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For Research Use Only. Not for use in diagnostic procedures.
Code No. 294-88501 (96 tests)

LBIS™ Rat LH ELISA Kit

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Rat LH ELISA Kit is a sandwich ELISA system for quantitative measurement of rat LH. This is intended for
research use only.

2. Introduction

LH is produced and stored in basophilic cells called gonadotrophs in the anterior pituitary gland. LH is found in all vertebrates
from fishes to mammals. Some reports indicated the presence of LH-like substance in the testis.

LH has a heterodimer structure consisted of a -subunit and f-subunit with a total molecular weight of approximately 29000.
o -Subunit is a glycoprotein which is common to other pituitary hormones follicle-stimulating hormone (FSH) and thyroid-stimulating
hormone (TSH), while f-subunit is specific to LH, and is also a glycoprotein.

The receptor of LH is a transmembrane receptor of G-protein coupled type, which relates to PKA system and penetrates
the cell membrane 7 times.

In females, LH acts on maturated granulosa cells in ovarian follicle, where it causes, in cooperation with FSH, follicular maturation,
estrogen production, and ovulation, and after ovulation, acts on corpora lutea and promotes progesterone production and
secretion.

In males, LH acts on the interstitial cells (Leydig cells) in the testis, causing production and secretion of androgens, and
secondarily promotes spermatogenesis via androgen.

Deficiency of LH leads to the lower secretion of sex steroids, atrophy of interstitial cells, and failure of ovulation and
luteinization, while excessive LH causes hyperplasia of testicular interstitial cells followed by atrophy, increased secretion of
estrogen or androgen, super-ovulation, and accelerated sexual maturation.

GnRH (LHRH) secreted from hypothalamus act directly on gonadotrophs and stimulate LH secretion. Physiologically, positive
feedback of estrogen at preovulatory period causes LH surge via GnRH and leads to ovulation. LH secretion is promoted in
postmenopausal period women and in aging in men.

LII secretion was minimized by increased blood levels of sex steroids, opioid peptides especially endorphin, in childhood, and
pregnancy.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation's LBIS™ Rat LH ELISA Kit, standards or samples are incubated in monoclonal
anti-LH S antibody coated wells to capture LH. After 2 hours incubation and washing, biotinylated anti-LH @ antibody is
added and incubated further for 1 hour to bind with captured LH. After washing, Peroxidase-conjugated Streptavidin Solution
is added, and incubated for 30 minutes. After washing, HRP-complex remaining in wells are reacted with a chromogen
(TMB) for 20 minutes, and reaction is stopped by addition of acidic solution, and absorbance of yellow product is measured
spectrophotometrically at 450 nm. The absorbance is proportional to LH concentration. The standard curve is prepared by
plotting absorbance against standard LH concentrations. LH concentrations in unknown samples are determined using this
standard curve.

4, Performance Characteristics
- Assay range
The assay range of the kit is 0.313 ng/mL - 10 ng/mL (for 5% sample dilution, 1.565 ng/mL - 50 ng/mL)
- Specificity
The kit uses monoclonal antibodies specific to LH.
- Precision of assay
Within assay variation (2 samples, 8 replicates assay) Mean CV was within 10%.
- Reproducibility
Between assay variation (3 samples, 4 days, 4 replicates assay) Mean CV was within 10%.
+ Recovery test
Standard LH was added in 3 concentrations to 2 serum samples and was assayed in duplicates.
The recoveries were 95.1% - 106%.
- Dilution test
Two serum samples were serially diluted by 3 steps.
The dilution curves showed excellent linearity. (R* = 0.999).
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5. Reference Assay Data

Rat LH assay data : Mean 1.93 ng/mL, SD 1.22 ng/mL (Highest : 4.33 ng/mL/Lowest : 0.925 ng/mL)

Subspecies : CD, female, n=9, 8 weeks-old, Serum, fed ad libitum

These are reference data. Blood LH levels may change due to breeding, sampling, and sample storage conditions.

6. References
1) Neonatal immune challenge alters reproductive development in the female rat
L Sominsky et al.
Horm Behav. 2012 Feb 14.
2) Gonadotropin-Inhibitory Hormone Inhibits GnRH-Induced Gonadotropin Subunit Gene Transcriptions by Inhibiting AC/
cAMP/PKA-Dependent ERK Pathway in L f T2 Cells.
Son Y. L. et al. : Endocrinology, 153 (5), 2332 (2012).

7. Precautions

- For professional use only, beginners are advised to use this kit under the guidance of experienced person.

- Wear gloves and laboratory coats when handling assay materials.

- Do not drink, eat or smoke in the areas where assays are carried out.

