00		0.00						100449		97055						0.00		0.00		0.00

		6		W07051021537600		83432		88201		75851		15.5		0.00		0.00		0.00		0.00		0.0		87214		123811		104062		17.7		0.00		0.00		0.00		0.00		0.0

						63843		67926						0.00		0.00		0.00						101163		12634						0.00				0.00

		7		W07051021536700		107797		114176		98876		15.3		0.00		0.00		0.00		0.00		0.0		136368		149093		132060		11.3		0.00		0.00		0.00		0.00		0.0

						80540		92989						0.00		0.00		0.00						113170		129608						0.00		0.00		0.00

		8		W07051021536400		41347		43674		37749		15.3		0.00		0.00		0.00		0.00		0.0		63616		71587		59590		17.6		0.00		0.00		0.00		0.00		0.0

						31160		34815						0.00		0.00		0.00						56099		47060						0.00		0.00		0.00

		9		W07051021535900		55075		60448		52867		11.8		0.00		0.00		0.00		0.00		0.0		88852		105436		85516		17.6		0.00		0.00		0.00		0.00		0.0

						46161		49786						0.00		0.00		0.00						72433		75344						0.00		0.00		0.00

		10		W07051021536000		88532		102454		103454		16.7		0.00		0.00		0.00		0.00		0.0		193955		189516		176573		16.4		0.00		0.00		0.00		0.00		0.0

						94896		127934						0.00		0.00		0.00						189518		133304						0.00		0.00		0.00

		11		W07051021537400		137490		120005		136372		8.5		0.00		0.00		0.00		0.00		0.0		213443		252236		223326		11.4		0.00		0.00		0.00		0.00		0.0

						140657		147336						0.00		0.00		0.00						204300		15420						0.00				0.00

		12		W07051021535400		16323		22142		18660		17.0		0.00		0.00		0.00		0.00		0.0		33581		34904		28689		24.1		0.00		0.00		0.00		0.00		0.0

						15631		20543						0.00		0.00		0.00						20087		26184						0.00		0.00		0.00

		13		W07051021536900		308024		309773		303241		4.7		0.00		0.00		0.00		0.00		0.0		396397		423775		410086		4.7		0.00		0.00		0.00		0.00		-

						282125		313041						0.00		0.00		0.00						448993		469155						0.00		0.00		OORH

		14		W07051021537900		105520		98589		92438		13.4		0.00		0.00		0.00		0.00		0.0		168972		145493		157440		6.9		0.00		0.00		0.00		0.00		0.0

						77169		88475						0.00		0.00		0.00						164075		151219						0.00		0.00		0.00

		15		W07051021535800		1508		3112		2003		37.5		0.00		0.00		OORL		OORL		-		1708		1641		1626		8.0		0.00		0.00		OORL		OORL		-

						1823		1569						0.00		0.00		OORL						1439		1718						0.00		0.00		OORL
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Rubella IgG Recovered in Whole Blood (IU/mL)

Rubella IgG Recovered in Plasma (IU/mL)

Plasma versus Whole Blood, 15 Samples
Rubella IgG Concentration IU/mL



		Summary of Rubella IgG Results for 15 Samples from Stanford Blood Bank

		The Alpco Kit is a Semi-Quantitative kit. Theranos plasma Calibrators were tested in this kit and recovery was linear with expected values, calibrators were assigned to the kit in IU/mL and used the calibrate the Theranos Assay.

		The Bioquant kit is a qualitative kit using an Antibody Index. Results for Theranos plasma calibrators tested in this kit were not linear with the known dilution, therefore calibrators were assigned point by point to the kit and then used to calibrate the Theranos Assay

		Therefore, the Antibody index cannot be converted directly into IU/mL for the Bioquant kit, Theranos results are compared to the respective kit based on their own calibration method.

						IU/mL Results								Antibody Index Results

						Alpco Result				Theranos Result				BioQuant Result				Theranos Result

		Sample #		Barcode		Conc IU/mL		CV %		Conc IU/mL		CV %		Conc An Index		CV %		Conc An Index		CV %

		1		W07051021537800		116		1.3		104		6.2		1.98		5.3		1.98		2.5

		2		W07051021535600		3		1.5		0		23.7		0.06		0.0		0.04		12.4

		3		W07051021537300		14		5.1		7		5.8		0.56		2.9		0.45		4.7

		4		W07051021536800		8		11.0		6		4.5		0.45		12.2		0.39		3.8

		5		W07051021537200		25		5.1		16		15.8		1.04		3.8		0.79		9.5

		6		W07051021537600		21		5.9		16		20.3		0.92		5.3		0.78		12.7

		7		W07051021536700		41		6.5		21		13.9		1.38		4.0		0.93		8.2

		8		W07051021536400		17		5.9		9		16.8		0.78		3.3		0.52		12.7

		9		W07051021535900		17		3.3		13		19.1		0.85		8.7		0.68		12.6

		10		W07051021536000		39		0.7		32		21.1		1.29		6.3		1.15		12.1

		11		W07051021537400		52		5.0		44		17.5		1.27		5.0		1.36		8.1

		12		W07051021535400		9		0.3		5		19.9		0.38		5.3		0.31		17.6

		13		W07051021536900		128		0.5		122		8.9		1.75		6.3		2.10		3.4

		14		W07051021537900		40		5.8		27		9.2		1.25		10.8		1.06		5.0

		15		W07051021535800		4		12.5		0		11.4		0.04		11.6		0.04		5.8

		Summary of Rubella IgG Results for 15 Samples from Stanford Blood Bank, Theranos Calibrated to WHO 1st IRP

						IU/mL Results

						Alpco Result				Theranos Result

		Sample #		Barcode		Conc IU/mL		CV %		Conc IU/mL		CV %

		1		W07051021537800		116		1.3		84		6.2

		2		W07051021535600		3		1.5		0		23.7

		3		W07051021537300		14		5.1		6		5.8

		4		W07051021536800		8		11.0		5		4.5

		5		W07051021537200		25		5.1		13		15.8

		6		W07051021537600		21		5.9		13		20.3

		7		W07051021536700		41		6.5		17		13.9

		8		W07051021536400		17		5.9		7		16.8

		9		W07051021535900		17		3.3		10		19.1

		10		W07051021536000		39		0.7		25		21.1

		11		W07051021537400		52		5.0		35		17.5

		12		W07051021535400		9		0.3		4		19.9

		13		W07051021536900		128		0.5		98		8.9

		14		W07051021537900		40		5.8		22		9.2

		15		W07051021535800		4		12.5		0		11.4
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Theranos Result vs Alpco Result,
15 Plasma Samples



		



BioQuant Result (Ab Index)

Theranos Result (Ab Index)

Theranos Result vs BioQuant Result,
15 Plasma Samples



		



BioQuant Result (Antibody Index)

Alpco Result (IU/mL)

Alpco Result vs BioQuant Result,
15 Plasma Samples
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		Rubella IgG

		Stability at 4C

		Test stability of coated tips and Dab working solution stored at 4C

		2/17/11

		Tip Coating: reaction tips coated 11-24-10 MFG HT 30 min 10 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

		Calibration: 3 Lot Precision Test run 1-24-11 (Data for Lot 2 tips coated 11-24-10 serves as Day 0)

														Control: Fresh Dab Dilution																				Dab Working Solution DOM 1-24-11

														Signal, RLU								Concentration, IU/mL												Signal, RLU								Concentration, IU/mL

		Date		Week		Calibrator		[RV IgG] IU/mL		Barcode		Reader		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge Mean		Mean		CV %		% Recovery		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Cartridge Mean		Mean		CV %		% Recovery

		01/24/11		0		1		170.0		091245554100100441		e000144																						114699		110383		133311		14.3		0.0		0.0		0.0		0		0.0		0

										091245554100100442		e000248																						147799		129874						0.0		0.0		0.0

										091245554100100443		e000009																						137342		159768						0.0		0.0		0.0

						3		42.5		091245554100100447		e000143																						60043		65248		55874		13.8		0.0		0.0		0.0		0		0.0		0

										091245554100100448		e000265																						56227		59948						0.0		0.0		0.0

										091245554100100449		e000290																						44339		49441						0.0		0.0		0.0

						5		10.6		091245554100100453		e000069																						19901		21405		18225		13.0		0.0		0.0		0.0		0		0.0		0

										091245554100100454		e000131																						16118		14960						0.0		0.0		0.0

										091245554100100455		e000176																						18370		18595						0.0		0.0		0.0

						8		0.0		091245554100100462		e000198																						1361		1172		1078		17.3		0.0		0.0		OORL		OORL

										091245554100100463		e000148																						1142		1007						0.0		0.0		OORL

										091245554100100464		e000039																						952		834						0.0		0.0		OORL

		02/17/11		4		1		170.0		091245558700100131		e000339		177683		155496		159616		6.7		0.0		0.0		OORH		OORH						150859		153549		135644		12.1		0.0		0.0		OORH		0		0.0		0

										091245558700100132		e000214		157566		158220						0.0		0.0		OORH								134219		133636						0.0		0.0		0.0

										091245558700100133		e000270		86736		149115								0.0		OORH								134113		107487						0.0		0.0		0.0

						3		42.5		091245558700100137		e000194		56367		67365		59160		9.4		0.0		0.0		0.0		0		0.0		0		52924		54478		51109		4.4		0.0		0.0		0.0		0		0.0		0

										091245558700100138		e000183		63603		53365						0.0		0.0		0.0								50324		51272						0.0		0.0		0.0

										091245558700100139		e000284		54166		60098						0.0		0.0		0.0								49070		48588						0.0		0.0		0.0

						5		10.6		091245558700100143		e000227		19559		16134		17160		7.9		0.0		0.0		0.0		0		0.0		0		14505		16586		15000		8.0		0.0		0.0		0.0		0		0.0		0

										091245558700100144		e000328		15685		17637						0.0		0.0		0.0								15006		14482						0.0		0.0		0.0

										091245558700100145		e000068		16995		16951						0.0		0.0		0.0								13311		16112						0.0		0.0		0.0

						8		0.0		091245558700100152		e000006		1485		1261		1627		18.8		0.0		0.0		OORL		OORL						1424		1932		1517		17.1		0.0		0.0		OORL		OORL

										091245558700100153		e000163		2112		1862						0.0		0.0		OORL								1218		1680						0.0		0.0		OORL

										091245558700100154		e000269		1512		1529						0.0		0.0		OORL								1529		1318						0.0		0.0		OORL

		Dexter fit for Batch 2 Calibrators Standard Curve, Assigned to WHO 1st IRP

		Model Type		4PL														Date		18-Feb-11

		Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

		Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																		Analyte		RV IgG

																		Units		IU/mL

																		Cartridge Id		1

																		Dilution		25.00

																		Reagent Lot		1

																		desired LLOQ		2.70

																		desired ULOQ		170.00

																		max LLOQ		2.70

		LLOQ		2.70		IU/mL				Model Parameters				SE				min ULOQ		170.00

		ULOQ		170.00		IU/mL				b1		38.825		714.429

		desired LLOQ		2.70		IU/mL				b2		251335.133		42006.065				Data Grouping		by tip

		desired ULOQ		170.00		IU/mL				b3		155.456		46.859

		LLOD		Not Reported		IU/mL				b4		-1.012		0.069				Precision criteria for estimation of LLOQ		On

		LLOQ accuracy		103		%				b5

		LLOQ precision		21.0		%

		Average Residuals		12		%				0								Preferred models 
(if any)

