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. BACKGROUND

Granzyme B is a member of the granzyme family of serine proteases found
specifically in granules of cytotoxic T lymphocytes (CTL) and natural killer (NK) cells
(1, 2). Granzyme B plays an essential role in granule-mediated apoptosis utilizing the
substrates in this pathway, such as Caspase 3, Caspase 8 and Bid (3, 4). Recent
research indicates expanded Granzyme B functionality to include extracellular roles
along with its classical pro-apoptotic function. It has been found that Granzyme B is
an important mediator of skin injury, repair and inflammation through extracellular
substrates including Laminin, VE-Cadherin, Fibronectin and the proteoglycans

Aggrecan and Decorin (3, 4).

As one of the five Granzymes (A, B, H, K and M) identified in the human genome,
Granzyme B (32 kDa) is the most widely researched in terms of its biological function
and its utility in health and disease (4, 5). It is synthesized as a precursor (247
residues) with a signal peptide (residues 1-18), a pro-peptide (residues 19-20), and a

mature chain (residues 21-247) (6-8).

Once inside granules, Granzyme B is fully processed into the mature chain and
becomes an active protease when the pro-peptide, Gly-Glu is removed from the
N-terminus by cleavage with Cathepsin C (9). The protease activity of Granzyme B is
tightly controlled by Serpin B9/ Protease Inhibitor 9 (9). The amino acid sequence of
human Granzyme B is 71%, 69%, and 68% identical to its canine, rat, and mouse

counterparts, respectively.

Granzymes have been shown to modulate inflammation, and Granzyme B plasma
levels have been found higher with atopic dermatitis and psoriasis when compared to
healthy controls. This is in contrast to Granzyme A plasma levels which remain
unchanged (10). Serum from patients with Crohn’s disease have significantly higher

Granzyme B levels than controls (11).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Granzyme B has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human Granzyme B
present is bound by the immobilized antibody. After washing away any unbound
substances, a biotinylated detection antibody specific for human Granzyme B is
pipetted into the wells. After washing away any unbound substances,
Streptavidin-HRP is pipetted into the wells. Following a wash to remove any unbound
reagent, TMB substrate solution (Chromogenic agent) is added to the wells and color
develops in proportion to the amount of human Granzyme B bound in the initial step.

The color development is stopped, and the intensity of the color is measured.
B. LIMITATIONS OF THE PROCEDURE

® FOR RESEARCH USE ONLY NOT FOR USE IN DIAGNOSTIC PROCEDURES.
® This kit is suitable for cell culture supernate, human serum.

® The kit should not be used beyond the expiration date on the kitlabel.

® Do not mix or substitute reagents with those from other lots or sources.

® |f samples generate values higher than the highest standard, dilute the samples

with Calibrator Diluent (1x) and repeat the assay.

® Any variation in operator, pipetting technique, washing technique, incubation time

or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)

Three samples were tested twenty times on one plate to assess intra-assay precision.

Inter-assay Precision (Precision between assays)

Three samples were tested in twenty separate assays to assess inter-assay

precision.
Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 71.0 2422 | 1026.2 71.4 2499 | 1035.1
Standard Deviation 3.0 7.7 39.2 3.3 15.3 41.8
CV% 4.2 3.2 3.8 4.6 6.1 4.0
B. RECOVERY

The recovery of human Granzyme B spiked to different levels throughout the range of
the assay in cell culture media was evaluated. The recovery ranged from 101.6 to

115.0% with an average of 106.5%.

The recovery of human Granzyme B spiked to different levels throughout the range of
the assay in human serum was evaluated. The recovery ranged from 83.7 to 112.6%

with an average of 100.2%.
C. SENSITIVITY
The minimum detectable dose (MDD) of human Granzyme B is typically less than 3.9

pg/mL.

The MDD was determined by adding two standard deviations to the mean optical
density value of twenty zero standard replicates and calculating the corresponding

concentration.



D. CALIBRATION

This immunoassay is calibrated against a highly purified NSO-expressed recombinant

human Granzyme B produced at R&D Systems.
E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human Granzyme B and diluted with Calibrator Diluent (1x) to

produce samples with values within the dynamic range of the assay.