- In treating assay samples of animal origin, be careful for possible biohazards.

- This kit contains components of animal origin. These materials should be handled as potentially infectious.

- Be careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes. Especially be careful
for the Stop Solution because it is sulfuric acid. The Stop Solution and the substrate solution may cause skin/eyes irritation.
In case of contact with these wash skin/eyes thoroughly with water and seek medical attention, when necessary.

- Avoid contact with the acidic Stop Solution and TMB Solution, which contains hydrogen peroxide and tetramethylbenzidine.
Wear gloves and eye-glasses and protective clothing when handling these reagents.

- The materials must not be pipetted by mouth.

- Unused samples and used tips should be rinsed in 1% formalin, 2% glutaraldehyde, or more than 0.1% sodium hypochlorite
solution for more than 1 hour, or be treated by an autoclave before disposal.

- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory requirements.

- Use clean laboratory glassware.

- In order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed reagents, never forget
to cover the well plate with a plate seal supplied, during incubation.

- ELISA can be easily affected by your laboratory environment. Room temperature should be at 20C - 25C strictly. Avoid
airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

8. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing 96 wells/1 plate
(B) Rat LH Standard Concentrated. 200 4L/1 bottle
Use after dilution
(C) Buffer Ready for use. 60 mL/1 bottle
Concentrated.

(D) Biotin-conjugated Antibody Solution 100 1 L/1 bottle®

Use after dilution.

Concentrated.

*
Use after dilution. 100 wL/1 bottle

(E) Peroxidase-conjugated Streptavidin Solution

(F) TMB Solution Ready for use. 12 mL/1 bottle

(G) Buffer for Sample Ready for use. 12 mL/1 bottle

(H) Stop Solution Ready for use. 12 mL/1 bottle

(1) Wash Solution (10%) Concentrated. 100 mL/1 bottle
Use after dilution.

(J) Plate Seal - 4 sheets

* You can take out 100 u L from vials.

[Storage and Stability)

[(A) Antibody-coated Plate]

If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate container and store at
2C - 107T.
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[(B) Rat LH Standard Solution]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
[(C) Buffer], [(F) TMB Solution] and [(G) Buffer for Sample]

If not opened, store at 2C - 10C. Once opened, we recommend using them as soon as possible to avoid influence by environmental

condition.

[(D) Biotin-conjugated Antibody Solution] & [(E) Peroxidase-conjugated Streptavidin Solution]
Unused working solution (already diluted) should be disposed.

[(H) Stop Solution]

Close the stopper tightly and store at 2C - 10C.

[(I) Wash Solution (10%)]

The rest of undiluted buffer : store at 2°C - 10TC. Dispose any unused diluted buffer.

9. Equipments or supplies required but not supplied [ ] Use as a check box

[] Deionized water (or Distilled water) [ Test tubes for preparation of standard solution series.

[] Glassware for dilution of Wash Solution (10x) (a graduated cylinder, a bottle)

[] Pipettes (disposable tip type). One should be able to deliver 10 uL precisely, and another for 10 4L - 100 #L and 100 L -
500 uL. [ ]Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 uL. [ ]Paper towel to
remove washing buffer remaining in wells. [ ] A vortex-type mixer. [ ] A shaker for 96 well-plate (600 rpm - 1200 rpm)
[] An automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. []A 96 well-plate reader (450
nm * 10 nm, 620 nm : 600 nm - 650 nm) [ ] Software for data analysis.

10. Preparation of Samples
This kit is intended to measure rat serum (do not use serum-separation-accelerant such as Serum Gel for fear of low assay

value) and plasma.
The necessary sample volume for the standard procedure is 10 u L.

- Dilute rat serum (plasma) to 2% using (G) Buffer for Sample. Mix and let it stand still for 10 min at 20 - 25°C, then
further dilute it to 2.5% using (C) Buffer (final dilution rate is 5% ), and add it to wells for assay. If sample is in good
condition, the limit of final dilution rate would be 2.5x. In this case, dilute sample to 2% using (G) Buffer for Sample, mix
and let it stand still for 10 min and dilute it further 1.25% using (C) Buffer.

% To avoid influence of blood (high lipid or hemolysis, etc.), 5% at the final dilution is recommended for assay. Even
if the final dilution is 5 X, abnormal value might be obtained when original sample had heavy chyle or hemolysis.

- When plasma samples are used, we recommend EDTA-2Na (at a final concentration of 1 mg/mL) to keep samples pH
and avoid interference of Ca*". Heparin is not suitable.

- Anesthesia while sampling may influence the assay system. We do not recommend ether anesthesia.

- Don't use sample tubes for human when collecting blood. We have not checked all kinds of sample tubes. Please contact
us if necessary.

