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1 ASSAY INF ()RMATION

1.1 Analyte Information

Interleukin 12 (TL-12) is an interleukin that is naturally produced by dend
macrophages, neutrophils, and human B-lymphoblastoid cells (INC- 37) in
stimulation. It is also known as the natural killer cell stimulatory. fa
lymphocyte maturation factor (CLMF). The p40 subunit of 1L 12° h

extensive amino acid sequence homology to the extracellular 2
whlle the p35 subunit shows d1 stant but significant sequence-

12 ght ave evolved from
; 0% and 60 % amino acid

has therapeutlc potential as a stlmulat
pathogens, metastatic cancers, and vir.

esijégned to measure the concentration of IL-12 serum,
ntitative assay and has the range of 2.5 to 2000pg/mL

The follov;m <t was -used as predicate/reference method:

R&D Systems 11-12 Quantikine ELISA Kit Cat# DY1270
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1.4“ Materials and methods

Table [ SEQ Table \* ARABIC |: Assay materials used in IL-12 assay in final conditions
Su

uman analyte R&D Systems -IL
Human IL- [2 p70 Antibody R&D Systems MAB219
(Capture)

Human IL.-12 p70 Antibody R&D Systems MABG61H,
(Detection)

Tris buffer (powder) Sigma

Bovine serum albumin Sigma

Sucrose Sigma

5% Sodium Azide solution VWR

Carbonate-bicarbonate buffer Sigma

Starting Block in TBS Pierce

TBST (powder) Sigma

UltraAvidin '

AP substrate Current Lot 11102012-A
In house biotin labeling kit N/A

AP conjugation kit TTLKI3
StabilZyme-AP SA01-1000
Human IL-12 Quantikine ELIS DY 1270
Kit
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2 ASSAY DEVELOPMENT

2.1 Antibody screening on MTP

2.1.1 Inmitial antibody screening on MTP

500pg/ml, 50pg/ml, 2.5pg/ml and Opg/ml 1
detectlon antlbody -AP con]ugates were dil

alkaline phosphatase substrate is incubay
chem1lum1nescence is read in Relat}ye ng..

1 polyclonal rabbit polyclonal
2 Abcam ol ab25036 Clone QS-12p70 mouse Monoclonal
3 Abcam ab9992 polyclonal Goat polyclonal
4 Abcam ab37635 polycional chicken polyclonal
5 Mabtech 3450-3-250 mouse monoclonal mouse monoclonal
6 Mabtech 3450-8-250 biotinylated mouse monoclonal
R&D
7 Systems MAB611 clone 24945 mouse monoclonal
R&D
8 Systems MAB1570 clone 27537 mouse monoclonal
R&D
9 Systems AB-219-NA goat polyclonal Goat polyclonal
R&D
10 Systems AF-215-NA goat polyclonal Goat polyclonal

Confidential
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R&D
11 Systems MAB219% mouse monoclonal mouse monoclonal
ALX-804-874-
12 Enzo C100
13 Aniara ACT273/CT273 Rabbit polyclonal

eBioscience

14-7122-85

Ci18.2

eBioscience

14-7128-82

B-T21

eBioscience

16-7129-85

C8.6

Table [ SEQ Table \* ARABIC ]: Best Antibody pairs from intial screen on MTP

# Cab Dab s/B Notes
1 5 137 Both Abs are Mouse Ab
2 2 159 Both Abs are Mouse Ab
3 11 7 129 Both Abs are Mouse Ab
4 6 7 59 Both Abs are Mouse Ab

2.1.2  Cross reactivity and interference testing on MTP

4 different analytes which are chemokines (table 5) were tested for cross reactivity and
interference for the four selected antibody pairs. IL-12, p70 is naturally produced by dendritic
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cells, macrophages, neutrophils, and human B-lymphoblastoid cells (NC-37) in response to
antigenic stimulation.

Table [ SEQ Table \* ARABIC |: Analytes tested for cross reactivity and interference

IL-23 R&D

IL-12 p35 R&D
rec. mouse 1L-12/IL-23 p40
homodimer R&D

rec. human IL-12/1L-23 p40 monomer Abcam 100051.2

Table | SEQ Table \* ARABIC |: Analy

IL-23
IL-12 p35 6000
rec. mouse 1L-12/1L-23 p40
homodimer { 6000
rec. human IL-12/IL-23 p40 monome ' 3000

v1ty testing with 4 cab/dab pairs: For all four proteins tested, none of them
showed ma] eactivity except at 2pg/mL (slight cross reactivity), thus all four pairs will
be used for interférence testing. Data is summarized is table7-10.