Dilution Average % of Expected Range (%)
1:2 97.8 85.3-107.2
1:4 102.6 92.4-116.3
1:8 104.8 93.4-126.1
1:16 103.7 91.6-117.8

F. SAMPLE VALUES

Serum - Five human serum samples were evaluated for the presence of human
Granzyme B in this assay. All samples measured less than the lowest human
Granzyme B standard, 39.1 pg/mL.

G. SPECIFICITY

The following factors prepared at 50 ng/mL were assayed and exhibited no
cross-reactivity or interference.

Recombinant human

FGF R1 B (llic)/Fc Chimera

Granzyme A

Granzyme H

Notch-1/Fc Chimera

A sample containing 3.1 ng/mL of recombinant mouse Granzyme B reads as 94

pg/mL (3.0% cross reactivity).



IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

pg/mL OD  Average Corrected
0.059

0 0.060 -
0.060
10°¢ 0.208
39.1 ’ 0.209 0.170
0.210
£ ® 0.354
z 78.1 ’ 0.359 0.300
g 0.364
1
= 0.641
§= 156.3 0.650 0.646 0.586
1.185
F- 3125 1.200 1.193 1.033
0.1 ' : ' 1.922
10 100 1000 10000 625 1964 1.943 1.784
Human Granzyme B Concentration (pg/mL) .
1250 2590 2.596 2.537
2.602 ’ ’
2.896
2500 2.901 2.842
2.906




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8 wells)
Human Granzyme B ) . .
, coated with a goat antibody against human | 1 plate
Microplate
Granzyme B.
Recombinant human Granzyme B in a buffered
Human Granzyme B _ - . .
protein base; lyophilized. Refer to the vial label for | 2 vials
Standard I
reconstitution volume.
Human Granzyme B Biotinylated Granzyme B antibody, Iyophilized. 1 vial
Detection Antibody Refer to the vial label for reconstitution volume.
. . A 4x concentrated buffered diluent used to dilute .
Calibrator Diluent (4x) 1 vial
standard and samples.
Detection Antibody A 4x concentrated buffered diluent used to dilute 1 vial
Vi
Diluent (4x) Detection Antibody.
Streptavidin-HRP B 40x  Streptavidin  conjugated to horseradish 1 vial
Vi
(40%) peroxidase.
. A 10x concentrated buffered protein base used to .
Reagent Diluent (10x%) , 1 vial
dilute HRP.
Wash Buffer A 25x concentrated solution of buffered surfactant 1 vial
Vi
Concentrate (25x%) with preservatives.
TMB Substrate TMB ELISA Substrate Solution 1 vial
Stop Solution 2 N sulfuric acid. 1 vial
Plate Sealers Adhesive strip. 3 strips




B. STORAGE

Unopened Kit

Store at 2-8 °C. Do not use past kit expiration date.

Opened/
Reconstituted
Reagents

Streptavidin-HRP B

Diluted Wash
Solution

TMB Substrate

Stop Solution

May be stored for up to 1 month at 2-8 °C.*

Prepare a fresh stock solution for each

Standard assay. Use within 4 hours and discard
after use.
) ) Aliquot and store for up to 1 month at-20 °C in
Detection Antibody

a manual defrost freezer. *

Reagent Diluent
(10x)

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Reagent Diluent (1x).
Prepare fresh for each assay.

Calibrator Diluent
(4x)

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Calibrator Diluent
(1x). Prepare fresh for each assay.

Detection Antibody
Diluent (4x)

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Detection Antibody
Diluent (1x). Prepare fresh for each assay.

Microplate Wells

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
entire edge of zip-seal. May be stored for up

to 1 month at 2-8 °C.*

* Provided this is within the expiration date of the kit.




OTHER SUPPLIES REQUIRED

Microplate reader capable of measuring absorbance at 450 nm, with the
correction wavelength set at 540 nm or 570 nm.

Pipettes and pipette tips.

Deionized or distilled water.

Squirt bottle, manifold dispenser, or automated microplate washer.

500 mL graduated cylinder.

An incubator which can provide stable incubation conditions up to 37°C +£0.5°C.
PRECAUTION

Some components in this kit contain a preservative which may cause an allergic
skin reaction. Avoid breathing mist.