- Turbid samples or those containing insoluble materials should be centrifuged before testing to remove any particulate
matter.

- If presence of interfering substance is suspected, examine by dilution test at more than 2 points.

Storage and stability

Samples should be immediately assayed or stored below -35C. Defrosted samples should be mixed thoroughly for best
results. LH in samples will be inactivated if stored at 2C - 10C. If you have to store assay samples for a longer period,
snap-freeze samples and keep them below -35C. Avoid repeated freeze-thaw cycles. Sample dilution should be made just
before your assay.

11. Preparation of Reagents
@ Bring all reagents of the kit to room temperature (20T - 25C) before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents)
[(B) Rat LH Standard]
Make a serial dilution of master standard solutions using (C) Buffer to prepare each standard solution.
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Volume of standard solution (C) Buffer Concentration (ng/mL)

Original solution : 50 uL 450 u L 10.0

10 ng/mL solution : 200 u L 200 u L 5.0

5 ng/mL solution : 200 u L 200 uL 2.5

2.5 ng/mL solution : 200 u L. 200 u L. 1.25
1.25 ng/mL solution : 200 u L 200 uL 0.625
0.625 ng/mL solution : 200 u L 200 uL 0.313

0 (Blank) 200 uL 0

[(D) Biotin-conjugated Antibody Solution]

Prepare working solution by dilution of (D) with (C) Buffer to 1 : 100.

[(E) Peroxidase-conjugated Streptavidin Solution]

Prepare working solution by dilution of (E) with (C) Buffer solution to 1 : 100.

[(I) Wash Solution (10% )]

Dilute 1 volume of the concentrated Wash Solution (10X ) to 10 volume with deionized water (or distilled water) to prepare
working solution. Example : 100 mL of concentrated Wash Solution (10x) and 900 mL of deionized water (or distilled water).

12. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to 20T - 25C.
(1) Wash the (A) Antibody-coated Plate by filling the well with 300 uL of washing buffer and discard 4 times (*@), then
strike the plate upside-down onto several layers of paper towels to remove residual buffer in the wells (*®).
(2) Pipette 50 uL of properly diluted sample to the designated sample wells. (Limit of dilution is 5% in standard assay

procedure)

(3) Pipette 50 £ L of standard solution to the wells designated for standards.

(4) Shake the plate gently on a plate shaker (*@).

(5) Stick a Plate Seal (*®) on the plate and incubate for 2 hours at 20T - 25C.

(6) Discard the reaction mixture and rinse wells as step (1).

(7) Pipette 50 u L of Biotin-conjugated Antibody Solution to all wells, and shake as step (4).

(8) Stick a Plate Seal (*®) on the plate and incubate the plate for 1 hour at 20T - 25C.

(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 50 uL of Peroxidase-conjugated Streptavidin Solution to all wells, and shake as step (4).
(11) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20C - 25C.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 50 uL of (F) TMB Solution to wells, and shake as step (4).
(14) Stick a Plate Seal (*®) on the plate and incubate the plate for 20 minutes at 20C - 25C.
(15) Add 50 uL of the (H) Stop Solution to all wells and shake as step (4).
(16) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) immediately using a plate reader.
% Refer to 16. Summary of Assay Procedure for notes of *@, *@, *®, *@, and *®.

13. Technical Tips

- For manual operation, proficiency in pipetting technique is recommended.

- The reagents are prepared to give accurate results only when used in combination within the same box. Therefore, do not
combine the reagents from kits with different lot numbers. Even if the lot number is the same, it is best not to mix the
reagents with those that have been preserved for some period.

- Be careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal pipette tips, and
1 tip for 1 well.

- Optimally, the reagent solutions of the kit should be used immediately after reconstitution.

- Time the reaction from the pipetting of the reagent to the first well.

- Prepare a standard curve for each assay.

- Dilution of the assay sample must be carried out using the buffer solution provided in the kit.

- The TMB Solution should be almost clear pale yellow before use. It turns blue during reaction, and gives yellowish color
after addition of Stop Solution. Greenish color means incomplete mixing.

- To avoid denaturation of the coated antibody, do not let the plate go dry.

- As the Antibody-coated Plate is module type of 8 wells X 12 strips, each strip can be separated by cutting the cover
sheet with a knife and used independently.

- When ELISA has to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30%, seal the well
plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step of incubation.
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14. Calculations

(1) Prepare a standard curve using semi-logarithmic or two-way logarithmic section paper by plotting absorbance™ (Y-axis)
against LH concentration (ng/mL) on X-axis.

