For veterinary use only
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cCortisol

FOR THE QUANTITATIVE
MEASUREMENT OF CORTISOL
CONCENTRATION IN CANINE SERUM
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Intended Use

The Vcheck cCortisol is an in vitro diagnostic test kit for the quantitative measurement
of cortisol concentration in canine serum. Cortisol is one of steroid hormone in a
glucocorticoid hormone group that are important in the regulation of metabolism.
Cortisol is excreted in the adrenal glands in response to stress or low blood sugar
concentrations. The Vcheck cCortisol can be used to assist in the monitoring of cortisol
related diseases. The Vcheck cCortisol is designed to be used only by veterinarians.

Principle

The Vcheck cCortisol Test kit is a fluorescent immunoassay for the quantitative
measurement of canine cortisol concentration. The Vcheck cCortisol Test is based on the
competitive immunoassay method. When the specimen is deliverd to the sample hole
of the test device, cortisol in the specimen and fluorescence micro particles conjugated
to cortisol-BSA in conjugate pad migrates along the nitrocellulose membrane. Cortisol
in the specimen competes with the Cortisol-BSA for binding sites of the anti-cortisol
antibodies coated on the membrane. The density of the test line is inversely proportional
to the canine cortisol concentration in canine serum. The BIONOTE Vcheck Analyzer
reads the density of the test line and calculates the cortisol concentration from the
calibration curve data. The control line is a reference line that indicates the test has been
performed correctly.

Materials provided

Reagent 10 Tests/Kit
(®  Vcheck cCortisol Test device 10
@  Assay diluent tube 10
(3  Disposable pipette tip 20
@  Instructions for use 1

Materials required, but not provided

1. BIONOTE Vcheck Analyzer
2. 50 pipette
3. 100 pd pipette

Storage and Stability

1. Store the test kit at 2~8°C. DO NOT FREEZE.
2. Do not store the test kit in the direct sunlight.
3. Thetestkit s stable until the expiry date that is marked on the package label.
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Precautions
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The test kit is for canine use only. Do not use for other animals.

The test device is sensitive to humidity and heat. Perform the test immediately
after removing the test device from the foil pouch.

Do not reuse test components.

Do not touch the membrane in the result window of the test device.

Do not use the test kit beyond the stated expiry date marked on the label.

Do not use the test kit if the pouch is damaged or the seal is broken.

Do not mix components from different lot numbers, the components in this kit
have been quality control tested as a standard batch unit.

All samples should be handled as being potentially infectious. Wear protective
gloves while handling samples. Wash hands thoroughly afterwards.
Decontaminate and dispose of all samples, used kits and potentially contaminated
materials safely in accordance with national and local regulations.

It is recommended to use a plain tube for sample collection. Test results cannot be
guaranteed for anything other than the recommended tubes.

Collection and Preparation of Sample

1.

2.

Canine serum should be used with this test. A method for preparing the serum is
as follows.

[Serum] Collect the whole blood into a blood collection tube containing NO
anticoagulant. Allow to settle for 30 minutes for blood coagulation and then
centrifuge to obtain a serum supernatant.

If serum samples are not tested immediately, they should be refrigerated at 2~8°C
and used within 7 days. For longer storage, serum can be frozen (-20°C or colder).
Frozen samples should be brought to room temperature (15~30°C) prior to use.

Test procedure

1.

2.

Allow all kit components and sample to reach room temperature (15-30°C) prior
to testing.

Test result can be measured by four available testing procedures, “Single test”,
"ACTH ST", "LDDST", or "HDDST". Users can select one of the test procedures
depending on the situation.
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[Single test ]

Incubate and Read

1. Turn on V200 Analyzer and select
[Standard Test].

2. Type Operator ID and Patient ID or select
[Direct] button.

3. Remove the test device from the foil
pouch. Once the “Insert Device” is
displayed in the screen, insert the test
device.

