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. BACKGROUND

Interleukin-10 (IL-10), also known as cytokine synthesis inhibitory factor (CSIF), is the
charter member of the IL-10 a-helical cytokine family that also includes IL-19, IL-20,
IL-22, IL-24, and IL-26/AK155 (1-3). IL-10 is secreted by many activated
hematopoietic cell types as well as hepatic stellate cells, keratinocytes, and placental
cytotrophoblasts. Whereas human IL-10 is active on mouse cells, mouse IL-10 does
not act on human cells (4, 5). Mature human IL-10 shares 86% amino acid sequence
identity with equine IL-10 and 72%-80% with bovine, canine, feline, guinea pig, mouse,
ovine, porcine, and rat IL-10. It contains two intrachain disulfide bridges and is

expressed as a 36 kDa noncovalently-associated homodimer (4, 6, 7).

IL-10 mediates its biological activities through a heteromeric receptor complex
composed of the type Il cytokine receptor subunits IL-10 Ra and IL-10 RB. IL-10 Ra is
a 110 kDa transmembrane glycoprotein that is expressed on lymphocytes, NK cells,
macrophages, monocytes, astrocytes, intestinal epithelial cells, cytotrophoblasts, and
activated hepatic stellate cells (8-13), while the 75 kDa transmembrane IL-10 Rp is
widely expressed (14, 15). The IL-10 dimer binds to two IL-10 Ra chains, triggering
recruitment of two IL-10 R chains (14, 15). IL-10 RB does not bind IL-10 directly but
is required for signal transduction. IL-10 R also associates with IL-20 Ra, IL-22 Ra1,
or IL-28 Ra to form the receptor complexes for IL-22, IL-26, IL-28, and IL-29 (16-18).

The involvement of IL-10 in immunoregulation includes both suppressive and
stimulatory effects. It functions as an anti-inflammatory cytokine by inhibiting the
expansion and activation of Th1 cells and Th17 cells (19-21) and by promoting the
development of M2 macrophages (21). Its expression by immunosuppressive
regulatory T cells (Treg) and regulatory B cells is important for Treg proliferation (19).
Within a tumor microenvironment, however, |IL-10 inhibits the expansion of Treg as
well as myeloid-derived suppressor cells (22, 23). IL-10 induces the intratumoral
accumulation and activation of CD8* T cells (24, 25). IL-10 exerts protective effects
including limiting tissue damage in arthritic inflammation (19) and promoting muscle
regeneration after injury (21), but it also contributes to the persistence of viral
infections (26). The levels of IL-10 are elevated in Sjogren’s syndrome (saliva),
primary CNS lymphoma (cerebrospinal fluid), and ovarian cancer (serum and ascites)
(27-29). Its levels are decreased in the serum in patients with recurrent heart attacks

or during preeclampsia and also in the seminal fluid of infertile men (30-32).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for IL-10 has been pre-coated onto a microplate. Standards and
samples are pipetted into the wells and any IL-10 present is bound by the immobilized
antibody. After washing away any unbound substances, an enzyme-linked antibody
specific for IL-10 is added to the wells. Following a wash to remove any unbound
antibody-enzyme reagent, TMB substrate solution (Chromogenic agent) is added to
the wells and color develops in proportion to the amount of IL-10 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 and human/monkey serum.
® The kit should not be used beyond the expiration date on the kit label.
® 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 forty separate assays to assess inter-assay precision.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
n 20 20 20 40 40 40
Mean (pg/mL) 244 79.6 223 23.6 74.2 227
Standard Deviation 1.6 3.9 5.5 1.8 4.9 12.7
CV% 6.6 4.9 25 7.6 6.6 5.6
B. RECOVERY

The recovery of IL-10 spiked to different levels throughout the range of the assay in
cell culture media was evaluated. The recovery ranged from 88 to 110% with an
average of 98%.

The recovery of IL-10 spiked to different levels throughout the range of the assay in
human serum was evaluated. The recovery ranged from 77 to 85% with an average of
80%.

The recovery of IL-10 spiked to different levels throughout the range of the assay in
monkey serum was evaluated. The recovery ranged from 73 to 105% with an average
of 95%.