		Error in prediction: Best case		13		%

		Error in prediction: Expected		13		%

		Signal Min		3306		RLU												fingerstickmultiplier		1.00

		Signal Max		140201		RLU												venousmultiplier		1.00

																		plasmamultiplier		1.00

		Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		105		%		decimals		1

				Conc		RLU		1				ULOQ precision		28.3		%		ratio		0.3

		Statistically Detected ■ 
Manually Selected  ■		0		2182		1

				5.3		12205		1

				85		55023		1

				2.7		1498		0

				2.7		1575		0
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redefining healthcare

Anti-Scl 70 antibody

Human Test Samples ANTIBODY INDEX
Sample
I

Matrix Species Strain Theranos INOVA INMICO IBL

CLIN1 Serum Normal N/A 0.04 4 3 015
CLIN2 Serum Normal /A 004 4 2 0.07
CLIN3 Serum MNormal N/A 0.06 4 6 0.16
CLIN4 Serum MNormal N/A 0.09 4 2 013
CLINS Seram Normal /A 0.07 3 3 0.10
CLMNG Seram Normal /A 0.06 3 4 0156

CLIN7 Serum Normal N/A 0.05 4 7 03
CLINE Seram MNormal NSA 0.11 5 5 015
CLING Serm MNormal N/A 0.06 3 14 0.08
CLIN10 Serum MNormal N/A 0,05 3 [ 0.12
CLIN11 Serum Normal N/A 0.59 o 33 029
CLIN12 Serum MNormal /A .04 3 5 22
CLINL3 Serum Normal N/A 0.05 4 2 018
CLIN14 Serum MNormal MNIA 0.04 11 174 3086
cLs1 Se Autoimmune Scleroderma 735 o 186 0.33
LS Se Autoimmute Scleroderma 072 10 20 073
CLSD Sernm Autoimmune | Scleroderma 1.60 100 213 376
SS10 Serum Autommmune Sjogren 1.02 5 o1 0.19
SCLO8 S Autoimmuitie Scleroderma 0.95 23 g1 178
SCL16 Serum Autoimmune | Scleroderma 6.35 3 194 3.07
SCLTS Se Autoimmute Scleroderma 3 50 141 267 535
SCL2D Serum Autoimmune | Scleroderma 3.04 124 257 2.66
SCL3R Se Autoimmute Scleroderma 024 1 &0 010
SCL39 Sernm Autoimmune | Scleroderma 333 146 203 5.58
SCLA0 Serum Autoimmune | Scleroderma 4.50 139 280 578

Samples are considered to be positive, borderline, or negative for Scl-70 antibodies if their Ab
Indices are found to be greater than 1.1, between 0.9 and 1.1, or less than 0.9, respectively.

Theranos Confidential




redefining healthcare

Theranos Confidential

Theranos

Anti-SSA antibody

The following criteria was applied to
categorize the result as positive (red),
negative (green) or borderline (yellow).

Ab Index > 1.1
Ab Index > 09 <1.1
Ab Index < 0.9

Innova Immco IBL Int. Theranos
Result

Sample | Units (EU/mL) Ratio Ab Index
Sclo1 42.1 53 0.28 5.0
SCLO02 39 0.38 0.6
ScL03 8.5 9 0.16 0.6
ScL04 17.8 10 0.42 04
ScL05 3.8 3 0.44 0.3
ScL06 3.7 2 0.24 0.5
ScL07 4.5 2 0.23 0.3
ScL08 3.7 2 0.22 04
ScL09 5.1 5 0.33 0.3
ScL10 17.4 8 0.29 1.1
SLO1 102.9 78 5.51 212.8
SLO02 4.7 5 0.30 0.5
SLO03 3.8 3 0.23 0.4
SLO04 70.8 66 5.50 2.5
SLO5 3.6 2 0.58 0.3
SL06 59.5 49 5.29 0.9
SLO7 4.5 7 0.24 0.6
SLO8 86.1 69 5.32 1.7
SL09 3.6 11 0.67 0.6
SL10 3.7 3 0.19 0.4
Sjo01 108.6 57 5.87 33.2
Sjo02 3.5 3 0.23 0.3
Sjo03 125.6 74 6.22 373.3
Sjo04 24.2 57 2.45 14.7
Sjo05 96.9 78 5.61 203.2
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Thyroid stimulating hormone

Theranos vs Genway Kit Result
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Total Thyroxine (TT4)
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Total T3
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T3 Uptake assay

Correlation Theranos to US Biologicals Kit,
FTI, 28 Clinical Samples and 6 Control Sera
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US Biologicals Kit Result, FTI

The T Uptake % is used to compute the Free Thyroxine Index (FTI) from the Total T4
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Anti-Thyroglobulin Antibody (IgG)

Clinical Correlation to Reported Siemens
Immulite Results, 18 In-Range Samples
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» Theranos

Total Testosterone

Theranos Result, ng/ml

TST Clinical Correlation
Theranos to Siemens ADVIA, 26 Samples
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Varicella Zoster virus - IgG
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Summary

		Analyte:				VZV IgG

		Assay Developer:				Tina Noyes

		Complete		Tab		Experiment		Information desired		Comments

				1		Plasma Screen		Screen normal plasma to see ranges		Minimum 10 samples screened

				2		Training set		For 1 Ab. Pair correlation of N=10 clinical samples spanning the assay range range		Confirmation that antibody pair will recognize Clinical samples

				3		Verify Calibrators		Run our controls on reference kit and vice versa, calibrate with WHO standards		To calibrate our standards

				4		Capture titration		Show table with selected level and higher/lower levels		Titrate at 4 levels

				5		Detection titration		Show table with selected level and higher/lower levels		Titrate at 4 levels

				6		Whole Blood Screen		Screen normal blood to see ranges.		Minimum 10 samples screened

				7		Edison protocol optimization		Impact of PSW, and other specific assay requirements

				8		Sample Dilution		Determine optimal sample dilution

				9		% CV		Mid range analyte on 24 instruments		HT tomtec coating of 24 trays, Mean % CV and tray differential should not be >15%

				10		Precision tests		3 lot inter and intra assay results with standard curve and 5 QC samples, 3 cartridges per lot

				11		Dilution linearity		Serial dilution of high samples in buffer and sera		low endogenous plasma/ sera needed, in its absence high clinical sample can be diluted with low sample

				12		Hematocrit effect		Plasma from spiked blood tested, plot W.B vs. plasma

				13		Clinical samples		N=20, spanning the range to show correlation with kit		Can't do real correlation without a quantitative kit

				14		Stability		Capture surface, DAB stability, Reference tips in some cases, with a 4-point standard curve		At 4ºC for 24 weeks





1) Plasma Screen

		Screen Plasma for VZV Ellen Glycoprotein

		Coating: Nunc MTP 30 min Genway 11-511-248136 @ 10 ug/mL in carb-biarc, 3x wash, 10 minutes fixatuve buffer, run with no drying

		Assay: 10-10-10 PSW

		DAb: Novus NB100-2046 100 ng/mL in blocking buffer

		Sample Dilution: 1:25 in Blocking Buffer

		Screen Stanford Blood Bank archived plasma and Bioquant Kit Positive and Negative controls

		Sample		RLU		Mean RLU		CV %

		BioQuant +ve Control		27593		30056		11.6

				32520

		BioQuant -ve Control		661		708		9.5

				756

		Stanford Plasma Archive Box 2

		Sample#		Barcode		RLU		Mean RLU		CV %

		1		W070510114335		16072		16886		6.8

						17700

		2		W070510100988		40831		39842		3.5

						38854

		3		W070510114481		70488		72945		4.8		Pool for high calibrator

						75403

		4		W070510114191		19187		19402		1.6

						19617

		5		W070510114364		724		773		9.0		Use as negative control

						822

		6		W070510114142		12444		13428		10.4

						14411

		7		W070510114183		4434		5025		16.6

						5617

		8		W070510114938		21925		22759		5.2

						23592

		9		W070510114361		10831		11979		13.6

						13127

		10		W070510114091		5376		5710		8.3

						6043

		11		W070510101064		9905		10009		1.5

						10114

		12		W070510114099		34705		35448		3.0

						36191

		13		W070510114143		26226		22929		20.3

						19633

		14		W070510114139		7410		7737		6.0

						8064

		15		W070510114941		14889		15006		1.1

						15123

		16		W070510114185		20550		20656		0.7

						20762

		17		W070510114363		5455		6774		27.5

						8093

		18		W070510114480		15525		18432		22.3

						21340

		19		W070510114117		29917		29232		3.3

						28548

		20		W070510114119		12391		13542		12.0

						14693

		21		W070511451000		9557		10423		11.8

						11290

		22		W070510114482		14671		16359		14.6

						18048





2) Training Set

		Summary of VZV IgG Results for 15 Samples from Stanford Blood Bank

		Theranos - plasma sampels run 11/24/10

		BioQuant - plasma samples run 11/29/10

						BioQuant Result				Theranos Result

		Sample #		Barcode		Conc An Index		CV %		Conc An Index		CV %

		1		W07051021537800		1.09		4.6		1.16		5.6

		2		W07051021535600		0.93		5.0		1.01		5.5

		3		W07051021537300		0.22		6.4		0.19		5.2

		4		W07051021536800		1.00		4.3		1.03		12.1

		5		W07051021537200		1.63		3.7		1.87		2.8

		6		W07051021537600		1.30		0.3		1.67		8.8

		7		W07051021536700		0.31		2.3		0.36		15.0

		8		W07051021536400		1.26		1.7		1.76		2.4

		9		W07051021535900		1.00		11.4		0.92		3.7

		10		W07051021536000		1.44		4.9		1.48		3.2

		11		W07051021537400		0.79		6.3		1.03		1.9

		12		W07051021535400		1.25		7.4		1.76		12.9

		13		W07051021536900		0.88		1.6		0.94		3.3

		14		W07051021537900		0.07		0.0		0.07		0.0

		15		W07051021535800		1.08		9.5		1.27		3.6

		BioQuant Cat BQ0816

		Lot VZG3198 exp 2011-09

		VZV IgG ELISA

		Qualify Plasma calibrators, test Stanford Blood bank samples

		11/29/10

		Tina Noyes

		Calibration Instructions from BioQuant:

		Check Calibrator Factor (CF) on calibrator

		Calculate the Cut Off Value = Calibrator OD * CF

		Calculate the Ab Index of each sample by dividing the OD of the sample by the Cut Off Value

		Interpretation:

		Ab Index  < 0.9 - No detectable Ab to Rubella

		Ab Index 0.9 - 1.1 - borderline

		Ab Index > 1.1 - detectable Ab to rubella

		Assay Calibrator and Controls

		Sample		OD		Mean OD		CV %		Ab Index		Result

		Calibrator (CF = 0.55)		0.333		0.363		11.7

				0.393

		Positive Control		0.001		0.001		0.0		0.01		Positive

				0.001

		Negative Control		0.008		0.006		47.1		0.03		Negative

				0.004

		Cut Off Value		0.19965

		Theranos Plasma Calibrators Batch 1

		Sample		Relative Conc.		Log Conc		OD		Mean OD		CV %		Ab Index

		1		1.0000		0.00		0.549		0.551		0.4		2.76

								0.552

		2		0.5000		-0.30		0.459		0.463		1.4		2.32

								0.468

		3		0.2500		-0.60		0.343		0.350		2.6		1.75

								0.356

		4		0.1250		-0.90		0.245		0.225		12.6		1.13

								0.205

		5		0.0625		-1.20		0.159		0.155		4.1		0.78

								0.150

		6		0.03125		-1.51		0.083		0.089		9.5		0.45

								0.095

		7		0.015625		-1.81		0.043		0.044		1.6		0.22

								0.044

		8		0.0000				0.010		0.007		60.6		0.04

								0.004

		Assign calibrators on point by point value.