4. After finishing "Device Checking", select
[Single Test] of the four modes displayed
on the screen.

5. Use a 50 pf pipette to draw 50 pf of

the sample and add to the assay diluent
tube (125 p2). Then, Mix the sample with
diluent by pipetting for 5~6 times.

'
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Select the [Incubate and Read]. Then,
incubate sample mixture prepared in step
“5." for 10 minutes at room temperature
(15~30°C).

10 seconds before the end of the
incubation phase, the V200 analyzer will
sound the alarm.

When [Apply sample & Start] displayed on
the screen of the V200 Analyzer, draw 100
pe of incubated sample using a 100 ¢
pipette, add 100 pf of incubated sample
into the sample hole of test device, and
press [START] button immediately.

Caution: If the time to press [START]
button is delayed, it may affect the test
result.

The V200 analyzer will display the test
result on the screen after 10 minutes
reading.

Remove the test device.

Read immediately

Use a 50 pf pipette to draw 50 pf of
the sample and add to the assay diluent
tube (125 ). Then, Mix the sample with
diluent by pipetting for 5~6 times.
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2. Incubate sample mixture prepared in step 7 \
“1.” for 10 minutes at room temperature | 10

(15~30°C). \_/ min.

3. While incubating, Turn on V200 Analyzer
and select [Standard Test].

4. Type Operator ID and Patient ID or select
[Direct] button.

5. Remove the test device from the foil
pouch. Once the “Insert Device” is
displayed on the screen, insert the test
device.

6.  After finishing "Device Checking", select
[Single Test] of the four modes displayed
on the screen. Then, touch the [Read
Immediately].
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7. After incubating the sample mixture for
10 minutes, add 100 p? of incubated
sample into the sample hole of test device
using a 100 pd pipette and press [START]
button immediately.

*

Caution: If the time to press [START]
button is delayed, it may affect the test
result.

8. The V200 analyzer will display the test
result on the screen after 10 minutes
reading.

9. Remove the test device.

[ACTHST]

1. Turn on V200 Analyzer and select
[Standard Test].

2. Type Operator ID and Patient ID or select
[Direct] button.

3. Remove the test device from the foil
pouch. Once the “Insert Device” is
displayed in the screen, insert the test
device.
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4. After finishing “Device Checking”, select
[ACTH ST] of the four modes displayed on
the screen.

Pre-ACTH sample and add to the assay
diluent tube (125 pf). Then, mix the
sample with diluent by pipetting for 5~6
times.

5. Use a 50 pl pipette to draw 50 pf of the
)

6.  Select the [Incubate and Read]. Then,
incubate sample mixture prepared in step
“5."” for 10 minutes at room temperature
(15~30°C).

10 seconds before the end of the
incubation phase, the V200 analyzer will
sound the alarm.

*

7. After incubating the sample mixture for
10 minutes, add 100 pf of incubated
sample into the sample hole of test device
using a 100 p? pipette and press [START]
button immediately.

*

Caution: If the time to press [START]
button is delayed, it may affect the test
result.
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When [Incubate Post-ACTH sample]
displayed on the screen, draw 50 p£ of Post-
ACTH sample using a 50 £ pipette and add
it into assay diluent tube (125 u£). And then,
mix the sample with diluent by pipetting
for 5~6 times and incubate at room
temperature (15~30°C) for 10 minutes.

Caution: The figure on the screen is
reading time for Pre-ACTH sample. To
measure correct incubation time of Post-
ACTH sample (10 minutes), it is highly
recommended to use a separate timer.

When the test is completed, “Eject Device”
will display on the screen. Then, remove
the used test device and insert the new
device (Post-ACTH Device).

Using a 100 u? pipette, add 100 pf of 10
minutes incubated sample in step “8.”
into the sample hole of test device and
press [START] button immediately.

Caution: If the time to press [START] button
is delayed, it may affect the test result.

The V200 analyzer will display the test result
on the screen after 10 minutes reading.

Remove the test device.

®
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* If you have cancelled test in the middle of above steps, please select [Standard
Test] to continue or find the test result from [Review] in main menu.