C. SENSITIVITY

The minimum detectable dose (MDD) of IL-10 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 highly purified Sf 21-expressed recombinant
human IL-10 produced at R&D Systems®.




E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of IL-10 and diluted with Calibrator Diluent (1x) to produce
samples with values within the dynamic range of the assay.

Human Monkey
Dilution A\I;e):sg;"eﬁ)dof Range (%) A\I/Ee):sgz":dof Range (%)
1:2 98 92-108 98 94 -112
1:4 96 86 - 109 106 100 - 123
1:8 94 84 - 104 117 112 -129
1:16 90 82-98 96 78-125

F. SAMPLE VALUES

Cell Culture Supernates -Human peripheral blood mononuclear cells (1x10°
cells/mL) were cultured in RPMI supplemented with 10% fetal calf serum, 50 uM
100 U/mL penicillin, and 100 pg/mL
streptomycin sulfate. Cells were cultured unstimulated or stimulated with 10 pg/mL
PHA for 1, 3 and 5 days. Aliquots of the cell culture supernate was removed and
assayed for IL-10.

B-mercaptoethanol, 2 mM L-glutamine,

Condition Day 1 (pg/mL) Day 3 (pg/mL) Day 5 (pg/mL)
Unstimulated 98 134 127
Stimulated 2756 3563 2255

Monkey peripheral blood mononuclear cells (1x10° cells/mL) were cultured in RPMI
1640 supplemented with 10% fetal calf serum, 50 yM B-mercaptoethanol, 2 mM
L-glutamine, 100 U/mL penicillin, and 100 pg/mL streptomycin sulfate and stimulated
for 5 days with 10 pg/mL PHA. An aliquot of the cell culture supernate was removed,
assayed for levels of IL-10, and measured 23.7 pg/mL.

Human serum - Four human serum samples were evaluated for the presence of
IL-10 in this assay. All samples measured below the lowest standard, 7.8 pg/mL.

Monkey serum - Four monkey serum samples were evaluated for the presence of
IL-10 in this assay. All samples measured below the lowest standard, 7.8 pg/mL.

G. SPECIFICITY

This assay recognizes both natural and recombinant IL-10. The following factors were
prepared at 50 ng/mL in Calibrator Diluent (1x) and assayed for cross-reactivity.
Preparations of the following factors at 50 ng/mL in a mid-range rhiL-10 control were
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assayed for interference. No significant cross-reactivity or interference was observed.

Recombinant Human Recombinant Mouse
IL-10 (cytomegalovirus) IL-10
IL-10 Ra IL-10 Ra

IL-10 RB/Fc Chimera

Other Recombinants

Canine IL-10 Porcine IL-10
Equine IL-10 Rat IL-10
Feline IL-10 Viral IL-10 (Epstein-Barr)




IV. EXPERIMENT

EXAMPLE STANDARD

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

generated for each set of samples assayed.

10 - (pg/mL) 0.D. Average Corrected
0 0.028 0.030 —
0.032
18 0.071 0.080 0.050
2 0.088
A L 15.6 0.108 0.109 0.079
] 0.110
Tﬂu 313 0.203 0.207 0177
g 0211
3‘ 0.1 625 0.418 0.425 0.395
0.432
125 0.718 0.737 0.707
0.755
250 1.440 1473 1.443
Lol j 1.506
1 10 100 1000 500 2709 7754 7724
Human IL-10 Concentration (pg/mL) 2.779




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
. 96 well polystyrene microplate (12 strips of 8 wells)
IL-10 Microplate 1 plate
1crop coated with an antibody against IL-10 P
IL-10 Conjugate A solutior.1 of antibF)dy against IL-10 conjugated to 1 vial
horseradish peroxidase
Recombinant IL-10 in a buffered protein base;
IL-10 Standard lyophilized. Refer to the vial label for reconstitution 1 vial
volume.
Calibrator Diluent A 5x concentrated buffered protein base used to dilute 1 vial
(5%)/RD5C standard and samples.
Wash Buff
ash butter A 25x concentrated solution of buffered surfactant 1 vial
Concentrate (25x%)
TMB Substrate TMB _ELISA Substrate Solution/TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips
B. STORAGE
z?topened Store at 2-8°C. Do not use past kit expiration date.
Wash Buffer (1x)
Stop Solution
May be stored for up to 1 month at 2-8°C.*
Conjugate
TMB Substrate
Aliquot and store for up to 1 month at <-20°C in
Opened/ Standard a manual defrost freezer. * Avoid repeated
Reconstitute freeze-thaw cycles.
d Reagents May be stored for up to 1 month at 2-8 °C.*
Calibrator Diluent U J4 di d diluted Calibrator Diluent (1x
(5%)/RD5C se and discard diluted Calibrator Diluent (1x).