		Stanford Blood Bank Samples (Plasma)

		Sample#		Barcode		OD		Mean OD		CV %		Ab Index		Mean Conc (Ab Index)		CV %

		1		W07051021537800		0.224		0.217		4.6		1.12		1.09		4.6

						0.210						1.05

		2		W07051021535600		0.192		0.186		4.9		0.96		0.93		5.0

						0.179						0.90

		3		W07051021537300		0.046		0.044		6.4		0.23		0.22		6.4

						0.042						0.21

		4		W07051021536800		0.205		0.199		4.3		1.03		1.00		4.3

						0.193						0.97

		5		W07051021537200		0.316		0.324		3.7		1.58		1.63		3.7

						0.333						1.67

		6		W07051021537600		0.260		0.259		0.3		1.30		1.30		0.3

						0.259						1.30

		7		W07051021536700		0.061		0.062		2.3		0.31		0.31		2.3

						0.063						0.32

		8		W07051021536400		0.255		0.252		1.7		1.28		1.26		1.7

						0.249						1.25

		9		W07051021535900		0.215		0.199		11.4		1.08		1.00		11.4

						0.183						0.92

		10		W07051021536000		0.297		0.287		4.9		1.49		1.44		4.9

						0.277						1.39

		11		W07051021537400		0.164		0.157		6.3		0.82		0.79		6.3

						0.150						0.75

		12		W07051021535400		0.262		0.249		7.4		1.31		1.25		7.4

						0.236						1.18

		13		W07051021536900		0.174		0.176		1.6		0.87		0.88		1.6

						0.178						0.89

		14		W07051021537900		0.014		0.014		0.0		0.07		0.07		0.0

						0.014						0.07

		15		W07051021535800		0.230		0.216		9.5		1.15		1.08		9.5

						0.201						1.01

		VZV IgG

		Whole Blood versus Plasma

		11/24/10

		Tip Coating: reaction tips coated MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 1, Whole blood from Stanford Blood Bank

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Standard Curve, Plasma Calibrators Batch 1

										Signal										Back-Calculation Verification, Relative Conc.

		Calibrator		Relative Conc.		Assigned Ab Index (BioQuant)		Log (Conc)		Tip 1		Tip 2		Mean RLU		CV %		Log (S)		Tip 1		Tip 2		Mean Conc.		CV %		% Recovery

		1		1.0000		2.76		0.44		725458		823484		789297		5.5		5.90		2.58		2.83		2.745		4.0		99

										804330		803917								2.78		2.78

		2		0.5000		2.32		0.37		635529		677898		626059		6.4		5.80		2.34		2.45		2.308		5.0		100

										585914		604895								2.19		2.25

		3		0.2500		1.75		0.24		476909		463491		464803		2.1		5.67		1.86		1.81		1.817		1.7		104

										453496		465316								1.78		1.82

		4		0.1250		1.13		0.05		285992		323981		270696		15.8		5.43		1.20		1.34		1.142		13.7		101

										240320		232491								1.03		1.00

		5		0.0625		0.78		-0.11		169221		165187		149313		14.7		5.17		0.76		0.74		0.679		12.9		87

										122350		140495								0.57		0.64

		6		0.03125		0.45		-0.35		93582		92115		83372		13.2		4.92		0.45		0.45		0.412		11.0		92

										75233		72558								0.38		0.37

		7		0.015625		0.22		-0.66		40463		41145		39609		3.8		4.60		0.23		0.24		0.229		2.8		104

										37722		39107								0.22		0.23

		8		0.0000		0.00				1303		1662		1319		18.4		3.12		0.07		0.07		0.066		1.6

										1103		1207								0.06		0.07

						Whole Blood																Plasma

						Signal								VZV IgG, Relative Conc								Signal								VZV IgG, Relative Conc

		Sample #		Barcode		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Mean Conc.		CV %		Tip 1`		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Mean Conc.		CV %

		1		W07051021537800		179628		204683		182371		8.5		0.80		0.90		0.8088		7.4		275474		300547		275643		6.5		1.16		1.25		1.1620		5.6

						175861		169314						0.78		0.76						267441		259110						1.13		1.10

		2		W07051021535600		123162		134761		118809		10.7		0.57		0.62		0.5566		9.2		225691		250725		235443		6.2		0.98		1.07		1.0123		5.5

						106716		110595						0.51		0.52						220344		245010						0.96		1.05

		3		W07051021537300		4.920592894		23431.160419386		15747		1.6						0.1277		0.8		32360		32163		30415		7.7		0.20		0.20		0.1902		5.2

						15574		15920						0.13		0.13						29760		27377						0.19		0.18

		4		W07051021536800		151152		152851		144315		9.7		0.69		0.69		0.6589		8.5		263761		217771		239775		13.7		1.12		0.95		1.0279		12.1

						123441		149818						0.58		0.68						271889		205680						1.15		0.90

		5		W07051021537200		501705		490991		495372		2.7		1.93		1.90		1.9146		2.2		498982		473424		482455		3.3		1.93		1.84		1.8734		2.8

						479067		509727						1.86		1.96						492849		464566						1.91		1.82

		6		W07051021537600		440508		439280		431733		3.0		1.74		1.73		1.7082		2.5		436208		358790		419975		10.3		1.72		1.46		1.6676		8.8

						434398		412747						1.72		1.64						459578		425323						1.80		1.69

		7		W07051021536700		47935		46979		44177		9.8		0.26		0.26		0.2485		7.3		78168		84527		70461		18.4		0.39		0.42		0.3584		15.0

						43378		38418						0.25		0.22						57383		61766						0.30		0.32

		8		W07051021536400		363452		403771		373738		7.8		1.48		1.61		1.5113		6.7		441646		442410		446572		2.9		1.74		1.74		1.7572		2.4

						389887		337842						1.57		1.39						436358		465877						1.72		1.82

		9		W07051021535900		133014		138251		131263		4.7		0.61		0.63		0.6069		4.0		220424		216305		210758		4.3		0.96		0.94		0.9186		3.7

						123600		130185						0.58		0.60						202195		204107						0.89		0.89

		10		W07051021536000		172960		195044		199484		10.0		0.77		0.86		0.8750		8.9		346815		364020		365321		3.7		1.42		1.48		1.4828		3.2

						214067		215866						0.93		0.94						376406		374044						1.52		1.51

		11		W07051021537400		139200		150421		144811		5.5		0.64		0.68		0.6610		4.8		237811		238002		241019		2.2		1.02		1.02		1.0335		1.9

						57958.102605144		207396.818082964														239460		248803						1.03		1.06

		12		W07051021535400		381114		401140		419761		9.1		1.54		1.61		1.6672		7.7		362137		426796		449578		15.3		1.47		1.69		1.7631		12.9

						426738		470051						1.69		1.83						500807		508572						1.93		1.96

		13		W07051021536900		168788		160109		164448		3.7		0.76		0.72		0.7388		3.3		210756		222124		216440		3.7		0.92		0.96		0.9404		3.3

		14		W07051021537900		2062		2140		2101		2.6		0.07		0.07		0.0690		0.3		2800		2804		2802		0.1		0.07		0.07		0.0720		0.0

		15		W07051021535800		169968		132153		151060		17.7		0.76		0.61		0.6855		15.5		297640		315382		306511		4.1		1.24		1.31		1.2747		3.6





2) Training Set

		



BioQuant Result (Ab Index)

Theranos Result (Ab Index)

Theranos Result vs BioQuant Result (Antibody Index)



3) Verify Calibrators

		BioQuant Cat BQ0816

		Lot VZG3198 exp 2011-09

		VZV IgG ELISA

		Qualify Plasma calibrators, test Stanford Blood bank samples

		11/29/10

		Tina Noyes

		Calibration Instructions from BioQuant:

		Check Calibrator Factor (CF) on calibrator

		Calculate the Cut Off Value = Calibrator OD * CF

		Calculate the Ab Index of each sample by dividing the OD of the sample by the Cut Off Value

		Interpretation:

		Ab Index  < 0.9 - No detectable Ab to Rubella

		Ab Index 0.9 - 1.1 - borderline

		Ab Index > 1.1 - detectable Ab to rubella

		Assay Calibrator and Controls

		Sample		OD		Mean OD		CV %		Ab Index		Result

		Calibrator (CF = 0.55)		0.333		0.363		11.7

				0.393

		Positive Control		0.001		0.001		0.0		0.01		Positive

				0.001

		Negative Control		0.008		0.006		47.1		0.03		Negative

				0.004

		Cut Off Value		0.19965

		Theranos Plasma Calibrators Batch 1

		Sample		Relative Conc.		Log Conc		OD		Mean OD		CV %		Ab Index

		1		1.0000		0.00		0.549		0.551		0.4		2.76

								0.552

		2		0.5000		-0.30		0.459		0.463		1.4		2.32

								0.468

		3		0.2500		-0.60		0.343		0.350		2.6		1.75

								0.356

		4		0.1250		-0.90		0.245		0.225		12.6		1.13

								0.205

		5		0.0625		-1.20		0.159		0.155		4.1		0.78

								0.150

		6		0.03125		-1.51		0.083		0.089		9.5		0.45

								0.095

		7		0.015625		-1.81		0.043		0.044		1.6		0.22

								0.044

		8		0.0000				0.010		0.007		60.6		0.04

								0.004

		Assign calibrators on point by point value.

		VZV IgG

		Recovery of British Working Standard NIBSC 90/690

		2/17/11

		Tip Coating: reaction tips coated 11-24-10 MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2, NIBSC 90/690 in Assay Buffer

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

		NOTE: Since the stock concentration of NIBSC 90/690 is only 4 IU/mL the analyte was made at "in tip" concentration is assay buffer for direct addition to sample wells, and correspond to 50x greater concentration in sample

		NIBSC 90/690 British Working Standard - Standard Curve in Assay Buffer

								Signal, RLU								Back-Calculated Conc, IU/mL

		[VZV IgG] IU/mL		Barcode		Reader		Tip 5		Tip 6		Mean RLU		CV %		Tip 5		Tip 6		Cartridge Mean		Mean		CV %		% Recovery

		25.00		091245558700100263		e000339		281065		295960		270686		5.6		OORH		OORH		OORH		25.79		9.7		103

				091245558700100264		e000214		259127		256262						24.58		23.47		24.03

				091245558700100265		e000270		265044		266658						27.16		27.94		27.55

		10.00		091245558700100263		e000339		206374		227853		190662		12.3		11.96		15.64		13.80		10.34		29.9		103

				091245558700100264		e000214		167212		172411						7.62		8.08		7.85

				091245558700100265		e000270		176249		193871						8.44		10.32		9.38

		7.50		091245558700100263		e000339		184144		180145		165838		10.2		9.23		8.82		9.02		7.61		20.2		101

				091245558700100264		e000214		142466		149070						5.75		6.20		5.97

				091245558700100265		e000270		174037		165167						8.23		7.44		7.84

		5.00		091245558700100266		e000356		116873		119989		115975		14.0		4.23		4.40		4.32		4.24		21.1		85

				091245558700100267		e000191		100972		94572						3.45		3.16		3.30

				091245558700100268		e000279		139241		124205						5.54		4.63		5.08

		2.50		091245558700100266		e000356		79555		77365		77690		13.8		2.53		2.45		2.49		2.47		18.3		99