[LDDST] or [HDDST]
*The test procedures of [LDDST] and [HDDST] are the same.

1. Turn on V200 Analyzer and select
[Standard Test].

2. Type Operator ID and Patient ID or select
[Direct] button.

3. Remove the test device from the foil
pouch. Once the “Insert Device” is
displayed in the screen, insert the test
device.

4. After finishing “Device Checking”, select
[LDDST] or [HDDST] of the four modes
displayed on the screen.

5. Usea 50 pf pipette to draw 50 pf of the
pre-dexamethasone sample and add to
the assay diluent tube (125 pf). Then, mix
the sample with diluent by pipetting for
5~6 times.
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Select the [Incubate and Read]. Then,
incubate sample mixture prepared in step
“5.” for 10 minutes at room temperature
(15~30°C).

10 seconds before the end of the
incubation phase, the V200 analyzer will
sound the alarm.

After incubating the sample mixture,
add 100 p& of incubated sample into
the sample hole of test device using a
100 pf pipette and press [START] button
immediately.

Caution: If the time to press [START]
button is delayed, it may affect the test
result.

When [Incubate Post-4H sample]
displayed on the screen, draw 50 p¢ of
4-hours post-dexamethasone sample
using a 50 p€ pipette and add it into assay
diluent tube (125 p2). Mix the sample with
diluent by pipetting for 5~6 times and
incubate at room temperature (15~30°C)
for 10 minutes.

Caution: The figure on the screen is
reading time for pre-dexamethasone
sample. To measure correct incubation
time of Post-4H sample (10 minutes), it is
highly recommended to use a separate
timer.

"o ==
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9. When the test is completed, “Eject Device”
will display on the screen. Then, remove
the used test device and insert the new
device (Post-4H Device).

10.  Using a 100 p? pipette, add 100 u? of 10
minutes incubated sample in step “8.”
into the sample hole of test device and
press [START] button immediately.

*

Caution: If the time to press [START]
button is delayed, it may affect the test
result.

11. When [Incubate Post-8H sample]
displayed on the screen, draw 50 p¢ of
8-hours post-dexamethasone sample
using a 50 u pipette and add it into assay
diluent tube (125 pf). Mix the sample
with diluent by pipetting for 5~6 times
and incubate at room temperature (15~30 =10

°C) for 10 minutes. - |

®

|| min.

*

Caution: The figure on the screen is
reading time for Post-4H sample. To
measure correct incubation time of Post-
8H sample (10 minutes), it is highly
recommended to use a separate timer.

Vcheck cCortisol



*

When the test is completed, “Eject Device”
will display on the screen. Then, remove
the used test device and insert the new
device (Post-8H Device).

Add 100 pf of 10 minutes incubated
sample in step “11.” to the sample hole
of test device using a 100 2 pipette and
press [START] button immediately.

Caution: If the time to press [START]
button is delayed, it may affect the test
result.

The V200 analyzer will display the test
result on the screen after 10 minutes
reading.

Remove the test device.

* If you have cancelled test in the middle of above steps, please select [Standard

Interpretation of the Result

1.

2.

Test] to continue or find the test result from [Review] in main menu.

Read the concentration value of canine cortisol appearing on the display of the

BIONOTE Vcheck Analyzer (1~ 30 pg/dL).

If "l 1 pg/dL" appears on the display, it means the concentration of canine

cortisol in the specimen is less than 1 pg/dL.
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3. If" 7T 30 pg/dL" appears on the display, it means the concentration of canine
cortisol in the specimen is greater than 30 pg/dL.

4. 1 pg/dL is equal to 27.59 nmol/L.