The Stop Solution provided with this kit is an acid solution. Wear protective gloves,

clothing, eye, and face protection. Wash hands thoroughly after handling.

Granzyme B is detectable in saliva. Take precautionary measures to prevent

contamination of kit reagents while running this assay.



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

Cell Culture Supernates - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at < -20°C. Avoid repeated freeze-thaw
cycles. Samples may require dilution with Calibrator Diluent (1x).

Serum - Use a serum separator tube (SST) and allow samples to clot for 30 minutes
at room temperature before centrifugation for 15 minutes at 1000 x g. Remove serum
and assay immediately or aliquot and store samples at < -20°C. Avoid repeated
freeze-thaw cycles. Samples may require dilution with Calibrator Diluent (1x).

B. SAMPLE PREPARATION

Serum samples recommend a 2-fold dilution. A suggested 2-fold dilution is 100 pL of
sample + 100 uL of Calibrator Diluent (1x). Optimal dilutions should be determined by
the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: High concentrations of Granzyme B are found in saliva. It is recommended that
a face mask and gloves be used to protect kit reagents from contamination.

Wash Buffer (1x) - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL
of Wash Buffer Concentrate (25x) into deionized or distilled water to prepare 500 mL
of Wash Buffer (1x).

Calibrator Diluent (1x) - Use deionized or distilled water to prepare Calibrator Diluent
(1x).
Detection Antibody Diluent (1%) - Use deionized or distilled water to prepare

Detection Antibody Diluent (1x).

Reagent Diluent (1x) - Use deionized or distilled water to prepare Reagent Diluent
(1x).

Detection Antibody (1%x) - Centrifuge briefly before opening. Reconstitution
volume refer to vial label to prepare Detection Antibody (100x). Allow the
Detection Antibody to sit for a minimum of 15 minutes with gentle agitation prior to
making dilutions. Aliquot and store if needed. Dilute to Detection Antibody (1x) with
Detection Antibody Dilute (1x). Prepare at least 15 minutes prior to use.

Streptavidin-HRP B (1x) - Centrifuge briefly before opening. Dilute to the working

10



concentration specified on the vial label using Reagent Diluent (1x).

Human Granzyme B Standard - Centrifuge briefly before opening. Refer to the
vial label for the reconstitution volume®. This reconstitution produces a stock
solution of 5000 pg/mL. Allow the standard to sit for a minimum of 15 minutes with
gentle agitation prior to making dilutions. Prepare a fresh stock solution for each
assay. Use within 4 hours and discard after use.

*If you have any question, please seek help from our Technical Support.

Pipette 300 pL of the appropriate Calibrator Diluent (1x) into each tube. Use the
stock solution to produce a dilution series (below). Mix each tube thoroughly before
the next transfer. The 2500 pg/mL standard serves as the high standard. The
Calibrator Diluent (1x) serves as the zero standard (0 pg/mL).

300ulL 300ul 300ulL 300ul 300ulL 300ulL

— e e U e W

300uL
SII\:IJ;D D ' '
5000pg/mL 2500pg/mL  1250pg/mL 625pg/mL  312.5pg/mL 156.3pg/mL 78.1pg/mL 39.1pg/mL

D. TECHNICAL HINTS

® When mixing or reconstituting protein solutions, always avoid foaming.

® To avoid cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions. Also,
use separate reservoirs for each reagent.

® |tis recommended that the samples be pipetted within 15 minutes.

® To ensure accurate results, proper adhesion of plate sealers during incubation
steps is necessary.

® TMB substrate should remain colorless until added to the plate. Keep TMB
substrate solution protected from light. TMB substrate solution should change
from colorless to gradations of blue.

® Stop Solution should be added to the plate in the same order as the TMB
substrate solution. The color developed in the wells will turn from blue to yellow
upon addition of the Stop Solution. Wells that are green in color indicate that the
Stop Solution has not mixed thoroughly with the TMB substrate.

11



VII.ASSAY PROCEDURE

Bring all reagents and samples to room temperature before use. It is

recommended that all samples and standards be assayed in duplicate.