				091245558700100267		e000191		69031		62454						2.13		1.89		2.01

				091245558700100268		e000279		91315		86419						3.02		2.81		2.91

		1.25		091245558700100266		e000356		46638		48698		48785		9.1		1.36		1.42		1.39		1.43		10.8		114

				091245558700100267		e000191		45343		44179						1.32		1.28		1.30

				091245558700100268		e000279		56029		51825						1.67		1.53		1.60

		0.75		091245558700100269		e000183		28459		27345		27406		3.5		0.80		0.76		0.78		0.77		3.7		102

				091245558700100270		e000284		26122		26444						0.73		0.74		0.73

				091245558700100271		e000171		27915		28148						0.78		0.79		0.78

		0.38		091245558700100269		e000183		13959		13866		13835		3.4		0.38		0.38		0.38		0.37		3.5		100

				091245558700100270		e000284		12977		13698						0.35		0.37		0.36

				091245558700100271		e000171		14337		14171						0.39		0.38		0.39

		0.20		091245558700100269		e000183		7025		7538		7087		7.6		0.18		0.20		0.19		0.18		7.7		92

				091245558700100270		e000284		7551		7370						0.20		0.19		0.19

				091245558700100271		e000171		6910		6128						0.18		0.16		0.17

		0.10		091245558700100272		e000278		4455		3545		4100		11.0		0.11		0.08		0.10		0.10		7.6		100

				091245558700100273		e000253		4463		8						0.11		OORH		0.11

				091245558700100274		e000227		3673		4363						0.09		0.11		0.10

		0.05		091245558700100272		e000278		2015		2088		2529		17.5		OORL		OORL		OORL		0.06		5.9		125

				091245558700100273		e000253		2965		9						0.07		OORH		0.07

				091245558700100274		e000227		2762		2817						0.06		0.06		0.06

		0.00		091245558700100272		e000278		843		1007		1278		29.3		OORL		OORL		OORL		OORL

				091245558700100273		e000253		1778		1499						OORL		OORL		OORL

				091245558700100274		e000227		1009		1532						OORL		OORL		OORL

		Tip pickup problems - cartridge defect, gripping tips too hard

		Plasma Calibrators Batch 1

												Signal, RLU								Concentration, IU/mL										Assigned to NIBSC (Assign Cal #1 to whole number, Serial 1:2 dilution)

		Calibrator		Dilution From #1		Ab Index (Assigned to Bioquant)		Barcode		Reader		Tip 5		Tip 6		Mean RLU		CV %		Tip 5		Tip 6		Cartridge Mean		Mean		CV %		[Assigned] IU/mL		% Recovery

		1		1.000		2.76		091245554100100471		e000214		210712		201731		200313		4.5		12.60		11.32		11.96		11.19		10.6		11.00		102

								091245554100100472		e000270		207637		202543						12.15		11.43		11.79

								091245554100100473		e000356		191671		187581						10.06		9.60		9.83

		2		0.500		2.32		091245554100100474		e000191		149306		136781		154988		7.2		6.22		5.38		5.80		6.67		12.9		5.50		121

								091245554100100475		e000279		154961		156654						6.63		6.76		6.69

								091245554100100476		e000194		168196		164029						7.70		7.35		7.53

		3		0.250		1.75		091245554100100477		e000183		85448		94465		92929		6.2		2.77		3.16		2.96		3.09		7.5		2.75		112

								091245554100100478		e000284		88869		90756						2.91		2.99		2.95

								091245554100100479		e000171		96524		101513						3.25		3.47		3.36

		4		0.125		1.13		091245554100100480		e000278		42605		42422		48127		9.3		1.23		1.22		1.23		1.41		11.4		1.38		102

								091245554100100481		e000253		51379		52412						1.51		1.55		1.53

								091245554100100482		e000227		49118		50828						1.44		1.49		1.47

		5		0.063		0.78		091245554100100483		e000328		25069		23346		24662		6.9		0.70		0.65		0.67		0.69		7.4		0.69		100

								091245554100100484		e000303		26949		26223						0.75		0.73		0.74

								091245554100100485		e000022		22637		23747						0.63		0.66		0.64

		6		0.031		0.45		091245554100100486		e000217		11972		12036		10439		13.2		0.32		0.32		0.32		0.28		15.6		0.34		81

								091245554100100487		e000062		9071		8792						0.24		0.23		0.24

								091245554100100488		e000027		10388		10376						0.28		0.28		0.28

		7		0.016		0.22		091245554100100489		e000132		5781		6198		5378		10.1		0.15		0.16		0.15		0.14		9.3		0.17		80

								091245554100100490		e000310		4650		5229								0.13		0.13

								091245554100100491		e000268		5089		5319						0.13		0.13		0.13

		8		0.008		0.00		091245554100100492		e000272		1641		1044		1294		20.8		OORL		OORL		OORL		0.00				0

								091245554100100493		e000289		1527		1082						OORL		OORL		OORL

								091245554100100494		e000134		1426		1043						OORL		OORL		OORL

		Dexter fit for NIBSC 90/690 Calibration

		Model Type		4PL														Date		18-Feb-11

		Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

		Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																		Analyte		VZV IgG

																		Units		IU/mL

																		Cartridge Id		1

																		Dilution		50.00

																		Reagent Lot		1

																		desired LLOQ		0.05

																		desired ULOQ		25.00

																		max LLOQ		0.05

		LLOQ		0.05		IU/mL				Model Parameters				SE				min ULOQ		25.00

		ULOQ		25.00		IU/mL				b1		893.877		249.753

		desired LLOQ		0.05		IU/mL				b2		332989.857		25901.765				Data Grouping		by tip

		desired ULOQ		25.00		IU/mL				b3		7.594		1.124

		LLOD		Not Reported		IU/mL				b4		-1.065		0.037				Precision criteria for estimation of LLOQ		On

		LLOQ accuracy		108		%				b5

		LLOQ precision		26.9		%

		Average Residuals		9		%				0								Preferred models 
(if any)

		Error in prediction: Best case		14		%

		Error in prediction: Expected		15		%

		Signal Min		2130		RLU												fingerstickmultiplier		1.00

		Signal Max		268265		RLU												venousmultiplier		1.00

																		plasmamultiplier		1.00

		Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		129		%		decimals		1

				Conc		RLU		1				ULOQ precision		35.0		%		ratio		0.3

		Statistically Detected ■ 
Manually Selected  ■		0.05		9		1

				0.1		8		1





3) Verify Calibrators

		



Relative Concentraion (Serial Dilution)

Recovered, Antibody Index

Theranos Plasma Calibrators in Bioquant Kit



4) Capture Titration

		



Plasma Calibrators Assigned to NIBSC

NIBSC 90/690 in Assay Buffer

[VZV IgG], IU/mL

RLU

VZV IgG, Dose Response



5) Detection Titration

		



Assigned, IU/mL

Recovered, IU/mL

Recovered vs Assigned Concentration, 



Plasma Calibrat



6) Whole Blood Screen

		Titrate Capture Surface

		11/22/10

		Coating: reaction tips coated 11-22-10 HT MFG 30 min 20,10,5,2.5 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min, dry 2 hours

		Samples: VZV Plasma Calibrators Batch 1

		DAb: Novus NB100-2046 100 ng/mL in Blocking Buffer

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Conclusion: 2.5 ug/mL is optimal for coating.

								20 ug/mL						10 ug/mL						2.5 ug/mL						1 ug/mL						0.25 ug/mL

		Dilution		[VZV IgG] IU/mL		Relative Conc.		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

		1		11.00		1.0000		377647		375239		1.7		531686		517585		3.9		1094661		1172444		8.7		689110		636327		8.0		130166		154427		14.0

								380173						526634						1134518						588243						171865

								367898						494435						1288153						631627						161250

		1:2		5.50		0.5000		304082		315797		6.4		413930		432566		3.9		905416		1000088		13.9		591267		560015		5.4		124205		142841		12.1

								339051						437008						934803						558334						158196

								304257						446759						1160046						530445						146122

		1:4		2.75		0.2500		244180		223486		11.5		329263		325070		9.7		719861		747061		9.8		377239		429499		10.9		88731		96750		18.8

								194764						354424						691068						467419						117598

								231516						291524						830256						443838						83922

		1:8		1.38		0.1250		163703		152376		6.5		221285		214625		11.4		539808		526537		17.4		290204		283790		2.1		75744		69084		14.4

								145648						235141						429023						278526						73849

								147777						187450						610779						282640						57658

		1:16		0.69		0.0625		93467		97320		11.0		109952		115913		5.3		249076		277057		16.6		146358		154384		5.8		31125		36762		20.1

								109406						122242						251932						163966						45146

								89086						115545						330164						152828						34016

		Blank		0		0.0000		458		394		16.5		1287		821		80.4		575		587		3.8		549		552		2.9		1500		982		46.5

								396						859640.070791648						612						537						808

								328						354						573						569						637

		S/B										953				631						1999						1154						157

																				Verify with Bioquant Kit Controls

																								20 ug/mL						10 ug/mL						5 ug/mL

																								RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

																				Positive Control				223822		224559		0.5		354173		384362		11.1		774012		769400		0.8

																								225295						414550						764788

																				Negative Control				1148		1013		18.8		1208		1243		4.0		1620		1907		21.3

																								878						1278						2193

																				Signal +VE/Signal -VE						222						309						404





7) Protocol Optimization

		Titrate D-Ab

		11/24/10

		Coating: reaction tips coated 11-22-10 HT MFG 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min, dry 2 overnight

		Samples: VZV Plasma Calibrators Batch 1

		DAb: Novus NB100-2046

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Conclusion: 250 ng/mL in Stabilzyme performs similarly to 100 ng/mL in blocking buffer and gives best S/B

						100 ng/mL in BB						250 ng/mL in Stabilzyme						100 ng/mL in Stabilzyme						50 ng/mL in Stabilzyme

		Dilution		Relative Conc.		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

		1		1.0000		974535		996582		11.4		940652		875327		8.0		387272		362050		6.3		214278		206028		5.3

						895824						884202						342952						193604

						1119387						801127						355926						210202

		1:2		0.5000		839004		804011		4.0		767536		750304		2.9		281874		269914		9.3		191547		170568		18.4

						776121						725630						240927						185643

						796909						757746						286940						134515

		1:4		0.2500		534766		559310		4.3		595007		531904		10.6		218286		204580		11.5		108825		113906		16.2

						560415						513384						177467						134332

						582748						487321						217989						98560

		1:8		0.1250		374558		327944		20.1		379325		340341		11.1		122741		114334		7.7		66048		67329		11.3

						281329						337676						105206						75494

						34.657532742						304024						115054						60447

		1:16		0.0625		207284		177810		23.4		202823		187746		8.4		68068		66354		9.6		39720		36148		10.8

						148335						189105						59290						36720

						25.580559881						171311						71704						32005

		Blank		0.0000		514		543		4.7		826		803		9.9		634		609		22.2		1841.410580684		503		25.2

						551						868						463						593

						564						714						731						413

		S/B								1836						1091						594						410

		VZV IgG

		Titrate Dab

		1/20/11

		Tip Coating: reaction tips coated MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme or as described

		Control Test

		Problem: Background signal and background CVs are persistently higher on new protocol than on old Python Generic protocol. Protocol has been slowed down and tested, observed

				Both run on 01-21-11 with same reagents. Note 0 calibrator is pure assay buffer, dilution error can not explain cartridge-cartridge differences