5. Ifthe [Invalid] result appears on the screen, a retest shall be carried out.

[ ACTH stimulation Test ]

Pre-ACTH Interpretation Post-ACTH Interpretation
If Pre- and post-
If Pre- and post-ACTH
<2pg/dL : 5{;?3?”'&31& <2pg/dL results are <2 g/
are consistent with hdL’ consistent V.V'.th
hypoadrenocorticism ypoadrenocorticism
2-6 pg/dL Normal 2-6 pg/dL Equivocal
6-18 pg/dL Normal
18-24 pg/dL Equivocal
Consistent with
> 24 pg/dL hyperadrenocorticism

[ Low-Dose Dexamethasone Suppression Test ]

4-hour cortisol level

8-hour cortisol level

Interpretation

- <1pg/dL Normal
1-1.4 pg/dL 1-1.4 pg/dL Equivocal
>1.4 pg/dL and >1.4pg/dL and Consistent with

>50% of baseline

>50% of baseline

Hyperadrenocorticism

<1.4pg/dLor
<50% of baseline

>1.4pg/dL and
>50% of baseline

Consistent with PDH

> 1.4 pg/dLor
>50% of baseline

>1.4pg/dL and
<50% of baseline

Consistent with PDH

<14 pg/dLor
<50% of baseline

>1.4pg/dL and
<50% of baseline

Consistent with PDH
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[ High-Dose Dexamethasone Suppression Test ]

4-hour cortisol level

8-hour cortisol level

Interpretation

<1.4pg/dLor
<50% of baseline

> 1.4 pg/dL and
>50% of baseline

Consistent with PDH

> 1.4 pg/dL and
>50% of baseline

<14 pg/dLor
<50% of baseline

Consistent with PDH

<1.4pg/dLor
<50% of baseline

<1.4pg/dLor
<50% of baseline

Consistent with PDH

> 1.4 pg/dL and
>50% of baseline

> 1.4 pg/dL and
>50% of baseline

Additional testing required
to differentiate PDH from

ATH

Specificity

The specificity of the Vcheck cCortisol was determined by studying the cross-reactivity
of compounds whose chemical structure or concurrent usage may potentially interfere

with the Vcheck cCortisol.
Compound ofc:;f(?:;ra:;:l) Cross (%)
Aldosterone 1000 <1%
Corticosterone 400 5.29 %
Cortisone 400 6.12%
Fludrocortisone acetate 1000 <1%
17a-Hydroxy progesterone 400 1.02%
6a-Methyl prednisolone 200 17.94 %
Prednisone 16 1.05 %
Prednisolone 8 27.7%
Estrone 500 <1%
Progesterone 400 <1%
21-Deoxycortisol 500 7.12%
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Screen messages and Trouble shooting

Error message

Error description

Contaminated

The test device is damaged or inserted improperly.
Solution: Discard the test device and retest with a new test device

Device .
and a new specimen.
An insufficient amount of blood has been applied.
Insufficient Solution: Retest with a new test device with enough specimen,
Sample ensuring that blood is placed in to the narrow channel in the top

edge of the test device.

Expired Device

The test devices are expired.
Solution: Retest with a new test device that is not expired.

The environmental temperature is above or below the operating
range of the analyzer.

Temperature . .

Error Solution: Move to an area in the acceptable temperature range for
the analyzer and perform the test. Do not heat or cool the analyzer
artificially.

Printer The communication between analyzer and barcode or printer has

Connection Fail

failed.
Solution: Reconnect the analyzer and external device. If the error
continues after turning ON/OFF the analyzer, please contact

Barcode E )
arcode trror BioNote, Inc.
Extremely The measurgd total hemoglobin is out gfthe range of 7 to 23 g/dl_..
High Total Solution: This error occurs when a specimen has a total hemoglobin
W :1 tobin in the abnormal range. If the error continues after turning ON/OFF
emoglobi the analyzer, please contact BioNote, Inc.
The test is invalid.
Result: Solution: Retest with a new test device and a new patient specimen.
Invalid If the error continues after turning ON/OFF the analyzer, please
contact BioNote, Inc.
T The calibration is overdue.
Calibration . . .
Solution: If the error continues after turning ON/OFF the analyzer,
Overdue X
please contact BioNote, Inc.
Not Supported A test.dewce that is not supported by the qnalyzer has been loaded.
. Solution: Check whether the test device is manufactured by
Device .
BioNote, Inc.
Internal error has occurred.
EEE Solution: If the error continues after turning ON/OFF the analyzer,

please contact BioNote, Inc.
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4) 1pg/dL2 27.59 nmol/L1t SLBILICY.