Table | SEQ Table \* ARABIC |: Cross reactivity data for C6/D3

{Control it- fE-12 {335 0 monomer o3 i 4
Hominal pgimb | Back cal Core |35 Recovery |Badk cal, Cone |% Recavery |Back cal, Coax | % Becavery | Back cal. Conc |% Recowery |Back wsl. Conc |% Recowery
500 SRI8 Q5.8 18 27 1.5 &5 14 0.2 0.5 0.2
188 3G7E o7 9 8 iﬁi% i4 G99 bR 8.5 0.5
5@ 525 LR T4 28 T 41 & &7 i3 2.5
14 28 87 3 38 285 1.8 8.3 39 S & i3 126
2 2.3 2057 27 352 0.6 jiayd 39 £7.2 [y 3o
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Table | SEQ Table \* ARABIC ]: Cross reactivity data for C7/D2

Capture Anthody § 7/ Betection Antthody 8 2

12 {Conirod} #-23 1#-32 p35 $#-13423 pal moapmer | E-13023 pao bomodimer
|Hoainal poimi 1Back cal. Cone | % Recovery |Rack cal. €one | % Recovery |Rack cal. Conce (% Recovery | Back cal. €onc | % Recovery |Rack ral. Conc |% Recovery
580 528 &85 CH e D3 7 o feX= e
186 1084 108.4 0.8 .8 8 .8 .8 8.8 .7 .7
i 45.6 i 286 1.2 7 x5 27 e [ 3.8
10 153 £33 5 i85 &7 G5! .53 CA B2 G5 58
2 25 29 3] OR 3.7 27 1357 2.i E85.2 25 1316

12 {Control} #-23 #-12 p35 H-13733 pil pomer | E-12/23 p30 homodinver
Hominat pgiml | Back cel. Cone % Recovery | Back cal. Cone |36 Recovery |Badk cal. Cone % Recavery {Back ral. Conc |3 Recovery | Back el Conc (% Recovery
548 778 835 i85 2.7 17 23 18 4.4 1.2 0.2
100 ii4.5 f2] $.8) iE i.i i1 3.9 3.9
58 543 &5 R 2.7 o5 e o8 i&
18 75 38 78 3 i5 &7 i3 o8 B.&
2 23 e G5 G > i peRcd 372 G.¥ 33.8]

H-12 {Centrol) #-23 12 335 -12#23 p4d monemer | L-127 23 pA0 horodimer
Hominal pgimb |Back cal. Cone |% Recowvery |Back cal, Conc (% Recovery |Back cal. Conc % Recovery |Back cal. Conc |2 Recovery | Back cal, Cone |% Recovery
HEE 376.3 25.3 2.5 .4 %.5: &7 27 0.5 28 0.8
108 1184 1184 L7 17 54 2.4 2.5 3.8 2.8 2.8
58 3 944 3z 3.0 3.1 &.L 3.6 7.2 28 &Y
16 11.2 1:2.0 3.3 325 2.7 258 2.5 25.%
2 1.5 T2 -‘33 2iE.3 3.2 L1585 24 1455
2.1.2.2

method was th' same.as.mentioned in 2.1.1

Results for intetference with 4 cab/dab pairs: For all four proteins tested, C6/D7 showed major
interference with the cross reactant IL-23 (Table 12). All the other three pairs did not have any
major interference or cross reactivity. Two antibody pairs (C11/D7 and C6/DS5) move to
Theranos system for further optimization. Data is summarized in Table11 and 12.
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Table [ SEQ Table \* ARABIC |: Interference data for C6/DS and C7/D2

H-23% #-12 535 H#-22523 p30 monomer 12/23 pd6 homodimer |
Mowminal pghml |Back cal. Cone |%Recovery |Bacdk cal. Conc |% Recovery |Back cal. Conc (% Recovery |Back tal. Conc % Recovery |Back cal. Conc |% Resovery
540 SI4% 1058 4848 97.0 466.3: 83.4 463.8 92.8 4819 48.4
180 734 [ %= 646 52.8; 2.8 52.6 526 518 518
B SOV IO -%.o| DO LB88b) o Eeeny e i
18 i 2 i i2:8 23 8.3 X
2 35 1LE.0 .24 1284 0 &0
Captore Anthody § 7/ Detection Antihody § 2
l #-12 {Controf) ¥-23 $#-32 fﬁS #-12723 p3¢ monmmer | B-12/23 pd0 homodimer
Homdnal pgiml Back cal Cenc % Recovery {Back cal Conc |% Recpvery {Back al. Conc [% Recovery [Back wal. Conc |% Recovery |Back el Conc | % Recovery
548 5i8.7 1237 $i3 S B0 5363 147.3] 4961 932 50%.8 D
188 FE2Z F5.Z 57.8 5738 65.9; 559 £3.8] 562
58 800 iig% &332 D24 Big 1233 pRERE %55
18 ii3 E & i iCke £ 10%8 1023 X
2 g 3¢ 7| i35 TE L 55 2366 1358 25