				Generic_ND_PSW HD 1:50								RVIgG_VZVIgG svn 5730

		Conc		Tip 1		Tip 2		Mean		CV %		Tip 1		Tip 2		Mean		CV %

		0		1068		888		1063		18.2		3186		3554		2036		52.3

				1216		1366						1589		1613

				937		902						1008		1265

				old, slow stepwise aspiration								slow incremental aspiration

		Re-Titrate DAb for new protocol

		Calibrators Hand Diluted 1:50

								250 ng/mL DAb												100 ng/mL DAb												50 ng/mL DAb

		Calibrator		Relative Conc.		[VZV IgG] IU/mL		1		2		3		Mean		CV %		Modulation		1		2		3		Mean		CV %		Modulation		1		2		3		Mean		CV %		Modulation

		1		1.0000		11.00		778505		535345.217271594		727611		753058		4.8		452		457834		399521		441941		433098		7.0		348		179069		192235		239169.76548431		185652		5.0		268

		2		0.5000		5.50		529202		417617.321674128		607483		568343		9.7		341		317159		284689		290368		297405		5.8		239		131812		139603		178771.717523132		135708		4.1		196

		3		0.2500		2.75		338308		268512.349869868		333441		335874		1.0		202		183945		177207		167153		176102		4.8		142		76336		79270		106090.557024733		77803		2.7		112

		4		0.1250		1.38		208644		150625.267469764		183416		196030		9.1		118		111980		100642		107640		106754		5.4		86		43536		42265		58331.931104922		42901		2.1		62

		5		0.0625		0.69		80606		69768.243779436		90688		85647		8.3		51		47861		39588		44022		43824		9.4		35		19928		19992		24997.861755639		19960		0.2		29

		6		0.0000		0		1494		1252.51631533		1836		1665		14.5				1327		1221		1182		1243		6.0				678		707		748.489092602		692		3.0





7) Protocol Optimization

		



100 ng/mL in BB

250 ng/mL in Stabilzyme

100 ng/mL in Stabilzyme

50 ng/mL in Stabilzyme

Relative Conc

RLU

Titrate DAb, VZV IgG



8) Sample Dilution

		



250 ng/mL

100 ng/mL

50 ng/mL

[VZV IgG] IU/mL

RLU

DAb Titration



9) 24 Instrument Precision

		VZV IgG

		Whole Blood Screen

		11/24/10

		Tip Coating: reaction tips coated MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 1, Whole blood from Stanford Blood Bank

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Hand diluted 1:25

		Standard Curve, Plasma Calibrators Batch 1

												Signal										Back-Calculation Verification, Relative Conc.

		Calibrator		[VZV IgG] IU/mL		Relative Conc.		Assigned Ab Index (BioQuant)		Log (Conc)		Tip 1		Tip 2		Mean RLU		CV %		Log (S)		Tip 1		Tip 2		Mean Conc.		CV %		% Recovery

		1		11.00		1.0000		2.76		0.44		725458		823484		789297		5.5		5.90		2.58		2.83		2.745		4.0		99

												804330		803917								2.78		2.78

		2		5.50		0.5000		2.32		0.37		635529		677898		626059		6.4		5.80		2.34		2.45		2.308		5.0		100

												585914		604895								2.19		2.25

		3		2.75		0.2500		1.75		0.24		476909		463491		464803		2.1		5.67		1.86		1.81		1.817		1.7		104

												453496		465316								1.78		1.82

		4		1.38		0.1250		1.13		0.05		285992		323981		270696		15.8		5.43		1.20		1.34		1.142		13.7		101

												240320		232491								1.03		1.00

		5		0.69		0.0625		0.78		-0.11		169221		165187		149313		14.7		5.17		0.76		0.74		0.679		12.9		87

												122350		140495								0.57		0.64

		6		0.34		0.03125		0.45		-0.35		93582		92115		83372		13.2		4.92		0.45		0.45		0.412		11.0		92

												75233		72558								0.38		0.37

		7		0.17		0.015625		0.22		-0.66		40463		41145		39609		3.8		4.60		0.23		0.24		0.229		2.8		104

												37722		39107								0.22		0.23

		8		0		0.0000		0.00				1303		1662		1319		18.4		3.12		0.07		0.07		0.066		1.6

												1103		1207								0.06		0.07

		15 Whole Blood Samples, Stanford Blood Bank

						Signal								VZV IgG, Relative Conc

		Sample #		Barcode		Tip 1		Tip 2		Mean RLU		CV %		Tip 1		Tip 2		Mean Conc.		CV %

		1		W07051021537800		179628		204683		182371		8.5		0.80		0.90		0.8088		7.4

						175861		169314						0.78		0.76

		2		W07051021535600		123162		134761		118809		10.7		0.57		0.62		0.5566		9.2

						106716		110595						0.51		0.52

		3		W07051021537300		4.920592894		23431.160419386		15747		1.6						0.1277		0.8

						15574		15920						0.13		0.13

		4		W07051021536800		151152		152851		144315		9.7		0.69		0.69		0.6589		8.5

						123441		149818						0.58		0.68

		5		W07051021537200		501705		490991		495372		2.7		1.93		1.90		1.9146		2.2

						479067		509727						1.86		1.96

		6		W07051021537600		440508		439280		431733		3.0		1.74		1.73		1.7082		2.5

						434398		412747						1.72		1.64

		7		W07051021536700		47935		46979		44177		9.8		0.26		0.26		0.2485		7.3

						43378		38418						0.25		0.22

		8		W07051021536400		363452		403771		373738		7.8		1.48		1.61		1.5113		6.7

						389887		337842						1.57		1.39

		9		W07051021535900		133014		138251		131263		4.7		0.61		0.63		0.6069		4.0

						123600		130185						0.58		0.60

		10		W07051021536000		172960		195044		199484		10.0		0.77		0.86		0.8750		8.9

						214067		215866						0.93		0.94

		11		W07051021537400		139200		150421		144811		5.5		0.64		0.68		0.6610		4.8

						57958.102605144		207396.818082964

		12		W07051021535400		381114		401140		419761		9.1		1.54		1.61		1.6672		7.7

						426738		470051						1.69		1.83

		13		W07051021536900		168788		160109		164448		3.7		0.76		0.72		0.7388		3.3

		14		W07051021537900		2062		2140		2101		2.6		0.07		0.07		0.0690		0.3

		15		W07051021535800		169968		132153		151060		17.7		0.76		0.61		0.6855		15.5





10) 3 Lot Precision

		Post Sample Wash

		12/2/10

		Coating: reaction tips coated 11-22-10 HT MFG 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min, dry 2 overnight

		Samples: VZV Plasma Calibrators Batch 1

		DAb: Novus NB100-2046

		Protocol: Generic_ND_PSW, Generic_ND

		Hand diluted 1:25

		Conclusion: A post sample wash gives the best S/B

								Post Sample Wash						No Post Sample Wash

		Dilution		Relative Conc.		[VZV IgG] IU/mL		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

		1		1.0000		11.00		755341		705252		6.2		543771		526036		13.8

								677615						588123

								682801						446214

		1:2		0.5000		5.50		583452		573549		2.4		441160		438412		16.1

								563646						507632

								176353.88340483						366444

		1:4		0.2500		2.75		478614		429342		10.0		340036		367948		15.9

								400144						435003

								409268						328805

		1:8		0.1250		1.38		300166		274055		8.3		253840		265152		18.2

								263029						318160

								258971						223456

		1:16		0.0625		0.69		167284		159098		4.6		137650		145742		19.8

								156692						177782

								153319						121795

		Blank		0.0000		0		1413		1166		26.2		1365		1256		24.3

								825						1492

								1261						911

		S/B								605						419

		Avg CV %										9.6						18.0





10) 3 Lot Precision

		



Post Sample Wash

No Post Sample Wash

[VZV IgG] IU/mL

RLU

Effect of Post Sample Wash



11) Dilution Linearity

		Sample Dilution

		12/2/10

		Coating: reaction tips coated 11-22-10 HT MFG 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash , fixative 30 min, dry 2 overnight

		Samples: VZV Plasma Calibrators Batch 1

		DAb: Novus NB100-2046

		Protocol: Generic_ND_PSW

		Hand diluted 1:10, 1:25 and 1:50

		Conclusion: a 1:50 sample dilution gives a more linear reponse across the range while retaining the sensitivity at the bottom end

								1:10 Sample Dilution						1:25 Sample Dilution						1:50 Sample Dilution						1:100 Sample Dilution

		Dilution		[VZV IgG] IU/mL		Relative Conc.		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %		RLU		Mean RLU		CV %

		1		11.00		1.0000		879587		862748		2.1		755341		705252		6.2		445648		506472		13.8		529923		453010		14.7

								843321						677615						491077						409943

								865337						682801						582690						419165

		1:2		5.50		0.5000		697218		754460		7.9		583452		573549		2.4		305117		350626		11.3		265509		278841		5.4

								749395						563646						375464						275664

								816768						176353.88340483						371299						295350

		1:4		2.75		0.2500		641125		642106		2.0		478614		429342		10.0		226746		258431		10.6		162372		157917		3.0		* all of 15 samples screened were at or below this relative concentration

								629784						400144						273181						158483

								655410						409268						275365						152896

		1:8		1.38		0.1250		560482		531291		7.8		300166		274055		8.3		135062		142718		4.7		79955		76716		6.5

								483628						263029						145488						70980

								549762						258971						147603						79214

		1:16		0.69		0.0625		382489		367803		3.8		167284		159098		4.6		67339		71414		5.1		34422		34932		8.4

								366002						156692						74448						32298

								354918						153319						72454						38074

		1:32		0.34		0.03125								81944		82305		3.6		40038		37522		5.9		18485		18831		3.7

														79543						35976						18376

														85428						36552						19633

		1:64		0.17		0.015625								35799		35690		6.6		20799		19199		7.9		5502		6510		13.4		* there were 3 samples out of 15 screened at or near this relative concentration

														33275						17777						6973

														37996						19020						7054

		Blank		0		0.0000		1188		1127		8.3		1413		1166		26.2		685		1096		40.1		869		786		10.0

								1172						825						1560						711

								1019						1261						1042						778

		S/B								766						605						462						576

		Low/BG														31						18						8

		Avg CV %										5.3						8.5						12.4						8.2





11) Dilution Linearity

		



1:25 Sample Dilution

1:50 Sample Dilution

1:100 Sample Dilution

[VZV IgG] IU/mL

RLU

Effect of Sample Dilution



12) Hematocrit

		VZV IgG

		Inter-Instrument Precision

		Compare 3 runs with 3 lots of tips, calibrate on combined 3 lots and back-calculate each lot on combined calibration

		1/27/11

		Tip Coating: reaction tips coated MFG HT 30 min 2.5ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min

		Samples:  RV Positive Control diluted  to achieve QC calibrator a bit above LLOQ

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

						Signal (RLU)												Concentration (Antibody Index Assigned to BioQuant)

										Intra-Cartridge				Inter-Cartridge								Intra-Cartridge						Inter-Cartridge

		Barcode		Reader		Tip 1		Tip 2		Mean		CV %		Mean		CV %		Tip 1		Tip 2		Mean		CV %		% Recovery		Mean		CV %

		091245558700100097		e000144		7822		8320		8071		4.4		9322		9.5		0.26		0.27		0.26		4.1		87		0.30		8.9

		091245558700100098		e000248		10674		10861		10767		1.2						0.34		0.35		0.35		1.1		114