(2) Using the standard curve, read the LH concentration of a sample at its absorbance™, and multiply the assay value by
dilution factor if the sample has been diluted. Though the assay range is wide enough, in case the absorbance of some
samples is higher than that of the highest standard, repeat the assay after proper dilution of samples with (C) Buffer.

* We recommend the use of 3rd order regression curve for log-log plot, or 4 or 5 parameters method for log-normal plot in

computer calculation.
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Rat LH assay standard curve (an example)
Absorbance may change due to assay situation.
* Absorbance at 450 nm minus absorbance at 620 nm.

15. Trouble Shooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Biotin-conjugated Antibody Solution, Peroxidase-conjugated Streptavidin
Solution, or TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Biotin-conjugated Antibody Solution or
Peroxidase-conjugated Streptavidin Solution.
4) Contamination of enzyme inhibitor (s).
5) Influence of the temperature under which the kits had been stored.
6) Excessive hard washing of the well plate.
7) Addition of TMB Solution soon after taking out from a refrigerator might cause poor coloration owing to low temperature.
- Intense coloration in all wells including blank
Possible explanations :
1) Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times at the constant stroke after
the reaction with Peroxidase-conjugated Streptavidin Solution.)
2) Overdeveloping. Incubation time with TMB Solution should be decreased before addition of Stop Solution.
3) Too high incubation temperature. Adjust the temperature to 20C - 25C.
- High coefficient of variation (CV)
Possible explanation :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1: Can I divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate, which is still the seal on, in a
refrigerator soon
+ Q-2 : I found there contains liquid in 96 well-plate when I opened the box. What is it?
A-2: When we manufacture 96 well-plate, we insert preservation stabilizer in wells.

16. Summary of Assay Procedure [ ]: Use as a check box

* First, read this instruction manual carefully and start your assay after confirmation of details.
[ Bring the (A) Antibody-coated Plate and all reagents to 20°C - 25°C for 2 hours.
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]

(]

Wash Solution (10X ) concentrate must be diluted to 10 times by deionized water (or distilled water) that returned to
20T - 25C.
Standard LH solution dilution example : Use (C) Buffer returned to 20T - 25C.

Original solution
50 pl 200 pL 200 uL 200 uL 200 pL 200 pL

Buffer Buffer Buffer Buffer Buffer Buffer
450 pL 200 pL 200 uL 200 uL 200 uL 200 L
Concentration 10 50 25 1.25 0.625 0.313

ng/mL

[] Sample dilution-1 : Dilute rat sample to 2% using (G) Buffer for Sample, mix and let it stand still for 10 minutes at

20T - 25T.

[] Sample dilution-2 : Dilute the above prepared sample to 2.5% using (C) Buffer returned to 20C - 25TC.

o 0o o oo oooogoo o oo bbb ogooogao

Antibody-coated Plate

| Washing 4 times (*@), (*®)

Properly diluted Samples /Standards 50uLl
} Shaking (*®), Incubation for 2 hours at 20C - 25C. (Standing (*®))

Dilute (D) Biotin-conjugated Antibody Solution to 1 : 100 with (C) Buffer returned to 20T - 25C. Dilute reagents
during the first reaction.

} Washing 4 times (*@©), (*®)
Biotin-conjugated Antibody Solution 50ul
} Shaking (*@), Incubation for 1 hour at 20T - 25C. (Standing (*®))

Dilute (E) Peroxidase-conjugated Streptavidin Solution to 1 : 100 with (C) Buffer returned to 20C - 25C. Dilute
reagents during the second reaction.

{ Washing 4 times (*@), (*®)

Peroxidase-conjugated Streptavidin Solution 50uLl
} Shaking (*®), Incubation for 30 minutes at 20T - 25C. (Standing (*®))

| Washing 4 times (*@), (*®)

TMB Solution
After dispense, the color turns to blue depending on the concentration

} Shaking (*@), Incubation for 20 minutes at 20C - 25C. (Standing (*®))

50uL

Stop Solution
After dispense, the color turns to yellow depending on the concentration.

} Shaking (*@), Immediately shake.

50uLl

Measurement of absorbance (450 nm, Ref 620 nm (*@)) immediately.
Ref. wave cancels the dirt in the back of plate.

* (D After dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the buffer.

Guideline of washing volume : 300 u L/well for an automatic washer and for a pipette if the washing buffer is added by
pipette. In case of washing by using 8 channel pipette, sometimes the back ground tends to be high. If so, change washing
frequency from 4 times to 5 - 8 times at the constant stroke after the reaction with Peroxidase-conjugated Streptavidin
Solution.

Standard of plate-washing pressure : 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle's diameter.)
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% (@ Guideline of shaking : 600 rpm - 1200 rpm 3 times for 10 seconds.

