Standard CTC Enumeration from Patient Blood Samples using the CSS

1. Human Blood Sample Collection and Preparation for Processing on the Preparation Instrument

1.5 Follow the on-screen instructions on the preparation instrument to load all patient samples onto
the system for processing. Samples must be processed within 1 hour of preparation.

** Images below also depict steps described in section 2.4 of the Standard CTC Enumeration from
Patient Blood Samples using the CSS.
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1.5.2 Select CellSearch CTC Kit and click Next.



AutoPrep S/N: AP0801008
Operator ID: Admin
Prep Date: 2013/06/20
TestID: CTC
Marker ID:
Run Control:
Batch Size:

Select Marker Test
1. Use arrows to choose option.
2. Press ENTER to continue.

User Defined Assay

1.5.3 Select None and click Next.
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AutoPrep S/N: AP0801008
| Operator ID: Admin
Select Control ‘ Prep Date: 2013/06/20
1. Use arrows to choose. option. TestID: CTC
2. Press ENTER to continue. Marker ID: None

Run Control:
QYES Batch Size:

oNO

1.5.4 Select Yes (run a control) or No (do not run a control) as
applicable and click Next.



i T T A e e

. AutoPrep S/N: AP0801008
o el Operator ID: Admin
Select Total number of Samples :
i Prep Date: 2013/06/20
1. Use arrows to choose option. TestID: CTC
2. Press ENTER to continue. j

Marker ID: CD44
Run Control: No
Batch Size:

1.5.5 Select the number of samples that will be processed
(including the control, if applicable) and click Next.
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1. Load CellSearch® CTC
Kit onto AutoPrep.

2. Press ENTER to continue.

Reagent Kit Data
Kit: CellSearch® CTC
Lot Number: 0182B
Expiration: 2013/12/03
Tests Remaining: 7
FirstUse: 2013/06/17 11:22

AutoPrep S/N: AP0501008
Operator ID: Admin
Prep Date: 2013/06/24
TestID: CTC
Marker ID: None
Run Control: No
Batch Size: 1

1.5.6 Load the CellSearch CTC kit onto the AutoPrep (A) and click

Next (B).



AutoPrep S/N: AP0801008

| Operator ID: Admin
\Will the results be used
Will the re Its b Prep Date: 2013/06/20

for Patient Management?

Management

TestID: CTC
Marker ID: CD44
Run Control: No
Batch Size: 1

1.5.7 Select Yes (results will be used for patient management) or No
(results will not be used for patient management) as applicable
and click Next.
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‘N Devices AutoPrep S/N: AP0801008
» ; - Operator ID: i
. Place cartridge in MagNest®, 5 TestiD Aizm
- €es H
2. Place MagNest® on AutoPrep. =

3. Press ENTER to continue.

Cartridge 1D Sample 1D Marker

Load Position 1.

1.5.8 Place the MagNest cartridge in the MagNest (A), place the
MagNest on the AutoPrep (B), and click Next (C).
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AutoPrep S/N: AP0301008
R Operator ID: Admin
Load Patient Sample or Control g TestID: CTC
1. Place sample tube on AutoPrep.
2. Press ENTER to continue.

| Cartridge 1D Sample 1D Marker

Load Position 1.

1.5.9 Load the patient sample or control onto the AutoPrep (A) and
click Next (B).



i AutoPrep S/N: AP0501005
| - Operator ID: Admin
Load Patient Sample or Control per:;rmz CTrcmr

1. Place sample tube on AutoPrep.

2. Press ENTER to continue.

Cartridge 1D Sample ID Marker

All Positions Loaded

I
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AutoPrep S/N: AP0801005
Operator ID: Admin
. Press ENTER to start the run, or — CTC””
2. Use arrow key to select EDIT, :
then press ENTER to continue.

All samples lo
Confirm samples.

1.5.11 Click Start to begin sample processing.



3. Sample Scanning on the Analysis Instrument

3.1 Follow the on-screen instructions on the preparation instrument to unload all samples from the
system.

AutoPrep S/N: AP0501005
Operator ID: Admin
TestID: CTC

1. Batch has completed.
2. Press ENTER to unload.

\ Current Time: 14 14

Time
Cartridge 1D Sample ID Marker ih Status
Ready

| oug437 | 1250000131 | NO [ 1300 | Removed |
| oussaz2 | 1250000132 [ No | 1313 | Removed |
| ouis4z4 | 1250000133 | NO | 1326 | Removed |
| onlmazs | 1250000134 | NO | 1338 | Removed |
| _olie4s | 1250000135 [ NO | 1351 | Removed |
| ouea0 | comol | NO | 1407 | complere | | ‘
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3.1.1 Upon batch completion select Unload.