		091245558700100099		e000009		9394		11170		10282		12.2						0.30		0.36		0.33		11.4		110

		091245558700100100		e000240		8084		8694		8389		5.1						0.26		0.28		0.27		4.8		91

		091245558700100101		e000127		9174		9475		9325		2.3						0.30		0.31		0.30		2.1		100

		091245558700100102		e000052		8686		8223		8454		3.9						0.28		0.27		0.28		3.6		91

		091245558700100103		e000143		9050		9431		9240		2.9						0.29		0.31		0.30		2.7		99

		091245558700100104		e000265		9882		9932		9907		0.4						0.32		0.32		0.32		0.3		106

		091245558700100105		e000290		9358		8525		8942		6.6						0.30		0.28		0.29		6.1		96

		091245558700100106		e000275		9988		10135		10062		1.0						0.32		0.33		0.32		1.0		107

		091245558700100107		e000327		8443		8343		8393		0.8						0.28		0.27		0.27		0.8		91

		091245558700100108		e000341		1		8480		8480										0.28		0.28				92								Tip 5 did not pick up

		091245558700100109		e000069		9162		9802		9482		4.8						0.30		0.32		0.31		4.4		102

		091245558700100110		e000131		8901		9973		9437		8.0						0.29		0.32		0.31		7.5		101

		091245558700100111		e000176		10799		10046		10422		5.1						0.35		0.32		0.34		4.8		111

		091245558700100112		e000098		10950		10305		10628		4.3						0.35		0.33		0.34		4.0		113

		091245558700100114		e000204		9699		9529		9614		1.3						0.31		0.31		0.31		1.2		103

		091245558700100115		e000323		7074		7356		7215		2.8						0.23		0.24		0.24		2.6		79								Cartridge 115 is low for both assays in multiplex - protocol/reader

		091245558700100116		e000130		8838		10104		9471		9.5						0.29		0.33		0.31		8.8		102

		091245558700100117		e000228		9660		7484		8572		18.0						0.31		0.25		0.28		16.8		92

		091245558700100118		e000198		9783		8896		9339		6.7						0.32		0.29		0.30		6.3		100

		091245558700100119		e000297		23193		20902																										Cartridge 119 was high for both assays in the multiplex - protocol/reader

		091245558700100120		e000148		8878		9711		9295		6.3						0.29		0.31		0.30		5.9		100

		091245558700100121		e000039		9185		9797		9491		4.6						0.30		0.32		0.31		4.3		102

		091245558700100122		e000092		10241		9529		9885		5.1						0.33		0.31		0.32		4.7		106

		091245558700100123		e000225		10159		9873		10016		2.0						0.33		0.32		0.32		1.9		107

		091245558700100124		e000170		10193		9444		9818		5.4						0.33		0.31		0.32		5.0		105

		091245558700100125		e000199		10134		10355		10245		1.5						0.33		0.33		0.33		1.4		109

		091245558700100126		e000189		8037		7531		7784		4.6						0.26		0.25		0.26		4.3		85

		Avg Intra-Cartridge CV %										4.8												4.5

								Model Type		4PL														Date		18-Feb-11

								Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

								Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																								Analyte		VZV IgG

																								Units		IU/mL

																								Cartridge Id		1

																								Dilution		50.00

																								Reagent Lot		1

																								desired LLOQ		0.17

																								desired ULOQ		11.00

																								max LLOQ		0.17

								LLOQ		0.17		IU/mL				Model Parameters				SE				min ULOQ		11.00

								ULOQ		11.00		IU/mL				b1		479.511		657.511

								desired LLOQ		0.17		IU/mL				b2		288935.779		35477.444				Data Grouping		by cartridge

								desired ULOQ		11.00		IU/mL				b3		5.836		1.195

								LLOD		Not Reported		IU/mL				b4		-1.166		0.067				Precision criteria for estimation of LLOQ		On

								LLOQ accuracy		101		%				b5

								LLOQ precision		7.5		%

								Average Residuals		9		%				0								Preferred models 
(if any)

								Error in prediction: Best case		11		%

								Error in prediction: Expected		11		%

								Signal Min		4078		RLU												fingerstickmultiplier		1.00

								Signal Max		205684		RLU												venousmultiplier		1.00

																								plasmamultiplier		1.00

								Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		104		%		decimals		1

										Conc		RLU		1				ULOQ precision		18.2		%		ratio		0.3

								Statistically Detected ■ 
Manually Selected  ■		0		36		1

										11		165182		1





14) Stability

		VZV IgG

		3 Lot Precision

		Compare 3 runs with 3 lots of tips, calibrate on combined 3 lots and back-calculate each lot on combined calibration

		1/24/11

		Tip Coating: reaction tips coated MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

		Lot 1 Tips: 11-24-10

		Lot 2 Tips: 12-01-10

		Lot 3 Tips: 12-02-10

		QC Samples: a positive and negative plasma sample are included as control samples.

		The negative control should be lower than calibrator #7 and therefore OORL.

		The positive control should be higher than calibrator # 3

						Lot 1 Concentration, IU/mL												Lot 2 Concentration, IU/mL												Lot 3 Concentration, IU/mL												Inter-Lot CVs

		Calibrator		[VZV IgG] IU/mL		Tip 5		Tip 6		Intra-Cartridge		Mean		CV %		% Recovery		Tip 5		Tip 6		Intra-Cartridge		Mean		CV %		% Recovery		Tip 5		Tip 6		Intra-Cartridge		Mean		CV %		% Recovery		Mean		CV %		% Recovery

		1		11.00		11.28		10.06		10.67		9.97		22.3		91		OORH		11.96		11.96		11.40		9.5		104		6.90		8.09		7.50		9.83		33.6		89		10.47		18.9		95

						7.74		7.22		7.48								OORH		12.09		12.09								OORH		OORH		OORH

						11.20		12.31		11.75								10.42		9.87		10.15								12.23		12.11		12.17

		2		5.50		4.22		4.92		4.57		4.22		17.9		77		6.16		5.31		5.74		6.65		13.6		121		5.80		6.10		5.95		6.09		15.9		111		5.65		23.7		103

						3.56		3.15		3.35								6.59		6.73		6.66								7.52		6.73		7.13

						4.62		4.84		4.73								7.74		7.35		7.55								5.07		5.34		5.21

		3		2.75		2.09		1.85		1.97		2.33		15.3		85		2.76		3.13		2.94		3.07		7.3		112		2.78		2.94		2.86		2.65		8.1		96		2.68		14.9		98

						2.43		2.26		2.34								2.90		2.97		2.94								2.51		2.37		2.44

						2.79		2.57		2.68								3.22		3.44		3.33								2.72		2.56		2.64

		4		1.38		1.34		1.41		1.37		1.27		13.5		92		1.28		1.28		1.28		1.46		10.6		106		1.50		1.54		1.52		1.46		12.3		107		1.40		12.6		101

						1.36		1.35		1.35								1.56		1.59		1.57								1.20		1.33		1.26

						1.05		1.08		1.07								1.49		1.54		1.51								1.60		1.62		1.61

		5		0.69		0.59		0.65		0.62		0.65		11.1		94		0.76		0.71		0.74		0.75		6.7		109		0.76		0.74		0.75		0.71		6.9		104		0.70		9.6		102

						0.71		0.75		0.73								0.82		0.80		0.81								0.62		0.70		0.66

						0.54		0.65		0.60								0.69		0.72		0.71								0.70		0.76		0.73

		6		0.34		0.32		0.30		0.31		0.32		7.8		93		0.38		0.38		0.38		0.34		13.7		98		0.34		0.34		0.34		0.35		4.0		103		0.34		9.2		98

						0.37		0.33		0.35								0.29		0.29		0.29								0.38		0.36		0.37

						0.31		0.29		0.30								0.33		0.33		0.33								0.37		0.33		0.35

		7		0.17		0.17		0.17		0.17		0.17		9.2		99		0.19		0.21		0.20		0.18		9.7		105		0.17		0.17		0.17		0.17		1.9		98		0.17		7.5		101

						0.18		0.19		0.19								0.16		0.18		0.17								0.17		0.17		0.17

						0.16		0.15		0.16								0.17		0.18		0.17								0.16		0.17		0.16

		8		0		OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL						OORH		OORL		OORL		OORL

						OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

						OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

		Intra-Day CV %										Avg		13.9		90								Avg		10.2		108								Avg		11.8		101		Avg		13.8		100

												Min		7.8		77								Min		6.7		98								Min		1.9		89		Min		7.5		95

												Max		22.3		99								Max		13.7		121								Max		33.6		111		Max		23.7		103

		QC Samples

						Tip 5		Tip 6		Intra-Cartridge		Mean		CV %				Tip 5		Tip 6		Intra-Cartridge		Mean		CV %				Tip 5		Tip 6		Intra-Cartridge		Mean		CV %				Mean		CV %

		Positive Control				3.86		4.13		3.99		4.25		8.6				3.52		4.03		3.78		3.70		11.7				4.65		4.54		4.59		4.25		9.3				4.05		11.0

																		4.16		4.01		4.08								4.31		4.39		4.35

						4.27		4.75		4.51								3.25		3.22		3.23								3.88		3.76		3.82

		Negative Control				OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL						OORL		OORL		OORL		OORL						OORL

						OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

						OORL		OORL		OORL								OORL		OORL		OORL								OORL		OORL		OORL

								Model Type		4PL														Date		18-Feb-11

								Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

								Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																								Analyte		VZV IgG

																								Units		IU/mL

																								Cartridge Id		1

																								Dilution		50.00

																								Reagent Lot		1

																								desired LLOQ		0.17

																								desired ULOQ		11.00

																								max LLOQ		0.17

								LLOQ		0.17		IU/mL				Model Parameters				SE				min ULOQ		11.00

								ULOQ		11.00		IU/mL				b1		479.511		657.511

								desired LLOQ		0.17		IU/mL				b2		288935.779		35477.444				Data Grouping		by cartridge

								desired ULOQ		11.00		IU/mL				b3		5.836		1.195

								LLOD		Not Reported		IU/mL				b4		-1.166		0.067				Precision criteria for estimation of LLOQ		On

								LLOQ accuracy		101		%				b5

								LLOQ precision		7.5		%

								Average Residuals		9		%				0								Preferred models 
(if any)

								Error in prediction: Best case		11		%

								Error in prediction: Expected		11		%

								Signal Min		4078		RLU												fingerstickmultiplier		1.00

								Signal Max		205684		RLU												venousmultiplier		1.00

																								plasmamultiplier		1.00

								Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		104		%		decimals		1

										Conc		RLU		1				ULOQ precision		18.2		%		ratio		0.3

								Statistically Detected ■ 
Manually Selected  ■		0		36		1
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		VZV IgG

		Dilution Linearity

		2/23/11

		Tina Noyes

		Sample		Barcode (Stanford Blood Bank Plasma Archive)

		High		W070510215376

		Low		W070510114364

		Dilution Linearity

		Dilute high plasma sample into low plasma sample 1:2 serial dilution. Level #1 is 100% high sample and #6 is 100% low sample

										Signal, RLU				Intra-Cartridge				InterCartridge				Conc. IU/mL

		Level		[Nominal] IU/mL		Barcode		Reader		Tip 5		Tip 6		Mean		CV %		Mean		CV %		Tip 5		Tip 6		Mean		Mean		CV %		% Recovery

		1		3.18		091245558700100329		e000202		93072		86546		89809		5.1		93126		4.7		3.16		2.87		3.01		3.18		7.1		100