% (3 Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the seal on the
plate. Do not reuse the plate seal used once.

%@ 600 nm - 650 nm can be used as reference wavelength.

% (& After removal of wash buffer, immediately dispense the next reagent.

Worksheet Example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 10 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
B 5 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
C 25 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
D 1.25 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
E 0.625 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
F 0.313 ng/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
G 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
H Sample 1 Sample 9 Sample 17 Sample 25 Sample 33 Sample 41

Assay Worksheet

17. Storage and Expiration
The complete kit is stored at 2C - 10C (Do not freeze). Opened reagents should be used as soon as possible to avoid loss in
optimal assay performance caused by storage environment.

LBIS™ Rat LH ELISA Kit

[Storage] Store at 2 - 10C (Do not freeze).
[Expiration date] Indicated on the label

[Package] For 96 tests

[Cat #] 294-88501

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http:#/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. Germany

Telephone : + 1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100
http://www.wakousa.com http:/lwww.wako-chemicals.de
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CBRIRZEROGEREYRH L DD L LTEGEREL T F->TT R v, RKEy MIHPHKOBEGEZEATHE T,
CfEAE AR, L EESSEIR 1% RV v, 2% TV E — LTIV FE FE721301% UL EoRFEEERESF ) 7 A
BRI IR ERTCTF 3V, FREA -2 L—7HENE L CEEL TTF 3w, MH LHEERCKEHOEMNEIE

P IE i DRLE N I HIR DB I THRELTT SV,

6. FERE

Ok o b O
O o i R
(C)gg% 0¥ A 60mL 1 A&
D e R
(F) iﬁ? %‘c)il{;tion 0% FHA 12mL 714
(G);ﬁ;%%%mk D% A 12mL 714
(H);%éﬁ§@ 20 F 12mL 1A
(1) X;ﬁ;ﬁﬁf?(mX) TR A 100mL /1 4
- &
A D&tk &t i)

(A) HiEHIET Y — b

AW GERETY =V 2H0 L TR WIRE) OPUEEAMLZ Y v ZTEFEAO Yy 7 =8y ZIZR L, 20 %

F2C~10CTHRIFLTF S
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(B) v b LHEHEER. (D) €FF VHEMMBER. R (E) VAF T F—E¥RAA MV T I TEY VB
¥ MESEILCHAT 2B ARECEEE L DB M LARFAHE L, 520 OFHITERICES 2V THE L ICHEZHE
WZHH, 2C~ 10CTREL TF v, MK OFBIFEABITHEEL TF S,

(C) Bk, (F) TMBIEIE. LU (G) BRI
Fo b eRE L CTHATABIIARIFICEEEL VOB L, PERINVDVLLZOORZHNOERIBLED OFWHITE
MICRELVWTHEBIZEZHEEICHD, 2C~ 10CTHRELTF 3w, MAK) OFMBEABRIIEEL TTF SV,

(H) RIS ki
fEHIFE D 2T A3, BEMRICHD, 2C~ 0CHRETHRELTT S v,

(1) Pk (10x)
Ve (10x) 2T BT, FEMECHD, 2C~ 10CHAETHRELTT v, AR ) OATRIEAERITEELE L
TTF &,

7.%y PVUANCRELZBR [1F=v 27 ) AL

L3k (ERAK)  DESEEEA T RRE  COPEEaiRE Y 9 A6 (XA ) v ¥ — - = — k) [Fv 7
YRy b (fETF Y 7TIOuL ZIEMHICERYy 74 Y7 TELH0, RO 10uL ~100uL. 100 4L ~ 500 u L % IEHELC
ERyF 47 TEL50) [ERMEE XY b (# Eppendorf @ multipette plus). 50 uL Z#EEMETE 550 [Jx—
= FNVEOWKEDDH ZH D FEEERICT L — MR- A B OISR (Vortex ¥4 7) [O~xA2r7urL—
MEE 9% (8 600rpm ~ 1200rpm) [196 7 = V7L — bHTEEHE (bURIFELv) FAREEEy 0% 72V 7L—
M) —%— (450nm * 10nm. 620nm : 600nm ~ 650nm) [JF—FEIHEHEY 7 b7

8. Bk DB

Axy MIF vy MF b LH 28EL $9,

CBARIE B TR LE CIWCHET 20, F7213 35T U F CHAERIE L TF SVvo FHE L ABARIZie 3 2 B
WL L TFE Vv, #0& L O EfF I TF v,

- Z v MIE (%) % (G) REABRERC2/RICEM LTS, BITL, | TI10 5MiE%E, (C) BEETEHIC25
AR LA RBEZ BT v, REARER G OHREES0ul/ V= VAELET, 2B, RIKDIREDS
RIF YA 3B AP o BRI 25 51220 £5. 2081213 (G) MAEFIHRER T 2 fHcmil L., #BiEgsiT
100 EE L. (C) BEHETEIZ 125 AL TT S,