Note: High concentrations of Granzyme B are found in saliva. It is recommended that

a face mask and gloves be used to protect kit reagents from contamination.

1.

2.

10.

11.

Prepare all reagents and working standards as directed in the previous sections.

Remove excess microplate strips from the plate frame, return them to the foil

pouch containing the desiccant pack, and reseal.

Add 100 pL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at 37°C. A plate layout is provided for a
record of standards and samples assayed. (Samples may require dilution. See

Sample Preparation section.)

Aspirate each well and wash, repeating the process three times for a total of four
washes. Wash by filling each well with Wash Solution (400 uL) using a squirt
bottle, manifold dispenser, or autowasher. Complete removal of liquid at each
step is essential to good performance. After the last wash, remove any remaining
Wash Buffer by aspirating or decanting. Invert the plate and blot it against clean
paper towels.

Add 100 uL of the Detection Antibody (1x) diluted in Detection Antibody Diluent

(1x) to each well. Cover with a new adhesive strip and incubate 2 hours at 37°C.
Repeat the aspiration/wash as in step 4.

Add 100 uL of the working dilution of Streptavidin-HRP B to each well. Cover the
plate and incubate for 20 minutes at 37°C. Avoid placing the plate in direct
light.

Repeat the aspiration/wash as in step 4.

Add 100 pL of TMB Substrate to each well. Incubate for 20 minutes at 37°C.
Avoid placing the plate in direct light.

Add 50 uL of Stop Solution to each well. Gently tap the plate to ensure thorough
mixing.
Determine the optical density of each well within 10 minutes, using a microplate

reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570

12



12.

nm. If wavelength correction is not available, subtract readings at 540 nm or 570
nm from the readings at 450 nm. This subtraction will correct for optical
imperfections in the plate. Readings made directly at 450 nm without correction

may be higher and less accurate.
CALCULATION OF RESULTS

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.). Create a standard curve by
reducing the data using computer software capable of generating a
four-parameter logistic (4-PL) curve-fit. As an alternative, construct a standard
curve by plotting the mean absorbance for each standard on the y-axis against
the concentration on the x-axis and draw a best fit curve through the points on the
graph. The data may be linearized by plotting the log of the human Granzyme B
concentrations versus the log of the O.D. and the best fit line can be determined
by regression analysis. This procedure will produce an adequate but less precise
fit of the data.

If samples have been diluted, the concentration read from the standard curve

must be multiplied by the dilution factor.

13
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WURLIFB S 22 Z IR B2 T, K5 0 7E A P PR TR 40 i (CTL) AN AR5 15 (NK) 2 i
(R SURL A o SR RSORE B X T R (1, 2) o RSURE G B RIURL A 5 PR 20 B T i 45 L B
YER, FHRIH @R TR HEY), WCaspase 3, Caspase 8#1Bid (3, 4). i fIWE 7Y &
TRRIEEBIITIRE, KINR 7 A SR T ThResh, SRS ThRE . AT TR I
RUBLEEB AL A3 B KA« B B RAER EZ A o7, Wi shey), aEEREREA.
VER KR H . 4EEER . EHZHRERARBENIZOERREERTERN (3, 4).

WUKLEEB (32 kDa) & NEFERI A 45 ) LA RTRLEE(AL B H. KRIM)Z —, /R
Y57 T R S AR A ERT IR U5 T IR W S B N 2 (4, B). BURLEEB E LLAT 14247 1Mk
VLA G, BARR BE S IR(1-185kEE) . ATk (19-20%k 3 ) Al Bl A HE (21-247 7% 58
M (6-8).

WURLBEB— HLE NRURL Y, U 58 2N TN BGAEE, JF S ATIKGly-Glutl 4H 215 i
CUIFI N £ BRI, BURLEEB ARy —FG R F i (9). MURIBEB ) & B MG 1L 32 22
ZIR B/ I B9 A 45 ] (9). ARURLEEBZ ZEIR 741 40 il 5 Ry KRR
BESIHET1%. 69%168%[m U5 1 .