						091245558700100330		e000128		93438		89468		91453		3.1						3.17		3.00		3.08

						091245558700100331		e000310		109827		86402		98114		16.9						4.01		2.86		3.44

		2		1.59		091245558700100332		e000268		55311		51297		53304		5.3		57254		7.0		1.72		1.59		1.65		1.78		7.5		112

						091245558700100333		e000272		63754		58988		61371		5.5						2.00		1.84		1.92

						091245558700100334		e000289		57593		56584		57088		1.2						1.79		1.76		1.78

		3		0.79		091245558700100335		e000134		27132		23738		25435		9.4		26641		9.3		0.87		0.77		0.82		0.85		8.4		107

						091245558700100336		e000233		27253		31707		29480		10.7						0.87		1.00		0.93

						091245558700100337		e000210		26147		23867		25007		6.4						0.84		0.77		0.81

		4		0.40		091245558700100338		e000085		8718		9469		9094		5.8		11656		19.7		0.32		0.34		0.33		0.41		17.5		103

						091245558700100339		e000188		13346		13731		13538		2.0						0.46		0.47		0.47

						091245558700100340		e000337		13245		11428		12336		10.4						0.46		0.40		0.43

		5		0.20		091245558700100341		e000065		4470		4583		4526		1.8		4668		7.2		0.17		0.18		0.17		0.18		6.8		90

						091245558700100342		e000140		4392		5715		5053		18.5						0.17		0.22		0.19

						091245558700100343		e000071		4307		4542		4425		3.8						0.17		0.17		0.17

		6		0		091245558700100344		e000209		1361		1349		1355		0.7		1204		10.9		OORL		OORL		OORL		OORL

						091245558700100345		e000052		1116		1147		1132		1.9						OORL		OORL		OORL

						091245558700100346		e000127		1155		1095		1125		3.8						OORL		OORL		OORL

		Standard Curve: Plasma Calibrators Batch 1

										Signal, RLU				Intra-Cartridge				InterCartridge				Conc. IU/mL

		Calibrator		[VZV IgG] IU/mL		Barcode		Reader		Tip 5		Tip 6		Mean		CV %		Mean		CV %		Tip 5		Tip 6		Mean		Mean		CV %		% Recovery

		1		11.00		091245558700100305		e000339		207977		210033		209005		0.7		184104		14.1		OORH		OORH		OORH		8.24				75

						091245558700100306		e000214		182275		190040		186157		2.9						OORH		OORH		OORH

						091245558700100307		e000270		158171		156128		157149		0.9						8.39		8.09		8.24

		2		5.50		091245558700100308		e000356		108414		117070		112742		5.4		116616		9.6		3.93		4.44		4.19		4.46		16.6		81

						091245558700100309		e000191		106693		108965		107829		1.5						3.84		3.96		3.90

						091245558700100310		e000279		126465		132088		129277		3.1						5.09		5.52		5.31

		3		2.75		091245558700100311		e000194		82786		86944		84865		3.5		83183		5.6		2.71		2.89		2.80		2.73		7.0		99

						091245558700100312		e000183		90253		83281		86767		5.7						3.03		2.73		2.88

						091245558700100313		e000284		80480		75354		77917		4.7						2.62		2.42		2.52

		4		1.38		091245558700100314		e000171		46104		44454		45279		2.6		42306		17.3		1.43		1.38		1.40		1.31		16.7		96

						091245558700100315		e000278		32312		35617		33965		6.9						1.02		1.11		1.06

						091245558700100316		e000253		48654		46697		47676		2.9						1.51		1.45		1.48

		5		0.69		091245558700100317		e000227		24141		24131		24136		0.0		21616		10.1		0.78		0.78		0.78		0.71		9.0		103

						091245558700100318		e000328		20737		19630		20184		3.9						0.68		0.65		0.67

						091245558700100319		e000068		21524		19533		20529		6.9						0.70		0.65		0.68

		6		0.34		091245558700100320		e000303		12700		10454		11577		13.7		10280		10.9		0.44		0.37		0.41		0.37		9.6		107

						091245558700100321		e000022		9860		9488		9674		2.7						0.35		0.34		0.35

						091245558700100322		e000217		10017		9158		9588		6.3						0.36		0.33		0.35

		7		0.17		091245558700100323		e000062		3536		3629		3582		1.8		4396		22.5		OORL		0.14		0.14		0.17		21.3		98

						091245558700100324		e000027		4221		3999		4110		3.8						0.16		0.15		0.16

						091245558700100325		e000132		5959		5031		5495		11.9						0.23		0.19		0.21

		8		0		091245558700100326		e000006		959		849		904		8.6		1004		18.6		OORL		OORL		OORL		OORL

						091245558700100327		e000163		1109		1331		1220		12.9						OORL		OORL		OORL

						091245558700100328		e000269		821		957		889		10.9						OORL		OORL		OORL

								Model Type		4PL														Date		23-Feb-11

								Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

								Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																								Analyte		VZV IgG

																								Units		IU/mL

																								Cartridge Id		91

																								Dilution		50.00

																								Reagent Lot		1

																								desired LLOQ		0.17

																								desired ULOQ		11.00

																								max LLOQ		0.17

								LLOQ		0.17		IU/mL				Model Parameters				SE				min ULOQ		11.00

								ULOQ		11.00		IU/mL				b1		881.141		60.884

								desired LLOQ		0.17		IU/mL				b2		218087.520		32907.115				Data Grouping		by cartridge

								desired ULOQ		11.00		IU/mL				b3		3.991		0.890

								LLOD		Not Reported		IU/mL				b4		-1.299		0.066				Precision criteria for estimation of LLOQ		On

								LLOQ accuracy		87		%				b5

								LLOQ precision		9.8		%

								Average Residuals		10		%				0								Preferred models 
(if any)

								Error in prediction: Best case		27		%

								Error in prediction: Expected		17		%

								Signal Min		3542		RLU												fingerstickmultiplier		1.00

								Signal Max		178424		RLU												venousmultiplier		1.00

																								plasmamultiplier		1.00

								Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		272		%		decimals		2

										Conc		RLU		1				ULOQ precision		68.5		%		ratio		0.3

								Statistically Detected ■ 
Manually Selected  ■		0		1215		1

										0.17		5476		0

										11		157146		0





		



[Nominal] IU/mL

[Recovered] IU/mL

VZV IgG Dilution Linearity in Plasma



		VZV IgG

		Whole Blood versus Plasma

		12/8/10

		Tip Coating: reaction tips coated MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 1, Whole blood from Stanford Blood Bank

		DAb: Novus NB100-2046 250 ng/mL in StabilZyme

		Protocol: Generic_ND_PSW

		Hand diluted 1:50

		Standard Curve, Plasma Calibrators Batch 1, Assigned to NIBSC 90/690

										Signal										Back-Calculation Verification, IU/mL

		Calibrator		Relative Conc.		[VZV IgG] IU/mL (NIBSC 90/690)		Log (Conc)		Tip 1		Tip 2		Mean RLU		CV %		Log (S)		Tip 1		Tip 2		Mean Conc.		CV %		% Recovery

		1		1.0000		11.00		1.04		668048		595412		602146		8		5.78		11.79		8.97		9.32		19.8		85

										601357		543767								9.18		7.33

		2		0.5000		5.50		0.74		516817		574091		499575		13		5.70		6.58		8.26		6.26		25.5		114

										483740		423650								5.74		4.45

		3		0.2500		2.75		0.44		335079		371460		344371		6		5.54		2.98		3.52		3.12		9.2		113

										327238		343707								2.87		3.10

		4		0.1250		1.38		0.14		147911		165619		157922		6		5.20		1.10		1.22		1.17		5.6		85

										5		160236										1.18

		5		0.0625		0.69		-0.16		73967		88763		77204		12		4.89		0.63		0.72		0.65		9.0		94

										66359		79727								0.58		0.66

		6		0.03125		0.34		-0.46		38669		37597		38487		2		4.59		0.39		0.38		0.38		1.3		112

										38666		39014								0.39		0.39

		7		0.015625		0.17		-0.76		20990		14678		16879		18		4.23		0.21		0.13		0.16		23.2		95

										17244		14605								0.17		0.13

		8		0.0000		0				1165		1399		1039		29				0.00		0.00		0.00		129.6

										836		753								0.00		0.00

		Whole Blood from Stanford Blood Bank

		Date collected: 12-06-10

		Date Open: 12-08-10

						Whole Blood												Plasma

						RLU				Conc, IU/mL								RLU				Conc, IU/mL

		Sample #		Barcode		Tip 1		Tip 2		Tip 1		Tip 2		Mean Conc.		CV %		Tip 1		Tip 2		Tip 1		Tip 2		Mean Conc.		CV %

		1		W07051021555300		64434		62543		0.57		0.55		0.52		8.6		77820		63747		0.65		0.56		0.59		7.4

						55830		49533		0.51		0.47						65584		62777		0.57		0.56

		2		W07051021555100		379458		373572		3.65		3.56		3.58		1.8		334730		342715		2.97		3.09		3.69		20.8

						270162		371721				3.53						422716		414795		4.43		4.28

		3		W07051021557000		141740		164639		1.05		1.21		1.08		8.3		219545		213823		1.66		1.61		1.59		5.8

						137336		138838		1.02		1.03						216207		195481		1.63		1.45

		4		W07051021556700		411775		385700		4.22		3.76		3.99		8.2		371559		377187		3.53		3.62		3.41		14.1

						276048		284827										314919		387421		2.70		3.79

		5		W07051021555800		185768		144767		1.38		1.07		1.12		15.8		170553		189898		1.26		1.41		1.28		6.9

						128675		144207		0.97		1.07						168388		163800		1.24		1.21

		6		W07051021556600		64206		55756		0.57		0.51		0.48		13.8		70462		70297		0.60		0.60		0.55		12.1

						43659		44851		0.42		0.43						52984		52376		0.49		0.49

		7		W07051021556300		82607		99022		0.68		0.78		0.66		13.6		82823		86083		0.68		0.70		0.71		6.0

						63907		75159		0.56		0.63						98427		85116		0.78		0.69

		8		W07051021556800		19097		18039		0.19		0.18		0.18		9.4		19105		21958		0.19		0.23		0.22		12.7

						19475		16442		0.20		0.16						24167		19411		0.25		0.20

		9		W07051021555700		126460		103991		0.95		0.81		0.82		10.9		117978		138896		0.90		1.03		0.92		9.7

						99019		94293		0.78		0.75						105518		125297		0.82		0.94

		10		W07051021555200		260920		271572		2.07		2.18		2.39		17.3		324826		363086		2.84		3.39		3.08		9.2

						283200		336040		2.32		2.99						337249		4		3.01

		11		W07051021555500		97290		97040		0.77		0.77		0.74		4.9		110401		89567		0.85		0.72		0.82		8.4

						93564		84582		0.75		0.69						115325		104554		0.88		0.81

		12		W07051021556500		205108		194092		1.54		1.44		1.43		11.3		201556		236465		1.51		1.82		1.64		8.0

						162248		205748		1.20		1.54						212946		216671		1.60		1.64

		13		W07051021556400		480610		452356		5.67		5.03		5.27		9.4		438210		485778		4.74		5.79		4.96		18.6

						482224		436177		5.71		4.69						476007		385290		5.56		3.75

		14		W07051021556000		20571		24651		0.21		0.26		0.24		8.8		32289		37042		0.33		0.37		0.32		12.9

						24328		22897		0.25		0.24						26238		30170		0.27		0.31

		15		W07051021556200		31407		39078		0.32		0.39		0.36		8.2		63423		61845		0.56		0.55		0.48		18.8

						35018		38010		0.35		0.38						44846		37530		0.43		0.38
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Plasma vs Whole Blood Result