- U EHNIRIRD pH 2 L E S L7720, T2 WNT T AL F v DEEL#IT 5720 EDTA2Na, Img/mL (RAIEE) %
HEIRLCTHE$o AN Y NalllFEDFHIZTE T A MOPEEFNIZOWVTIEBHVEDET &,

XU D (BRI - B 203 2 BICEEAERIERI 5 ECTOMEZBED LE 9, mRAREE»5 5o
BTHERBRFPOIRE (LY., BIARVHEFREENEEOERLE L) 25O THRICHH LEWTTFE W,

B ROREBEY O 2 BRIEm 0o BES CHREZRNEICHER L TTF S v,

- WEM OB D L BRI, BRI B TR S 2 KA U UL EOGIRE CHRESE 2 MR L TT X v,

- BEOFRHFAI S S5 LoRERE (PP, PE, &9 A8) SETHMI2HL2BEDLET,

(B 2tk & B )i i)
Bz RICHRET 29813, —305CUTTORMBREZMIEL 5. #0EL OBRMEBIIETTT SV, T2, RIEOH
PUSHIEREL L LT S v,

9. XL B

* &y PORBIIMHRNICLITER 20C~25C) WWELTTFEW QEMUPEZTY ).

¥6. T [FOFFMH] LHI2RBEIBRABZOTIORETHEHTEXE I, [HRBRFEH] 2H2DDICOVTIETRROE
FETHBLTT X,

FPBICLER G2 REL L CT 3V (TRAZBICIEBRWEDE T SV,

[ & 7z i)
(B) 7 v b LHE#EW ; BUEdiERA
(B) v b LHZ#eEE (JE#E - 100ng/mL) & (C) FREEE M- CHEEFREEZABR LTI v, TRld—#fTd,

FEAEIRIR DA (C) BB BE (ng/mL)

PR EI 50 u L 450 u L 10
10ng/mL ¥ 200 u L 200 uL 5.0
5.0ng/mL & 200 u L 200 uL 25
25ng/mL & 200 u L 200 u L 1.25

1.25ng/mL ¥ 200 u L 200 uL 0.625

0.625ng/mL ¥ 200 u L 200 uL 0.313
0 (Blank) 200 uL 0
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(D) ¥4 F A EPURETR

100ul # K55 MTELEE2 TREL TV E T, BHEEE (C) AR T 100 F5AML TTF S v,
(B) "RVAFIF—BEEAEA ML T M TEY VBT

100ul #FKG55MTEL2EZ TREL TV T, BHEEE (C) AR TI00EAMLTT SV,
(1) ki (10x)

PEFH (10x) ZZRLSNBEK GEEAK) TLEHRLTF S v,

B 2 100mL OPEEHE (10 %) + 900mL DOAFHAK GEREK) (96 7 = VETEMHT 254

10. s ErEE

VB BRER IR B RTNCRICET 2 AEZAT D > THEL TT v,

PUEKFAUL 7L — by —vid, 7L — M HEILIIR > T HHATL TTF E W,

1) o CORB LWL LY = VL, 410 (x@) LET. 20K, R——FF N RO LTTL—}
FHEIZL, BAMMEDITLI)ICLTY 2 VK-> z D BRE T3,

(2) MARIE T = M2, ARG L2288 % 50 ul 9007 E L 9 (BIMESEE CIIRRARMGRIE 5 HIc2 D £9).

(3) HEHERMEE Y c VICKREORMEEN T S0 ul $2O0MELE T,

4) <4 z7u7L—MEEIEREEHOTEE (x@) LET,

(5) FL— by —&Mib. EH (20C~25C) T2HEEHE (x@) LT,

(6) BUBHKT . S E B THRIFEE LY 2 VIZHZ LA EEE (x@) LET. TDOHRR=I=FF VR EDETTL—
FEHXIZL, BAMPEDITLE)ICLTY 2 VIR 2 ER) & 9,

(7) &7 = VIZEFF U #EEPURERE SOuL $2/MELE T, M 27u7Lb—MREDSHAREEHWTHERE (@) LT,

8) L= hry =&, il (20C~25C) T1HRMERE (x@) LET.