Prepare fresh for each assay.

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.*

Microplate Wells

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



C. 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.

D. PRECAUTION

The Stop Solution provided with this kit is an acid solution. Wear eye, hand, face, and

clothing protection when using this material.



Vl. 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

Human serum samples recommend a 2-fold dilution. A suggested 2-fold dilution is
100 uL of sample + 100 uL of Calibrator Diluent (1x). Optimal dilutions should be

determined by the end user.

Monkey serum samples recommend a 2-fold dilution. A suggested 2-fold dilution is
100 uL of sample + 100 uL of Calibrator Diluent (1x). Optimal dilutions should be

determined by the end user.

C. REAGENT PREPARATION

Note: Bring all reagents to room temperature before use.

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).
IL-10 Standard - Refer to the vial label for 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.
*If you have any question, please seek help from our Technical Support.
Pipette 900 pL of Calibrator Diluent (1x) into 500 pg/mL tube. Pipette 500 uL of the

appropriate Calibrator Diluent (1x) into each remaining tube. Use the stock solution
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to produce a dilution series (below). Mix each tube thoroughly before the next

transfer. The 500 pg/mL standard serves as the high standard. The appropriate

Calibrator Diluent (1x) serves as the zero standard (0 pg/mL).

D

500 pL 500uL  500uL  500pL  500pL 500 L
_ [ S— _ [ m—1 [ — _ fe————
100 L Std. :
£ » | P —
ISTANDARD | 3l |
- wm @ W
5000pg/mL  500pg/mL 250pg/mL 125pg/mL  625pg/mL 313pg/mL 156pg/mL 7.8 pg/mL

. 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.
It is 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 protected from light. TMB Substrate 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.
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Vi

. ASSAY PROCEDURE

Note: Bring all reagents and samples to room temperature before use. It is
recommended that all samples and standards be assayed in duplicate.

1.

2.

10.

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 200 pL of standard or sample per well. Cover with the adhesive strip
provided. Incubate for 2 hours at room temperature. A plate layout is provided

for a record of standards and samples assayed.

Aspirate each well and wash, repeating the process three times for a total of four
washes. Wash by filling each well with Wash Buffer (400 yL) 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 200 uL of IL-10 Conjugate to each well. Cover with a new adhesive strip.

Incubate for 1 hours at room temperature.
Repeat the aspiration/wash as in step 4.

Add 200 pL of TMB Substrate to each well. Incubate for 30 minutes at room

temperature. Protect from 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
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

12



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 IL-10 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



VIIl. REFERENCES

© N o o bk 0D~

Ouyang, W. et al. (2011) Annu. Rev. Immunol. 29:71.

Sabat, R. et al. (2010) Cytokine Growth Factor Rev. 21:331.

Saraiva, M. and A. O’Garra (2010) Nat. Rev. Immunol. 10:170.

Vieira, P. et al. (1991) Proc. Natl. Acad. Sci. USA 88:1172.

Hsu, D.-H. et al. (1990) Science 250:830.

Windsor, W.T. et al. (1993) Biochemistry 32:8807.

Syto, R. et al. (1998) Biochemistry 37:16943.

Mathurin, P. et al. (2002) Am. J. Physiol. Gastrointest. Liver Physiol. 282:G981.
Szony, B.J. et al. (1999) Mol. Hum. Reprod. 5:1059. 10.

. Liu, Y. etal. (1994) J. Immunol. 152:1821.
11.
12.
13.
14.
15.
16.
17.
18.
19.
20.
21.
22.
23.
24,
25.
26.
27.
28.
29.
30.
31.
32.

Carson, W.E. et al. (1995) Blood 85:3577.