		VZV IgG

		Stability

		2/18/11

		Tip Coating: reaction tips coated 11-24-10 MFG HT 30 min 2.5 ug/mL antigen in carb-bicarb, 3x wash, fixative 30 min, dry overnight

		Samples:  Plasma Calibrators Batch 2, NIBSC 90/690 in Assay Buffer

		DAb: Novus NB100-2046 50 ng/mL in StabilZyme

		Protocol: RVIgG_VZVIgG svn 5730

										Control: Fresh Dab Dilution																								Dab Working Solution DOM 1-24-11

						Plasma Calibrators Batch 1				Signal, RLU												Concentration, IU/mL												Signal, RLU												Concentration, IU/mL

		Date		Week		Calibrator		[VZV IgG], IU/mL		Barcode		Reader		Tip 5		Tip 6		Mean RLU		CV %		Tip 5		Tip 6		Cartridge Mean		Mean		CV %		% Recovery		Barcode		Reader		Tip 5		Tip 6		Mean RLU		CV %		Tip 5		Tip 6		Cartridge Mean		Mean		CV %		% Recovery

		01/24/11		0		1		11.00																										091245554100100471		e000214		197562		189032		186363		9.1		0.00		0.00		0.00		0.00

																																		091245554100100472		e000270		168280		162500						0.00		0.00		0.00

																																		091245554100100473		e000356		197018		203785						0.00		0.00		0.00

						3		2.75																										091245554100100477		e000183		67226		60252		73855		12.6		0.00		0.00		0.00		0.00

																																		091245554100100478		e000284		76866		72090						0.00		0.00		0.00

																																		091245554100100479		e000171		86082		80617						0.00		0.00		0.00

						5		0.69																										091245554100100483		e000328		19196		21047		21124		12.4		0.00		0.00		0.00		0.00

																																		091245554100100484		e000303		23130		24760						0.00		0.00		0.00

																																		091245554100100485		e000022		17463		21145						0.00		0.00		0.00

						8		0																										091245554100100492		e000272		828		634		909		19.0		0.00		0.00		OORL		OORL

																																		091245554100100493		e000289		879		1083						0.00		0.00		OORL

																																		091245554100100494		e000134		929		1098						0.00		0.00		OORL

		02/18/11		4		1		11.00		091245558700100155		e000202		225857		234835		226431		3.2		0.00		0.00		0.00		0.00		0.0				091245558700100275		e000006		140790		154913		183201		17.4		0.00		0.00		0.00		0.00		0.0		0

										091245558700100156		e000128		220790		215508						0.00		0.00		0.00								091245558700100276		e000163		220790		215508						0.00		0.00		0.00

										091245558700100157		e000310		231328		230272						0.00		0.00		0.00								091245558700100277		e000269		185655		181552						0.00		0.00		0.00

						3		2.75		091245558700100161		e000134		106240		104228		100679		9.1		0.00		0.00		0.00		0.00		0.0		0		091245558700100278		e000202		87457		89660		96225		10.4		0.00		0.00		0.00		0.00		0.0		0

										091245558700100162		e000233		88183		94279						0.00		0.00		0.00								091245558700100279		e000128		106714		110442						0.00		0.00		0.00

										091245558700100163		e000277		110463		10077.99034023						0.00				0.00								091245558700100280		e000310		88079		94999						0.00		0.00		0.00

						5		0.69		091245558700100167		e000337		19773		23760		19299		14.1		0.00		0.00		0.00		0.00		0.0		0		091245558700100281		e000268		15163		17385		19860		16.8		0.00		0.00		0.00		0.00		0.0		0

										091245558700100168		e000065		15904		17354						0.00		0.00		0.00								091245558700100282		e000272		23448		23525						0.00		0.00		0.00

										091245558700100169		e000140		18585		20416						0.00		0.00		0.00								091245558700100283		e000289		18988		20649						0.00		0.00		0.00

						8		0		091245558700100176		e000290		894		681		729		15.7		0.00		0.00		OORL		OORL						091245558700100284		e000134		1345		1456		1201		14.7		0.00		0.00		OORL		OORL

										091245558700100177		e000275		762		709						0.00		0.00		OORL								091245558700100285		e000085		1207		1159						0.00		0.00		OORL

										091245558700100178		e000327		777		550						0.00		0.00		OORL								091245558700100286		e000188		1005		1031						0.00		0.00		OORL

		03/21/11		8		1		11.00		091245562400700294		e000233		195589		192080		160238		17.2		0.00		0.00		0.00		0.00		0.0		0		091245562400700282		e000027		145985.202304325		155970.854698783		190306		5.1								0.00		0.0		0

										091245562400700284		e000006		126480		146066						0.00		0.00		0.00								091245562400700283		e000132		201339		195603						0.00		0.00		0.00

										091245562400700296		e000085		147435		153778						0.00		0.00		0.00								091245562400700295		e000210		183282		181002						0.00		0.00		0.00

						3		2.75		091245562400700297		e000188		79917		69922		60364		20.3		0.00		0.00		0.00		0.00		0.0		0		091245562400700285		e000163		70945		81298		70648		9.6		0.00		0.00		0.00		0.00		0.0		0

										091245562400700298		e000337		54762		54389						0.00		0.00		0.00								091245562400700286		e000269		70891		60174						0.00		0.00		0.00

										091245562400700299		e000065		56877		46318						0.00		0.00		0.00								091245562400700287		e000202		68681		71900						0.00		0.00		0.00

						5		0.69		091245562400700300		e000140		15307		16921		16293		10.9		0.00		0.00		0.00		0.00		0.0		0		091245562400700288		e000128		17410		19949		18788		7.1		0.00		0.00		0.00		0.00		0.0		0

										091245562400700301		e000071		14058		15007						0.00		0.00		0.00								091245562400700289		e000310		17926		20707						0.00		0.00		0.00

										091245562400700302		e000209		18014		18450						0.00		0.00		0.00								091245562400700290		e000268		19007		17729						0.00		0.00		0.00

						8		0		091245562400700303		e000127		1432		1153		1107		17.1		0.00		0.00		OORL		OORL						091245562400700291		e000272		1491		2077		1295		32.8		0.00		0.00		OORL		OORL

										091245562400700304		e000052		1011		909						0.00		0.00		OORL								091245562400700292		e000289		1024		1005						0.00		0.00		OORL

										091245562400700305		e000279		970		1170						0.00		0.00		OORL								091245562400700293		e000134		1149		1026						0.00		0.00		OORL

		Dexter fit for NIBSC 90/690 Calibration

		Model Type		4PL														Date		18-Feb-11

		Model Equation		RLU = b1+(b2-b1)/(1+(Conc/b3)^b4														Name		TN

		Calibration Equation		If RLU <= SignalMax & RLU >= SignalMin Then
    Conc = b3 * (((b2 - b1) / (RLU - b1)) - 1) ^ (1 / b4)
End If														Cartridge Lot		1

																		Analyte		VZV IgG

																		Units		IU/mL

																		Cartridge Id		1

																		Dilution		50.00

																		Reagent Lot		1

																		desired LLOQ		0.05

																		desired ULOQ		25.00

																		max LLOQ		0.05

		LLOQ		0.05		IU/mL				Model Parameters				SE				min ULOQ		25.00

		ULOQ		25.00		IU/mL				b1		893.877		249.753

		desired LLOQ		0.05		IU/mL				b2		332989.857		25901.765				Data Grouping		by tip

		desired ULOQ		25.00		IU/mL				b3		7.594		1.124

		LLOD		Not Reported		IU/mL				b4		-1.065		0.037				Precision criteria for estimation of LLOQ		On

		LLOQ accuracy		108		%				b5

		LLOQ precision		26.9		%

		Average Residuals		9		%				0								Preferred models 
(if any)

		Error in prediction: Best case		14		%

		Error in prediction: Expected		15		%

		Signal Min		2130		RLU												fingerstickmultiplier		1.00

		Signal Max		268265		RLU												venousmultiplier		1.00

																		plasmamultiplier		1.00

		Outliers detected based on within-standard variance and manual detection		Outliers								ULOQ accuracy		129		%		decimals		1

				Conc		RLU		1				ULOQ precision		35.0		%		ratio		0.3

		Statistically Detected ■ 
Manually Selected  ■		0.05		9		1

				0.1		8		1
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VZV - IgG Precision

Precision and Accuracy for 3 Days/Lots, Concentration (IU/mL)
N = 3 cartridges per point

Day/Lot 1 Day/Lot 2 Day/Lot 3 Inter-Lot
[VZV
IgG] Mean CV % % Rec. Mean CV % % Rec. Mean CcV % % Rec. Mean CV % % Rec.
Conc. Conc. Conc. Conc.
IU/mL
11.00 9.97 223 91 11.40 9.5 104 9.83 33.6 89 10.47 18.9 95
5.50 4.65 2.4 85 6.65 13.6 121 6.09 15.9 111 5.94 18.5 108
2.75 2.33 15.3 85 3.07 7.3 112 2.65 8.1 96 2.68 14.9 98
1.38 1.27 13.5 92 1.46 10.6 106 1.46 12.3 107 1.40 12.6 101
0.69 0.65 11.1 94 0.75 6.7 109 0.71 6.9 104 0.70 9.6 102
0.34 0.32 7.8 93 0.34 13.7 98 0.35 4.0 103 0.34 9.2 98
0.17 0.17 9.2 99 0.18 9.7 105 0.17 1.9 98 0.17 75 101
0 OORL - - OORL - - OORL - - OORL - -
EOSMW 425 8.6 ] 3.70 117 - 425 9.3 405 11.0 ]
ontrol
Negative | py. - - OORL - . OORL - - OORL § -
Control
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VZV - IgG Precision

Inter-Analyzer Precision, Concentration (IU/mL)

Intra-Cartridge Inter-Cartridge
Analyzer Tip 1 Tip 2 Mean CV % % Recovery Mean CV %

1 0.26 0.27 0.26 4.1 86 0.31 7.2
2 0.34 0.35 0.35 1.1 113

3 0.30 0.36 0.33 11.4 108

4 0.26 0.28 0.27 4.8 89

5 0.30 0.31 0.30 2.1 99

6 0.28 0.27 0.28 3.6 90

7 0.29 0.31 0.30 2.7 98

8 0.32 0.32 0.32 0.3 104

9 0.30 0.28 0.29 6.1 95

10 0.32 0.33 0.32 1.0 106

11 0.28 0.27 0.27 0.8 89

12 0.30 0.32 0.31 44 100

13 0.29 0.32 0.31 7.5 100

14 0.35 0.32 0.34 4.8 109

15 0.35 0.33 0.34 4.0 111

16 0.31 0.31 0.31 1.2 101

17 0.29 0.33 0.31 8.8 100

18 0.31 0.25 0.28 16.8 91

19 0.32 0.29 0.30 6.3 99

20 0.29 0.31 0.30 5.9 98

21 0.30 0.32 0.31 43 100

22 0.33 0.31 0.32 4.7 104

23 0.33 0.32 0.32 1.9 105

24 0.33 0.31 0.32 5.0 103

Theranos Confidential
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25-OH Vitamin D

Theranos vs Diasorin Liaison Result,
33 Samples
120.0
100.0 y = 0.9683x + 4.8094 *
2 r2=0.9375
W 80.0 -
E 60.0 -
:
8 400 -
-1}
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