H-12 {Control} $#-23 -32 p35 H#-12/23 pS8 roonormer | H-12/23 pdd homodimer
Momvinat pgimb |Back cal. Cone |% Recovery |Badk cal. Cone |% Recovery |Back cal. {onc % Recovery |Back cal. Conc |3 Recowery | Back cal. fonc |% Recavery
568 5232 2048 43 5164 BRER I 5221 1048 5t.2 A58 2 5i%E 1058
180 T& 734 7oA iR TELL TE.1 &8.7 &8.7 £9.7 9.7
5 58.1 FiR1 &7 IZL5 6.2 12805 57.1 1245 578 1155 }
10 3.1 E2E 113 £15.% 113 1187 110 L33 E] LT 1056
2 15 335 i3 R 33 2.1 BRICI 1.7 AG.2 1.8 SQ.SI

-1 2 {Control} $-23 H-12/23 p3@ monemer | H-12723 p40 homodimer
MNonvinal pgimb |Rack cal. Cone |5 Recovery |Badk cal. Cone | Recovery |Back cal. {onc % Becovery |Back cal Conc | % Recowery | Back cal, Conc | % Recovery
5D 5168 A3 S 13423 2035 4&?,3% 433 4745 G349 GRG 2 97 .9
180 751 751 M IFEG £i4F 8.4 530 59.0 642 4.2
50 552 F 204 ¥V 4 54 5 EEEN 985 513 pEexg= 5.5 phicR=!
14 ii & $i38 36 & 23R4 3 EEX 333 S0 G345 89 B85
2 ] 47 5.4 2702 1.5 38.2 i.é 749 1.3 568

screening on Theranos System

2.2.1 Theranos screen with two pairs of antibodies

Eight point calibration curve of IL-12 were tested with antibody pairs: C11/D7 and C6/D5.
Theranos system protocol, was used for initial testing. The
samples were diluted on board to 5 fold using 3% BSA blocking buffer. The reaction surfaces
were coated first with 20ug/ml UA in carb-bicarb buffer followed by 10ug/ml of capture
antibody diluted in 3% BSA blocking buffer. Calibrators were first diluted with 3% BSA
blocking buffer on board then incubated with dab for 10 minutes (pre incubation), Detection
antibody-AP conjugates were diluted to 100ng/ml in stabilzyme AP. The sample + Dab mixture
is the incubated with reaction surfaces (co-incubation). All surfaces were washed with wash
buffer and incubated with AP substrate for another 10 minutes. RLU was measured for each tip.
The recovery was calculated comparing the calculated concentration vs. nominal value. A whole
blood sample with low endogenous level of IL-12 was chosen and spiked with high
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concentrations IL- 12 analyte and tested on Theranos system for IL-12 concentrations. These

samples were then spun down and the plasma was tested on Theranos system for IL-12

concentrations.

Cab6/Dab5 and Cab11/Dab7 showed satisfying results with reasonable CV, good
signal/background modulation. Cab6/Dab5 did not have very good recovei

better recovenes for plasma from sp1ked whole blood samples Matr1x efl
...... R

11/Dab7 had
‘e-pranounced

Nominal RLU
[IL-12]
pg/mlL Mean % Recovery
2000 156104 99
500 43110 | 99
100 I 102
50 97
10 95
5 108
2.5 97
0

l/D7 Whole Blood spiked recovery

%
Backcalculation | Recovery

980.3 49
369.6 74
12.3 25
3.4 68
1.6

Table [ SEQ Table \* ARABIC |: C11/D7 Plasma from spiked WB recovery

Nominal RLU
[1L-12]
pg/mL Mean % CV Backcalculation % Recovery
2000 273873 5 3851.5 193
500 49374 6 577.4 115
50 7538 12 76.3 153
5 1221 14 6.4 127
0 456 8 11
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Table | SEQ Table \* ARABIC ]: C6/DS5 calibration curve