Denning, T.L. et al. (2000) Int. Immunol. 12:133.
Ledeboer, A. et al. (2002) Eur. J. Neurosci. 16:1175.
Kotenko, S.V. et al. (1997) EMBO J. 16:5894.
Lutfalla, G. et al. (1993) Genomics 16:366.

Kotenko, S.V. et al. (2000) J. Biol. Chem. 276:2725.
Hor, S. et al. (2004) J. Biol. Chem. 279:33343.
Sheppard, P. et al. (2003) Nat. Immunol. 4:63.
Carter, N.A. et al. (2011) J. Immunol. 186:5569.

Gu, Y. et al. (2008) Eur. J. Immunol. 38:1807.

Deng, B. et al. (2012) J. Immunol. 189:3669.
Tanikawa, T. et al. (2012) Cancer Res. 72:420.
Groux, H. et al. (1997) Nature 389:737.

Mumm, J.B. et al. (2011) Cancer Cell 20:781.
Emmerich, J. et al. (2012) Cancer Res. 72:3570.
Wilson, E.B. and D.G. Brooks (2011) Curr. Top. Microbiol. Immunol. 350:39.
Bertorello, R. et al. (2004) Clin. Exp. Med. 4:148.
Sasayama, T. et al. (2012) Neuro. Oncol. 14:368.
Mustea, A. et al. (2006) Anticancer Res. 26:1715.
George, J. et al. (2012) Atherosclerosis 222:519.
Borekci, B. et al. (2007) Am. J. Reprod. Immunol. 58:56.
Camejo, M.1. (2003) Arch. Androl. 49:111.

14



PLATE LAYOUT




a blotechne brand

e iE B LB E T

A IL-10 Valukine™ ELISA X7 &

H*%S: VAL112

T E BANIR AR EANAEE N2 10 (L-10) FIKE

BRI, AN T IR PR 2 W

Bio-Techne China Co. Ltd
P: +86 (21) 52380373 P: 8009881270 F: +86 (21) 52381001

info.cn@bio-techne.com

A RO WA G AR 2
Novus &7 &l frE Il bt H 91 3 A H WA 3L

A5 202403.5

16



mailto:info.cn@bio-techne.com

Hx

VL.
Vil.

VIil.

= SRR 18
FEEIZR coneeeeeeree s st R bR a s 19
BB cenrereeeer e s sttt R AR a e nes 20
I e eeeeueueeseese e e e s s s A AR AR AR E s aes 23
TRFUBLLLR LB TE <erenrereereereeressessesressessessessesessssssssssssssesssssessessessessessessssssessssssssnens 24
ST TV <oeeueuresseeseeusesressesseease s s e e s bR R AR 25
BRIE IR oot seeeeecsse s 27
1 1 NS 28

17



-
l. B

NEgIA210 AL-10) , AR VA AE K B & B sl E-F (CSIF) , ZIL-10a
IR R R, SE RIS EIEIL-19, 1L-20. IL-22. IL-24 HIIL-26/AK155 (1-3) .
IL-107] 2 FyE A0 0 i Mg fa . FFAIRGNAL . A 50 M AN i 25364 75 P-4 i -
NZEIL-10X /N RAMIA v, 1/NRIL-10AREMEH T AMI4IIE (4, 5) o ki AIL-10
5 01L-1075 86% M & JE 1. /7 41 [RIRPE, 520 Ry A KR /N R 4028 ATRRIL-10
HIRIREE72-80% 2 18] . B S ANEEN B, LIRS & EE —RiaER%E
%, 7y T®36kDa (4,6,7) .

L1038 ik F 11284 448 K]~ 1L- 1052 A I o Fl B S5 U — TR AR & 0 A 5 H A i
IL-1032 A& j& — 110 kDaf s EpE HE H, FERA TSN, NKAIE. B
M. BAZAp . BIERRANM . W bR AnMe . TR R A BN E AL R ARG (8-13)
75 kDaff1i i 32 A iz Fik (14, 15) o IL-10 RS PIANIL-10 Rakk, Mk
FIAML-10 RBEEMIMIAN (14, 15) . IL-10 RBAE L &IL-10, E (5 S SHFH .,
IL-10 RBIA5IL-20 Ra. IL-22 Ra1 XIL-28 RajEiIL-22. IL-26. IL-28F1IL-29(1) %4k &
&4 (16-18)