MR, RURIEE AT 20, SA@ RO IRALAHEL, 1 Bk Rk KRN AR S s S8 1Y
IR BB K - B ey o 3X 5 ML R BEATK AN, LR ROk BEA S PR FFANAE T (10)s
v % TR A8 L URL A B KB s TR R (1)
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SEMEARC I BIRIL E L IEE (streptavidin-HRP) B H . VelkEBRARE A RAE,
IMATMBIEE I CRERD WG S5 &0 HREARIELL: AL HIl
PRSI E WO E
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o DUERHER, AR TARSMEHT

o ZRAIRIE] TR IR EIEREA A S AR
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. %
A. RBHE

AR ARERARE (R4 A [ FLTR] RS R 2D
CANRE I =AFEA, (R AR 70 Ak 200K, DL 5E B A RS

WRIEREFE CR R 8 RS R FE)

CANRE I =AFEA, e R 70 Ak 200K, DL & B R RS

AR B AR IR K B
FEA 1 2 3 1 2 3
SEHIE (pg/mL) 71.0 | 2422 | 1026.2 | 714 | 2499 | 1035.1
b2 3.0 7.7 39.2 3.3 15.3 41.8
CV% 4.2 3.2 3.8 4.6 6.1 4.0
B. ElkZE

FEZRL_E S BEAR T B AALINE ] A ALK 1N Granzyme B, g He[mlUR. [alie
Y5 FEIE101.6-115.0%, VIR FAE106.5%.

76N MLEFEA 45 NG Bl A FIZKSE 9N Granzyme B, il e Fe[EIUCR . RIS
FEl7£83.7-112.6%, “F-HJ[EI % 7100.2%.

C. REUE

A Granzyme Bk rJ 5 & (MDD) —#/hF3.9 pg/mL.

MDD 72 HR45 201> 2 2 2 vH: it £ LRI WRO BEAE B -1 S0 A o 1 22 T R4S B AR A
AR o

D. ®IE

HLELISAR I &4 FHR&D SystemsE 7= INSO4H g 3 1A 1 = 44 F # 2\ Granzyme B
HHTKIE.
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E. &t

ANEHIREA & H B35 NEKE ) N Granzyme B, R FHARAE SRR (1%) REAR
PR B ITE R A, E HZR 1k

Dilution Average % of Expected Range (%)
1:2 97.8 85.3-107.2
1:4 102.6 92.4-116.3
1:8 104.8 93.4-126.1
1:16 103.7 91.6-117.8
F. HAHME

MFEREA - A G AN 7 540 A ML A o Granzyme BT o S FEA ol
EHMRT FflbritEdh, 39.1 pg/mL.

G. FrRriE

1 LR BRI PE ] B0 ng/mL 94 B2 SRASE M 35 A7 W0 4 1) Wi 88 P 58 O BB o

Recombinant human

FGF R1 B (llic)/Fc Chimera

Granzyme A

Granzyme H

Notch-1/Fc Chimera

FA3.1 ng/mLE /) Granzyme BRIFEAKINNE 94 pg/mL (3.0%%8 X V)
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IV. S25%

A vHE B 2% 52
bR BRI ST, BRI I0 N 222 1l LT L AR B A T 2

pg/mL OD  Average Corrected

0 g 0.060 -
0.060
10F 0.208
39.1 ’ 0.209 0.170
0.210
gy o
=z 78.1 0354 0.359 0.300
a 0.364
1
= 0.641
2 156.3 0.646 0.586
g. 0.650
1.185
312.5 1.193 .033
. 1.200 1 1
0.1 ' ' ' 1.922
10 100 1000 10000 625 1964 1.943 1.784
Human Granzyme B Concentration (pg/mL) 3
1250 220 2.596 2.537
2.602 ’ '
2500 2.896 2.901 2.842
2.906
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V. BHEARLK AR