Nominal RLU ;
[IL-12] pg/mL Mean % CV S/B . ] Recovery
2000 231542 2096 -, 105
500 62663 92
100 13412 106.6 107
50 6645 54.2 108
10 1456 8.3 83
5 981 5.3 106
2.5 634 2.7 106
0 266,

Table [ SEQ Table \* ARABIC |: C6/D5 Whole Blood spiked recovery

Nominal RLU
[IL-12] %
pg/mL 3ackcalculation | Recovery
2000 S 8419 42
500 241.1 48
30.8 62
45 89
15

Table [ SEQ Table \* ARABIC |: C6/DS Plasma from spiked WB recovery
Nominal RLU

[IL-12]
pg/mL Mean | % CV | Backcalculation % Recovery
2000 | 372749 11 4095.9 205
500 86973 3 651.9 130
50 8176 17 66.1 132
5 326 12 0.8 16
0 350 4 0.6
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2.3 Training set and whole blood screen with Cab11/Dab 7

12 Spiked serum calibrator

Nominal
[iL-12] Back %
g/ml B calculation Recovery

1948.4 97
1045.0 104
487.5 97
25 109.8 108
9 413 80
11.8 101
4.7 70

3.5

Table [ SEQ Table \* ARABIC |: WHO standard IL-12 Spiked serum calibrator

Nominal RLU
[IL-12] Back %
pg/mL Mean % CV s/B calculation Recovery
2000 | 186150 4 455 1783.9 89
1000 93535 3 229 866.9 86
500 51433 18 126 461.2 92

Confidential
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100

9868
4952
1357
719
409

24
12
3

86.3
42.3
10.7
55
2.8

50
10

13
19

vs WHO standard spiked calibrators)

Serum spiked with inhouse analyte versus WHO Standard: On Theranos Assay

2000 -

1800 -

1600 -

1400 - y =0.9012x - 3.9666

R*=0.9975
1200 -
1000 -
800
600 -

400 -

200 -

CalculatedIL-12,SpikedserumwithWHOstandard

1500 2000 2500

500

\ 1000
-200 -

Calculated 1L-12 , Spiked serum with in house analyte, pg/mlL

Table | SEQ Table \* ARABIC |: Whole blood and Plasma screen for C11/D7 antibody
pair

1L-12 pg/mL
Plasma
screen

wB
Screen

2.8
2.8
3.0
2.9
3.0
3.3
3.7

Sample#

37.6
2.5
0.6
4.0
3.2
3.2
4.4

\IO\U‘!-bUJNH
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8

3.9

7.7

9

2.5

7.8
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3 ASSAY OPTIMIZATION

The capture antibody concentration was titrated at levels: 20, 10 (control
Table 22 summarizes the results of C11/D7 at 100ng/mL. Eight poin
calibrators were used for testing. Both Spg/mL and 10 pg/mL give best i
tight CVs. Sug/mL of capture antibody concentration is chosén forfui

3.1 Capture antibody titration

antibody.

Table [ SEQ Table \* ARABIC |: Capture antib

IL-12 conc {pg/mL)

Confidential

Cab Mean
conc Nominal RLU %V,
2000.0 126242
1000.0 74548
2.5 500.0 38141 ¢
ug/mL 100.0 8247
50.0 . .
10.0 193 83.9 2.8
5.0 " 53 87.3 2.0
1.1
1981.8 99.0  437.2
985.5 98.4 2341
509.3 101.6  125.4
98.7 97.6 25.7
ug/mL 48.9 95.7 12.6
10.4 93.9 3.8
4.9 79.9 2.2
1.4 125.8
2000.0 184839 10 | 2046.9 1023 5124
1000.0 111799 10 | 1000.7 1000  309.9
500.0 62894 9| 5004 99.9 1743
10 100.0 11347 10 99.6 98.5 31.5
ug/mL 50.0 5625 8 52.2 102.1 15.6
10.0 1186 9 9.3 84.0 31
5.0 819 24 5.2 86.0 2.2
0.0 361 12 1.2 111.8
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20
ug/mL

2000.0
1000.0

500.0
100.0
50.0
10.0
5.0
0.0

206156
107336
50729
11993
5578
1386
898
388

13
10
13
17
14

17

24394
944.5
396.7
104.3

51.4
115
6.2
1.4

250000

200000

150000

Mean Signal RLUs

100000

50000

4 Cab25

8 Cab5.0

& Cab 10

& Cab20
——Llinear (Cab 2.5)