(9) BUBHET %, RIS 23T E2 &7 2 VISl L 4|k (@) LET. ZOB R=1N—FF LD LTTL—
PEMSiIZl, BAMEDIFZLHICL Ty o VIR 22 B E 9,

(10) &7 2 VIZRNVFF T F—PREA MLV T I TEY VB Z S0ul $20FE LT T, ~1 707 —MEESIHEEEA
WTEELET,

(11) ZL—1bry—n%A5D, S| (20C~25C) T30 0MEE (x@) LId,

(12) BUSHET . OB 2 3 CHEEE 2 &7 = VIZii7z L 4 Bk (@) LET. TOBAR—=FF NG EDLTT L —
FEBEIIZL, BLMMEDITEEH)ICL T o WK 2R EZI) B E T,

(13) %7 =iz (F) TMB#&#Z S0ul 25 LEd, 12707 — MREIBLREZFVWTEE (x@) LI,

(14) 7L—by =V %D, iR (20C~25C) T2 5MEE (@) LTI,

(15) & vz (11) sz 50 ul 3904 E L, ez ek L 9,

(16) ##H: (%x@) &, EHIIvA 2707 L — FHASEER T 450nm (BlPEE 620nm) TOWSEEZNEL 3. FAEE
600nm ~ 650nm DHPHTHEPTE T 5,

(@), (@), (@) . B WEFHEWLELF v 7 ) A M2 TEMT L0,

11. #F5%

(1) e B AR 2 (e U F 37 B A L X il 2 B % (ng/mL) . Y il & Wb oBHE R 7 5 7 % TR
LTTF3Wv,

(2) BB L D, MAKOWSEEISHIET 2B (ng/mL) ZHANY 9, GAN - 72 B ICHARAIRE (EERIEE T
55 #UMEME LE T,

* AR OV EE AYEHE BRI B RE & D 23413 (C) BRI CESMERICHRBE L EENE 2 ERL TT S v,

*HEMITIZ, SEER T34 T35 89 Ay -2 BEOHL T,

* 7 g 7 I FEREHRA T (REER, BERBEICIVEHLET).

%7 L — 1) — % —(F SUNRISE RAINBOW (TECAN) % 1{#if

»
1.00 /
24
E V4
=] /
N /
g /|
& 010 Fad
=l
Eod
-
0.01
0.1 1.0 10.0
Rat LH [ng/mi]
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12. V9 TNV 2a—F 4 ¥ 7& Q&A

T RTOY IV TORIRHEHN

FRELTEZOLNDLZ L

1) B0 ANEN,

2) FEAICRE T L BRI ANE N,

3) FEA0IC R T 2 SR O Y & 2 R A FGREA R

1) BEREEROEA,

5 F v MEEFIIEDRE (B L2EE).

6) 7L — b 0P 2 PG

7) TMB & DOIREEDEA - 726

- I/ MERE R )E (0.313ng/mL) @ ODiL ) 75 > 7 OD A E L % %o

JFHE LTEZLNLZ L

VR DAY, REETH -7,

(RVFF VT —EREAT VT I TEY VB E S HOBEE R 4 B % [ CHitdT 5 B~ 8 [P LTTF EWv,)
- EEMRE (CV) 25K &

FRELTEZLNDLI L

D PEEAE Y, REETH -7,

2) B REBM. F IIBROBIEDSARTES TH - 72 (MFTBAROFIRIITEH AT > TFE W),
3) ¥Ry T4 VT BIEN—ETIE o7,

cQ1:Fy MIELCHHTAZ ETEET?

Al:T&FF, L= Mo EWN -V E2AN) v TOMICZS>ThH Y ¥ = ETYDHLTCITHEAT SV, AL

WL — MIY— V& 7R CHEE IR L TF S,
cQ2: FL—FERYB LY 2 VOISR A > TWE LAY TT ) ?
A2 ¢ BAFRFIIE IR AR B ASTEE L TH D £ 9

13. g PR E F = v 7Y A b

Vg RIS 2 — 58 L CMRIRSRE, BE St e L2 RN ERIEZ T > TF S v,
L7V — b AEEZATICER (20 ~25C) IZRLTF S v, RIS 2 IFRHLB %
CICT) i (10x) O - Eifb S 72K T, 10 5ICHRLTTF S v,
CHREEER oM (B) @ Bk n (C) BEWE T, HRLTF S v,

RERRIER

50 L 200 uL 200 pL 200 ul 200 pL
/-"I‘i ‘i | :’I" I;’ r‘f I‘
I/ /| (f/
B B | B B
EER BER BENR AR BENR
450 pL 200 pL 200 pL 200 pL 200 pL
\ | !1 _‘I “‘ | :; i.
AR
eyl 10 50 2.5 1.25 0.625 0.313