5) Invalid 237t LI = 22 HAIHS sdeLict

[ACTH A2 MY ]

Pre-ACTH oA Post-ACTH ]
Pre;&fgﬁ”” Pre-, post-ACTH 21}
= =T =] =] 0|5t AL
2O g ygdiosa ge | 200 STAN IS B2
SULHTISHSIS TeTEfeTTe
2-6 pg/dL A 2-6pg/dL g2y
6 - 18 pg/dL o
228, 2NIEY|S
18-24pgfdl | Sz s gele
S| SETE
> 24 pg/dL T l,;m o]
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@ (LDDST) |

4-hour cortisol level = 8-hour cortisol level Lk
- <1pg/dL kS
1-1.4 pg/dL 1-1.4 pg/dL g2y
> 1.4 yg/dL 0|2, > 1.4 pg/dL 0|1, SAIEI|sETE
>50% of baseline >50% of baseline At Yx|
<14 pg/dL EE > 1.4 pg/dL 0|1, st H| o =2
<50% of baseline > 50% of baseline SMIEY|5YES (PDH)
> 1.4 yg/dL = > 1.4 pg/dL ol @, PDH
>50% of baseline <50% of baseline
<1l4pg/dL EE > 1.4 yg/dL 0|1, PDH
< 50% of baseline < 50% of baseline
[ 25 x SAtHERS 24H| AlE (HDDST) |
4-hour cortisol level =~ 8-hour cortisol level Lk
<14 pg/dL == > 1.4 yg/dL 0|3, PDH
<50% of baseline >50% of baseline
> 1.4 pg/dL 0|2, <l4pg/dLEE PDH
>50% of baseline <50% of baseline
<l4yg/dL E= < L4 pg/dL E= PDH
<50% of baseline < 50% of baseline
> 1.4 yg/dL 0|3, > 1.4 yg/dL o|m, PDHe ATH 22
>50% of baseline >50% of baseline ot 7t AA EHR
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1) el HFIErg o0t AgBILICY

2) 2 A2 2-g°COIA HR0| LR HEOR, AHS Al IIEN EHE 2F A2
A2 (15-30°C)0f £23] HSAIZ 3 S HHSES BHLICE

3) 22 30 Blo|A% 7)o =EE MBC 450 Mot 4 Y002 Ag
K0 3R, HE S 102 Olufol AFBELILE.

4) WIEA| 2 FHDCE Eohol 1818 THES ASELIC,

5) A ClfO| A0l EAIE L BHzlolg A0 Sixl SO NFFQ HELS AA
Zojo| IL 018 2 ABLC

6) ZHO| #7Jt HOIILE SHO| Uojut AN BHH BII} Lier 4
2looE 0| 228 EHE ASSHTS SLict,

7) #H A Al Plain tube A82 HFHLICL I £ oj9ol He
ABZNE 258 & glBLC,

8) M (50 pt) I B8 AIZ (102)8 T4l @2 22, ZUE HaAY 4

gLt

9) AP 7I2t0] HTfSt Ao ALGSHR| QBLICE,

10) ZA= 0XSl BOJ2IALY M 2RO MO SIBAS WD oD HZof
Fooln, 4 JHse 2ol 1 Aol 2slg FYS AN 1 T 28
20| MesLct.

11) 0] AI83 1 7SS 121°Co14 158 014 18t 57| H@st0f H[gLic.

12) & M= 7 Cortisolo] et 240| Hek SO TOIE AGOR BT
NAT WHOD WS 912 4 9oL}, HCH U UAAZ Dot HAT A
LZRAON A01Z 22 4 QLIC,

13) H2 29N 2 HBO Fot U CI2 A ket Y 20| 2t HF
FIEHS it BiLict.