500

1000

1500 2000

IL-12 Conc (Nominal) {pg/mL)

2500

(
Linear (Cab 10)
Linear (Cab 10}
(

——Linear (Cab 20}

3.2 Detexéﬁtion Antibody Titration

[ TC " Capture Antigen Surface Antigen "\f C\l "1" ]

The AP conjugated detection antibody was titrated at levels 150, 100, 50 and 25 ng/mL. With all
the assay conditions kept the same including the Theranos system protocol, calibration curve was

run with each concentration of detection, and the results were used to compare to original

100ng/ml detection conjugate in Stabilzyme AP. All the four levels gave good modulation.
50ng/mL gave the best modulation (S/B), CV and most optimal recoveries and was hence chosen
for further optimization. Data is summarized in Table 23

Confidential
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Table [ SEQ Table \* ARABIC ]: Detection antibody titration summary

| 1L-12 conc
(pg/mL)
Dab Mean Back %
onc Nominal RLU %CV l Cal ecovery
2000.0 35953 3| 22138 - 110,
1000.0 16922 6| 834.0 3
25 500.0 9650 6| 4874
ng/mL 100.0 2175 27 140.7
50.0 1012 7 8
10.0

Confidential

ng/mL 5109 11 63.5 121.3 7.0
10.0 1795 14 116 944 3.0
5.0 1148 17 4.6 62.7 2.0
0.0 706 15 1.4
2000.0 109257 11| 2030.8 101.5 101.0
1000.0 60168 15 919.0 91.8 55.6
500.0 36857 7 529.9 105.8 34.1
150 100.0 7119 10 77.7 77.0 6.6
ng/mL 50.0 6276 4 65.1 127.6 5.8
10.0 2034 10 7.6 69.4 2.9
5.0 1886 15 6.3 104.4 2.7
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0.0

1082 10

1.4 135.4

Figure [ SEQ Figure \* ARABIC |: Detection antibody titration

140000

120000

100000

80000

Mean RLUs

60000

40000

20000

Detection Antibody Titration

y
o

s
gl

0 500

1000 1500 2000 2500
IL-12 Nominal Conc {pg/mL

Dab 25 ng/mi

Dab 50 ng/mi

& Dab 100 ng/mL

Dab 150 ng/ml

Linear (Dab 25
ng/ml)

—— Linear {Dab 50

ng/mi)
Linear (Dab 100

ng/mL)

——Linear (Dab 100

ng/mL)

——Linear (Dab 100

ng/mL)

Assay Diluent

vailable blockers (StartingBlock, SeaBlock and SuperBlock) and one in-

house blockmg.buffer (3% BSA in TBS) were tested as diluents for the assay. Data was
compared to the control diluent which was the blocking buffer consisted of 3% BSA and 0.05%
sodium azide in TBS. Starting Block used as assay diluent gave the best S/B and better

modulation and was chosen for further optimization. .

Confidential

The data is summarized in Table 24.
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Table [ SEQ Table \* ARABIC |: Effect of different blocker solutions

2000.0 109595 10
1000.0 44928 23
500.0 27241 25
100.0 5473 11
Control 50.0 3187 7
3% BSA blocking
buffer 10.0 959
5.0
0.0
2000.0 248.4
1000.0 96.0
500.0 59.4
Starting block 100.0 12.6
50.0 | 8.5
2.2
1.5
2914
127.5
68.8
11.9
9.0
2.6
2.0
258.5
146.2
83.3
Super Block 100.0 4084 25 70.4 69.6 115
50.0 2689 7 41.9 81.9 7.6
10.0 891 19 7.1 64.4 2.5
5.0 594 7 3.4 55.8 1.7
0.0 356 22 1.1 100.6

Confidential
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3.4 Effect of HBR in diluent

Effect of HBR (Heterophile blocking reagent) in diluent was tested since both the capture and
detection antibody are mouse monoclonals (to avoid interference with HAMA in the future with
clinical smaples). IL-12 spiked serum calibrators were tested with two different diluents, starting
block which will be the control and starting block with 400ug.mL HBR which will be the test
diluent. The background is lower and the S/B (modulation) is slightly hi gher w .HBR added, it
does affect CVs either. Since there is not much of a difference between t nts, Starting
block was chosen for further optimization. ~ { E