CIBRARAIR -1 - itk L7z (G) BRSTIRREHR THRFZ 2 SRR 10 2RISR L TF S v
CIREAIR -2« Fifb L7z (C) #REHRTRIEAM -1 2 25 FHISHML THF S v,
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BB R E OV B

L
L
L
L
L
]
]
]
]
L
L
L
L
L
]
L
]

]

PURRAL 7 L — b

VPR A (BEEHRERER. EBICRORIESTE)

AR RGF AR REHR -2) T 73R

VEEE =i (200~ 25C), 2 RERIBOUS, #fHE

(D) ¥4 F Y EVUREHR O, RilfbSh7z (C) REH T 100 FIARL TF S v,
AL O MBI — BUSHIAT 9 o

Lo 4| (PEEHEBRE R, B HISROMIENT)

o F VA ARG

VEHE iR (200~ 25C), 1 RS, #fiE

*O
50ul
*@*®

*@
50uLl
*x2Q%®

(E) "V F ¥ —EHEA LT T EY VEROMR FifbEnsz (C) HEHT, 100 FIHML TTF S

A BRI O BT SOSHIZAT ) o

VRS 4 I (BREERZER. D ICRORESTE)
RVFFEVT—PHAEAMNL T M TEY VIBIR

LR, il (200~ 25T)., 30 4 RIBUE, i

PR A N (PREHRERE R, 1E I TMB S ME)

TMB %’ TMB 2" ibE hTw3 2 L &R
Gk, BEEICK D FHICER

VIR R (200~ 25T). 20 RIS, HHE

B8 1k SRIEETEICD X MR
GTER. REICL ) EBEICER

VEEE S (GEBICEEE)

EHICWEENE (FEHE 450nm. ElPEE 620nm : 600nm ~ 650nm)
R 7 L — MR OHENREE Xy Y2V LT

* (D
50ul
*@%®
* (D

50ul
*x2%®
50uL

*(@

(@) P E 7 = VITHER. FOOSOLETIOMIIEECIRYBEEL 9, 4 BERETHZ. R—3—=F F IV EIZT L —
PRSI L T SRR BEICREL T, EEBREZOZERICER L CROBHREZELITMEL T3, PR
YRy FCHRMT A2BOWERZIE 300ul /7 2V TYe HH—, B/MEEBEREE (0313ng/mL) ® ODEL ) 7
527 ODEXEL kB EERMBIRFED 1 DL LT, VFXFIF—LHEA LT N TEY VIBHE L HBOMEE
W% 4 10l % [ U5 l~ 8 2R LT T & 7L — MEEE T oYE&OFE I 0243 5mL 4~ 25mL
G (VAVOBIZENRLDET) T, B—USEOMEOBRGEDHRT 2 VHOIT > & IITHFEELTTF SV,

(%@) #¥EDHZE 600rpm ~ 1200rpm-10 F2H. 3 [\l
(x@) BHFRTHETIL =1 — N2> THBELTTE W,
T — b= VIPREREFALC, EEE 7L — ML T ORI TTFEw, —EFRLAETL— Yy —VIidHE

RALZVWTT S,
J—2v—1h (B
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 10ng/mL Befk 2 etk 10 Befk 18 Hefl 26 Bk 34
B 50ng/mL Befk 3 etk 11 Befk 19 Hefl 27 Bk 35
C 2.5ng/mL Wik 4 Hefk 12 Hefk 20 Tefh 28 WAk 36
D 1.25ng/mL Befk 5 ek 13 Motk 21 efi 29 Fefk 37
E 0.625ng/mL Wtk 6 WAk 14 Fetk 22 Tk 30 Tk 38
F 0.313ng/mL Hefk 7 ek 15 Motk 23 Hefk 31 Btk 39
G 0 (Blank) Hefk 8 etk 16 Motk 24 Mtk 32 Befk 40
I3 Mo 1 etk 9 Mtk 17 Wtk 25 Hefh 33 Motk 41
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14. ¥ v b DR L IR
F v MI2ZC~10CTHRAFE L TF S (MURmEEE) o AR OM X 7RI L 2T TS v, FELEREIC>EF L

Tid, RERBICLVEEZZULWRIEYNH D ETOTROOTHAZHEIEL £,

[ 44)

G

[HE#] [z H]
[2vy +&5] (45 FH 3 BR )
(2]

[ 44] L™ 5y | LHELISA ¥ v +

[Fiba— F]  294-88501

EE) LBIS™ Rat LH ELISA Kit

(M) 2 ~ 10T 147

[ £ 7 ST B ) 5 ROVIZER R

[2:] 96 [ul

WERFT
L T7CVL N HRERIAR T
ARTHRRREEN=TE1E2S
Tel : 06-6203-3741
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