A. RIS H R

HA A g
Human Granzyme B WY EPTA Granzyme B HUiki) 96 L 1 Yok
Microplate HKIGH, 8 FLx12 4%
E (RTHY) » SHEMGPRETE
Human Granzyme B Standard 2; i (R WA 2
Human Granzyme B Detection | “E#)Z L1 Granzyme B £l bifd, % 1 i
Antibody FH¥1, SER SR HEAT R
Streptavidin-HRP B (40x) 40x R4 1) R SR A bRt ) HRP 1
Reagent Diluent (10x%) WA PR FIFRER (10%) FI TH#ifE HRP | 13
WAG IR E SRR (4%) H T WBEd X
Calibrator Diluent (4 ‘ . 1%
(4x) e R
Detection Antibody Diluent WA AT P AM R (4%x) H Tk 196
(4%) RV UEFIREN
Wash Buffer Concentrate . R \
IRAGVER P (25%) 13
(25%)
TMB Substrate TMB ELISA K¥¥ R 106
Stop Solution 2SI 1
Plate Sealers R 39k
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B. AFI &M

ARIFERAAGE | 2-8°CHitfr: HAERNER RN
BRI E-HRP B
Vel (1%)
N — 2-8°Chitfr, % 30 K*
2 1
KR P BRI R IES, R 4 /e fE
H, REZEF
LoRIUETRES Ir%e, -20°CHEfE, % 30 K*
CfIIF, Wikt 2-8°Chiffr, ®% 30 K*
AR | R R (4%

VR A OIS P B e PR £ s v i i AR
ZRINEF

R PUARRRRR (4%)

2-8CH#fF, % 30 K~

THRFUCE T EE RO A (Y 1Rl TR A R
W, ZRIEFR

BIRRER (10%)

2-8°CHififs, % 30 K~

THRFAE e RO 1M, %
RINEF

ER I EITE S

R AR BB T B0 7 A TR A AR P 4R
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I IHE TR A SO A
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. SERFTE H &R A

B (AT E: 450 nm K38 K AR & 540 nm a8 570 nm A% IE I K 1R
1)

TR FE IS S — U Sk

AR E B 1K

Vo (B 2 BeA AR 5 Bhe iRl

500 mL &5

TR TR, IR ORIR E4ERF 37°C£0.5C

. ERFEW

WU & T — S SRR, TRESE SIS B R, SRR o

RS 2B BOR B IEIER, ARSI IRES . Ty A AR IR B 3. (8]
JEARHIRYET -

WE S Granzyme B, 9B BB &R RE TR A S, TR A i
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VI LR %

A. HEmERERT

TR EIEW: BURI N B0 25 Bk SLZIRTIIREA . FEAWCER G & A B R, 744
—UE R, RAET-20°CUKFE N, AR VRl . FEAS T BE 7 2L HIARAE W R
(%) FikE

MEREA: H L& B8 (SST)/r B ILiE . A = IREEE30 8, JR/51000 x g&L
15708t . AU FEAZ G RIZI A TR0, s 7038, -20°CIfra8 F o 8 b S SRRt
FEAT] B 5 2 R PR SRR (1%) ke

B. HAM#EETIE

MIEFEAGE VI PRAE AR (1%) 265 MR 5 #EAT R ill, 514n: 100 pLAEA+100 pL
PRAESO AR (1%) o SRR B2 I e 4 Y P A E

C. KFT#HEETIE

EARERTARABETER

VE: HER A RME ) Granzyme B, K#4i7R, SLRAEHOE, FE,
BEGRWE (1%) « MUKFEH U IR A DRI AT e B 4 e, BT IEEILR: WEER, &
TRIRAT,  FRdh b e VARG AP G R PTR 20Uy 48 P i VR FH 280K Bl 25 25 7K
MREBC I 500mL TARKEM BRI (1%)

PAE AR (1%) « 0 20K B 25 B 1 /KRR R T 1) BROPR TR A AR RV (1%
R (1%) = (FF /K2 B 7 /K MBI ) ks BT AR (1%)
AR (1%) (MK ELE B /KM R i SRR R (1% .

RFLHE (1%) . FFHRATEBRN O . SERUFRRSERE TR, fl&Rls
& (100%) . BEREMmED158, HANEM. WETES R RIS
B (1) Rz irilyiis (%), /DR AT15 0 8 dE %

FEEFME-HRP B (1%) : FF R ATEBRN B0 FHKAIFRIR (1) KRR A K- HRP
B (40x) ikt 2 TAEKE.

AGranzyme BIR#ES: FF a5 BTEBRA 2.0 GTAMER N EBRGRIESERIRE,
13 FIW 45000 pg/mL FrifEdn PR . BRBEBRE 25708, M. bkt
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BEINANE, wR4INARER, ERBEF
A BER, THEWIRATRIEAR S .