AutoPrep S/N: AP0S01003

. Operator ID: Admin
1. Remove MﬂgNES(@. P Admin

2. Press ENTER to continue.

TestID: CTC

Sample ID Marker

3.1.2 Remove the MagNest device and click Next. “ 9



AutoPrep S/N: AP0501005
Operator ID: Admin
TestID: CTC

. Remove sample tube.
. Press ENTER to continue.

| Cartridge ID Sample ID Marker

3.1.3 Remove the sample tube and click Next.

Jent Kit AutoPrep SN:  AP0501005
Operator ID: Admin

1. Remow .
e reagent kit TestID: CTC

2. Close door.
%3. Press ENTER to continue.

'\ Reagent Kit Data

Kit CellSearch® CTC
Lot Number: 01528
Expiration: 2013/12/03
Tests Remaining: 7
First Use: 2013/06/17 1122

3.1.4 Remove the reagent kit and click Next.
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3.2 Turn on the analysis instrument and initialize the lamp. Once warmed (~ 15 minutes), load the
system verification cartridge onto the analysis instrument and select the QC Test tab. Follow the
on-screen instructions to perform the necessary quality control measures

3.2.1 Select Yes to initialize the lamp.
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3.2.2 Load the system verification cartridge onto the analysis 11
instrument.
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Patient Test

Patient Data | QC Jest

QC Data Archive

Verification T( ontrol Dat -nT

CellTracks Analyzer ll®

Operator ID;

3.2.3 Select the QC Test Tab

3.2.4 Click Start under the Cross-Hair
section. Adjust as necessary and
click Save.

rCronpgige———
Eject Cartridge
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| Lamp Hours: 79 of 300 | 06/24/2013 09- i

3.2.5 Click Start under the System Verification section.
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3.3 Load a sample onto the analysis instrument and select the Patient Test tab. All saved information
from the preparation instrument will be displayed. Click Start to initialize sample scanning.

3.3.1 Load a sample onto the analysis instrument.

Patient Test | Patient Data | QC Test | QC Data | Set Up

ple DgtﬂYl mage Data

Archive

Patient Test [ Patient Data | QC Test | QC Data| Set Up | Archive

CellTracks Analyzer ll® le Bata | Image Data

Operator ID: CellTracks Analyzer li®
Serlal #:
Scan Date:
Scan Time:
Comments:

) System Log Logout
in

—\ | PrintScreen |4 Lamp
nstrument CT0801004 | Operator

) Eject DVD |

Admi | MagNests data button (ead complete sample carirdge

i1 x:15 |
| Lamp Hours_ 76 of 3

3.3.2 Select the Patient Test tab and click Start
to initialize scanning.
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3.4 The system will perform a coarse focus and edge detection on the magnetic device cartridge.
Adjust all edges as necessary using the directional keys. Select Accept. The system will perform a
fine focus and begin sample scanning..

3.4.1 Adjust all edges as necessary using the directional keys and
click Accept.

3.4.2 The system will perform a fine focus and then begin scanning.
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Image Acquisition
In progress...

Time Remaining: 10 minutes 8 seconds

3.4.3 Automated sample scanning.

Frama Numbar: 8 of 175
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3.5 Following control scanning the results should be validated using the defined criteria for cells
spiked at high (CK*DAPI*CD45-APC*) and low (CK*DAPI*CD45 FITC*) concentrations.

3.5.1 Selected control cells

Patient Test | Patient Data | QC Test | QC Data | Set Up | Archive

3.5.1 Click on the Report tab to confirm that the control sample has
passed.
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3.6 Following patient sample scanning the results should be reviewed for captured CTCs using the
defined CTC criteria (CK*DAPI*CD45")

Logout
Psrumant  CTOBO1004 | Oparator. Admin I MaaNast® data button read complete. samola cartridae

3.6.1 Selected CTCs.
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CTC Characterization for User-Defined Markers using the CSS

1. Preparation of User-Defined Markers and Instrument Initialization

1.1 Dilute the antibody of interest using Bond Primary Antibody Diluent to the desired concentration
in a marker reagent cup. Place the marker reagent cup into position 1 in the reagent cartridge and
load the cartridge onto CSS.