Table [ SEQ Table \* ARABIC |: Effect of HBR in the dlluen

IL-12
conc
Assay diluent Nominal
pg/mL
2000 308
1000 158
Starting block 500 75
100.0 17
50.0 8
25 5
3
2
1
317
151
84
Startinig block + 113.7 113 19
400 ug 59.0 116 11
' : 297 115 6
8.6 80 3
47 81 2
3.0 92 2
0.8
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3.5 Theranos System Protocol optimization

Three different protocols were tested for IL-12 assay. The effect of sample dilution and post
sample wash (PSW) were tested in this experiment. Post sample wash (PSW) and higher sample
dilution were tested in the hope of lowering background, improving %CV and modulatlon
Calibrators were run under these two protocols: The surfaces were coated. /m] in blocking
buffer; detection conjugate was prepared at 50ng/ml in Stabllzyme -AP, and ple diluent

was Strating block. The three different protocols are as follows

a)
b)

©)

of the three protocol. One
50 and 0 pg/mL). The

e back calculated. The whole
)y were tested on each protocol

samples were tested on each protocol and i
blood sample was then spun down and pl
and analyzed for IL-12 concentratlon'

All protocol performed in a similar. mann:
the final protocol

I, 2 chosen as
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Table | SEQ Table \* ARABIC ]: Theranos System Protocol optimization summary

Frotes ot M pratoce]
‘ Whole Blood Spike Recovery Plasma obtained from spiked Whele blood )
1L-12 pgfmi  Average £W%. Mean % Recovery IL-12 pgfmi  Average (W% Mean % Recovery
Mominal RLLK Neminal RLU
Calculated Calouwlated
2000 3333706 14 189313 3 2000 J28T6TF 7 3167.6 154
SO0 23856 12 £83.1 i 500 FIGF 4 12615 226
100 7337 B 080 74 0 16363 2 263.7 155
S0 6533 2 841 2 50 9363 10 145.3 134
g 3072 5 411 i 4253 10 58.6
Protoco] — potocel:
whole Blood 5pike Recovery Flasma oblained from splked Whele blood
IL-12 pefmb  Average €V%  Mean % Recovery IL-12 pgfmi Average CV% Mean % Recovery
Mominal RLU MNeminal RBLU
Calculated Calculated
L =3i6E] IS5 8408 &1 2000 163257 5 3660.6 EED
504 22984 19 5485.2 1314 500 44235 12 1160.2 217
100 4807 13 9419 EEi 160 10562 |53 258.9 136
56 2193 15 5.0 B4 50 6231 £ 1184 140
& 1448 5 9.3 0 2167 2 34.9
b B
Whole Blood Spike Recovery Plasma obtained from spiked Whole blood
1L-12 pgf/ml | Average £V% Mean % Recovery 11-12 pgfmi  Average {¥% Mean % Recovery
Mominal RLL  Calcudated Mominal RLU Caloulated
2000 GRLOE| 12 1867.2 22 2400 134202 & 5676.7 28E)
SO0 2567 F 3 587, 113 500 38138 F 00,1 £73
08 3656 23 3.7 a8 10G FETEIE iB71 et
a5 2090 i3 43,4 52 50 &534 ] 157.3 22%)
& 1848 2% 212 & 1845 17 34,5

3.6 Hematocrit Effect

The purpose of the experiment is determine if there 1s any hematocrit effect on the assay. One
whole blood sample was spiked with IL-12 analyte, which is then analyzed. The sample is the
spun down and the plasma is tested to see if there is any hematocrit effect.

A correction factor of 1.5 needs to be applied to the serum calibration
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Table [ SEQ Table \* ARABIC |: Whole Blood Spike Recovery

IL-12 pg/mL  Average CV% Mean % Recovery
Nominal RLU Calculated
2000 79797 10 1922.0 96
1000 26389 11 658.2 66
500 14101 25 348.2 70
100 4423 8 100.2 99 e
50 2519 20 47.1 92
10 871 18 8.6 78
5 570 14 3.8 63
2.5 425 11 2.1 59
0 317 26 1.0

Table [ SEQ Table \* ARABIC |: Plasma from Spiked W

IL-12 pg/mL Average CV% .-
Nominal RLU
2000 117497
1000 51950
500 30613
100 9456
50
10

5
2.5
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from spiked whole blood
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[ PAGE \* MERGEFORMAT ]

Confidential THPFMO0005691508



4 i:f:f@g“ﬁﬁz}&

soig ey begilig

4 CONCLUSION

We have successfully screened and optimized reagents for an immunoassay to detect IL-12 in
human serum. The assay conditions generated in this report satisfy the feasibility requirement for
the assay. Further testing will need to be done with clinical samples.
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