5] S AR P I N300 pLARIEE Sh AR (1% o Mg ARvE S BRI S IR R B R SR RS,
TS IR SR AR T 8. 2500 pg/mL/E 1 bnifk 28 B s, bdE b BB
(%) m] FEFRAEM ZF 5 (0 pg/mL)

NS

"E

300ul 300uL 300ul 300ul 300ul 300ulL
300uL ' ' | ' '
~——
. o —
STANDARD
L. ~
5000pg/mL 2500pg/mL  1250pg/mL 625pg/mL  312.5pg/mL 156.3pg/mL 78.1pg/mL  39.1pg/mL

D. HAR/DMRIR

o CHRGEEFERN, R

o ONTBRAZNGY, BHIASFEIRE RS BRI RGN E ek, 5
AIAN TR 73 A FH AN R PR A% YA

o EBASTBIE R BRI B

o RREREERY, I BRI R] ORUESS SR HERA 1

¢ TMBJEMERAE EARETRON T, EBDGIRAE: ARG, TMBIEYR t oGt
AR FSAN [FIER L 1R €

o ZOEWR BRI BRI TMBIEYIVE R _EAOBY — 86 IIANZIERUG, fLABIHE AR
¥ AALAASE, WRBFLABARIRS, ERMRE.
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VI #AE S IR

ERETER A RHNEARE T ERE, BWTA SERRE AR i E A

T

1.
2.
3.

10.
11.

12.

HEWR 5 F BHEHI Granzyme B, JYEEI7H:, SLRATEHOE, FE,

PR — AU, WER U PT A T B AR A ARV

MESP AT A F I A B TR B ALAR,, R A AR ST R AR S A i, BT I
53 VAN [E R P B v AN S REA I NAR N LA, BEFL 100 plo FHERAR g3 s
fL, 3TCHIE 2 /Mit. UBIPIRME T —ik 96 FLEMR A, v H Tid Fhrdk i AR5
FEARRIR NALE; (FEATREREE, VRS WAEAH| &5 7. )

AR PRI 25, 1 FH YR 2 B8 PR 2% 5 E sh PR W LEEAR « 45 FLIN SR 4 400uL,
SRIGHFAR PR 25 . B AR 3 IR, Lk 4 IR BRI B £ 5% A &
BT 1B S206 45 B o B i — URBEIR S5 O, 5 AR N T A VR T B AR (51
TEWR K 48411 T BT A ok B8 WA 5

EFAFLA I 100 uL Bl G Ak iR (1x) o FER S B FL, 37°C
§E 2 /AT

BEHE 4 DU,

TERA AL 100 uL FilELr 4E R e A - HRP B TAEWR . B E T %
MfL, 37CHEE 20 44k, FEEBE;

R 4 DU,

EFAFLA I 100 L TMB JRIE W, 3TCHRE 20 44, HRBDE;
FEFANELA I 50 pl 1B, BRI VAR S350
TONZIEWE 10 0 8h N, A I BEFRACI & 450 nm (G E{E, € 540 nm B
570 nm fE AR IEHE K. R BEKKRIEARTH, L 450 nm 15k 2% 540 nm 5L
570 nm FIEEH . X RS AR IEBEPRAR B G 2A BRI o %A R AE T BLEAE 450 nm
AbHEAT F SR EORT g 2 B e EL S AN UERf 5

TR R AR E AR E LSO EBCP I, AR5 082 F AR T2
OD{f (O.D.) , fHHHHENBMAIEINSEIZE (4-PL) HIZEH0 & 60 2 bRk th 2k
A= ER, Wi H] y M RS PO E S x R R R g
PrRUEm 2R, Hmd B B S e R A i 2k . Bl T LB 22 %)\ Granzyme B
WX 85 O.D.IKIXTHOREMEAL, I H A0l & 28 mT L[5 340 B R Ff 2 « 1%
FE B 72 A R B AE R ARS R IO B 0 & o

U SRAE SR RE, M vhE 22 35 E PR Ik JE 0 2T LA T 135
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