IL-10Z: 5 1) G2 VR 15 B 5 ) T AR VE e @ # Th 1 40 e R Th 1 740 il
I3 B REAL (19-21) , fEHEM27 EIE AN (21) BAFEHLRAEH R TITLIM (Treg)
FNYAAT PEBAH ML IL-10R A T 0 Treg i i A B 22 L (19) o SR, TEMIR B,
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RAFEBEE (R AAN R FL IR Bk 22D
ORI EER =AM, FE R — MR N 23 A 20, DA 8 B A RS 1l 22
PRIEREBEE R R IR AR 1 2D
ORI EE R =AM, FEAN[FIRRIA) 23 A A 40, LA 8 B IA) K& 1ff 22

RS R R TR A 8
FEA 1 2 3 1 2 3
i 20 20 20 40 40 40
E4ME (pg/mL) 24.4 79.6 223 23.6 74.2 227
P2 1.6 3.9 55 1.8 4.9 12.7
CV% 6.6 4.9 25 7.6 6.6 5.6
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E. &%

AR IREA P& A B N IRERIL-10, 85 PSR (1% K REAM R 24
SRR N, 0 ek
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(37 ) 4 3y /%
RS S SEMEFARHE FE (%) SEMEIEARE SH (%)
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1:16 90 82-98 96 78 - 125
F. BHEATUE
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RPMIE; 73, Nl 831842 mM L-A & Bl 50 uM B-3idk 8. 100 U/mL
HEZE, 100 ug/mLEEEE, #6455 m10 ug/mL PHARIG 400, 781, 3RI5K, HUb&
R FBHORR S A EyEI E IL-108 &, 45 R TF R,

y Yis 1R (pg/mL) 3K (pg/mL) | 5K (pg/mL)
A AR 98 134 127
¥ 2756 3563 2255

e B A0 R AZ A (110840 ft/mL) 1537 T & A 10% 15 4 135 FIRPMI 164085 75 5
i, AR SRR S 2 mM L-B & Bk . 50 uM B-#iE 2. 100 U/mLiE&E 2, 100
Mg/MLEEEE 2, 53010 pg/mL PHAR AR L, 7E5 R, OIS A M BB € IL-10
&, KlE N23.7 pg/mL.
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X AR, SRASIUXTIL-10M 3. A DS B] R 158 R N BT

Recombinant Human Recombinant Mouse
IL-10 (cytomegalovirus) IL-10
IL-10 Ra IL-10 Ra

IL-10 RB/Fc Chimera

Other Recombinants

Canine IL-10 Porcine IL-10
Equine IL-10 Rat IL-10
Feline IL-10 Viral IL-10 (Epstein-Barr)
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IV. 2%
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Optical Density
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0.01

10 100

Human IL-10 Concentration (pg/mL)

1000

23

(pg/mL) 0.D. Average Corrected
0 0.028 0.030 —

0.032
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62.5 0418 0425 0.395
0.432

125 0.718 0.737 0.707
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250 1.440 1.473 1.443
1.506

500 2729 2.754 2.724
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Vel (WD« ZEIE Ve B Sh BRI
500 mL=E &
. EEER
WS T 2R ROR BRI, I T IR T T AR IR B
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A. FERIBE RERF
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IL-1045HE S : ST AR ERERESER SRS, 152K E AN5000 pg/mLizit b
Bhf . BRERE /D555, LR,

* RN, BT A

7£500 pg/mLIIFEREE FR 900 pLAR i S B B (1), H RN F R & A i A 500 L
PRUES RO (1) o Kbt S ERRS IR N R R SRR, 8070 TR A G B E
8. 500 pg/mLEMEFRAE B2 i i, ARrEMARBER (1) ] FAVEbRUE#h 28 %5 5
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100 pL Std. = Y 1l ]

|
|
IANMRD ' ' ' '
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N T REGAT GGG, BRI AFREERR R . BRI F R TR R ek, )
HIASRIRRK TS 7359 158 AN IR RO A% T
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ENOLT SR ACE

KRR PRI 25, A3 R 22 I8 YRR AR Bl 1 Bh AR WL DR - B AL B 400 pL,
SRFEHEAR PR 250 A HRAESIK, L4k, BIRVEBUR BBk B iA S E
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