1.1.1 Antibody dilution calculations for a 4.0ug/ml working concentration
for 1 sample using CD44-FITC (stock concentration = 0.05ug/ul) as an
example.

1.1.2 Place the marker reagent cup into position 1 in the reagent
cartridge. 19



1.2 Collect blood, prepare samples, and load the preparation instrument as described in the above
Standard CTC Enumeration from Patient Blood Samples using the CSS protocol. To enable
custom marker addition, select User Defined Assay when prompted by the preparation
instrument. Input the marker name and select Save. As samples are loaded onto the, you will
prompted to indicate which should receive custom marker by selecting Yes or No as necessary.

AutoPrep S/N: AP0801008
Operator ID: Admin
Select Marker Test : Prep Date: 2013/06/20
o e cr
b= ; Marker ID:
Run Control:

Batch Size:

1.2.1 Select User Defined Assay and click Next.

AutoPrep S/N: AP0301005
‘ Operator ID: Admin
Select Marker i = 20130620
T User Defined Assay LG
: s |+ A o i
2. Press ENTE i
D:

al:

Enter Marker Name:
e

|cpa4|

1.2.2 Enter the marker name, select Save and click Next.
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AutoPrep S/N: AP0801005

Operator ID: Admin
Run Marker Test? ——
1. Press ENTER for YES or
2. Use arrows to select NO.

3. Press Enter to continue.

Cartridge 1D Sample 1D
01182437 1250000135
Position 1 Loaded.
Run Marker test on
this sample?

1.2.3 When prompted indicate which samples should receive
custom marker by selecting Yes or No as necessary.
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2. Sample Scanning of User-Defined Markers on the Analysis Instrument

2.2 Load a sample onto the analysis instrument and select the Setup tab. To initialize the FITC
channel, select CellSearch CTC as the Kit ID under the Test Protocols section. From this menu,
select CTC Research, click the Edit button and set the exposure time as desired. It is
recommended that an exposure time of 1.0sec not be exceeded when using the CSS CTC kit as
this can increase bleed-through into other fluorescent channels utilized for CTC identification.

Patient Test | Patient Data | QC Test | QC Data | SetUp | Archive

Toperator Tabie settings R

m

O Ejectovo |

2.2.1 Select the Setup tab.

= T L —

Test Protocols

Kit ID:

Protocel Name CellCapture™ CTC

e N TR CellSearch® CTC
CellSearch® CXC
CellTracks® CMC
Endothelial Cell

2.2.2 Select CellSearch CTC.



Test Protocols

LU A E CellSearch® CTC 5

Protocol Name Marker ID
|ICTC EGFr Standard

| Exposure [}
0.8 [

2.2.3 Select CTC Research and click Edit

2.2.4 Select exposure time and click Save.
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Adaptation of the Standard CSS Protocol for use in Pre-Clinical Mouse Models

5. Scanning of Manually Separated Samples on the Analysis Instrument

5.2 Load the sample onto the analysis instrument and select the Setup tab. Clear any existing data on
the magnetic device data button by clicking the Format Sample button. Enable the FITC channel
and set the exposure time to 1.0 sec as described in section 2.2 of the CTC Characterization for

User-Defined Markers using the CSS.

Patient Test | Patient Data | QC Test | QC Data | Set Up | Archive

Toperator Taie settings RN

Format Sample
s
Format Verification

5.2.1 Select the Setup tab and click on Format Sample.
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5.3 Click on the Patient Test tab and select Edit to input the sample information. Select CellSearch
CTC as the Kit ID and CTC Research as the Test Protocol. Input the remaining necessary
information as indicated as the asterisk. Save the sample information and click Start.

batient Test | Patient Data | QC Test | QC Data | Set Up | Archive

Operator ID:
Serlal #:
Scan Date:
Scan Time:
Comments:

Cartridge ID:
Marker 10:

Marker Lot:
[
Regulatory Status:

O Electovn | i1

About |, Systemiog | Logout |= |¢ tamp | Lamp Hours

5.3.1 Select the Patient Test tab and select Edit.
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5.3.2 Select CellSearch CTC as the Kit ID and CTC Research as the
Test Protocol. Click Save.
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