14) BIONOTE E0[|H|3 £A47|& 15~30°COHIM AtSS HEELICh

HELE A AT
FENE  AZ R CRES Mg HD
= f=3 ~8°C. 2E 2! QH|IE=

ZAFE CjbjolA RIS 2k 2~8°C, 23 12 702 AHZE

= s 22 oty - SIS
=2 2L )~ =) 2l =3
2|3 Aot RS 2 2~8°C, 28 12 702 M Z
e 22 otg - SIS
*HAPIEE YSHBT| YES Tl
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=

2ol 8 ZX Mg

2F HAX| siol 2 55 A1
HAEJ} QE5HK| %2
bevice K| A D ME2 Cibfo|A 32 M2 @ AKE olgstol
THHAL S 77| CEA] A|ZH
AALE| E|H|-O|A A2 9 EEES C|HO|A At
[ iy 2 9l XXt Ao
CONTAMINATED ZK| Areh: M2 C|HHO|AS 0| 23t0] CHA| ZAt
SAMPLE NOT AN MY RE
DETECTED TA| AR MZS ClHO| A LIS oko| HKHZ H8
CldtolA R 7|6t0] X[
EXPIRED ZX| AL RmIleto] XILEX @2 M ClHOlAS 0|83t
CRAL A
7|7 Z2 C|Hi0|AS| 2E7} IIS LLt =2 ZHS
TENPERATRE  ZX| APSH @ 77| 32 ClHi0|AS A2o| HEAZ
OIFH|0| Mt & ZA}
717|7} C|HIO| A HIREZ QJX| 28t
BARCODE FA| MEE: 77| CHAL AR
DEVICE 71717} CIHIO| AZ ZEX|SHR| 2t
TA| AFBE: CIHIO|A ChA| 4491 S 7|7| ChA] Al
PC 71717t PCE ZX|3HX| 28t
EK| AFgH: PC CHA| ®1Z 9 7|7| CRA| AR
71717t 9| & T2IEE HA[3HX| =8
PRINTER ZK| AFSH: Q5 mRIE| ChA| 2 G 7|7| CHA| AIZ}
LHE A|AEI B2
EEE ENEN=TREY|

XK AFE: 7|7| CRA] AJEE
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2F HAIK] glol ol x| Atst
Contaminated ~ &AEl CIHIO|A AFS S 2B C[HIO|A &)
Device EX| AFEH MER ClHRo|A 22 M2 ZHIE 0I&8310] CHA| At
Insufficient P2ps (RS PSRk
Sample ZX| Abe: B0 2o HHZ A CIHIO|AE 0|86t CHA| Z{At

. R C|HIO|A 27|38t XLt
Expired Device |ufol 2 £27| O:D

ZA| M R27/0t0] XILEX| 852 M TIHFO[AE 083104 THA| ZAt

Temperature  7|7| 22 C|H[O|AS| 27} 0| KoL} £2 HS
Error EX Mg 7|7 52 CHI0|AE A-20f HFA|ZH QIFH| 0| M3 = HA
Printer 71717t Q8 m2IE{E ZX|3IX| 28
Connection Fail X AFgH: |2 Z2IE| HHZ 3! 77| ChA| A|Z}
7|77t HIEEE AHX| Z&
Barcode Error K| AFSH: 7|7) CHA] AJEF
Extremely E£HE £ ¢RI 2HI9| £X|7} 7 g/dL 0|4 23 g/dL o8} HZ

High Total HolLl= 49
Hemoglobin ZX| AFEH: 77| CRA| AR

HAET R251% ok

Resutt B M3 M2 CHf0|A 22 W22 HH|E 0|23t
nvat THZAF 2 7|7] CRA] AlZE

Calibration ZnH 7|sto| x|t

Overdue ZX| AFEE: 7|7] CEAl AR

Not Supported  7|7|7} X|2/8}X| Q= C|HO|A
Device ZX| AFgt: BIONOTEOIA HIZ=E! C|H}O|AQIX| &l

Lt A AR 2

EEE EX| AFBH: 717] CHA| AJRH
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