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For Research Use Only. Not for use in diagnostic procedures.
Code No. 296-88701 (96 tests)

LBIS™ Rat TSH ELISA Kit

1. Introduction

Thyroid-stimulating hormone (TSH), also known as thyrotropin, is a glycoprotein with a molecular weight of approximately
28,000. It is a heterodimer composed of an a-subunit, which shares a common structure with luteinizing hormone (LH) and
follicle stimulating hormone (FSH), and a S-subunit specific to TSH. Variations in their sugar chain structures result in several
molecular species with different isoelectric points. TSH is produced and secreted in all vertebrates by basophilic cells in the
anterior pituitary gland ; these basophilic cells are called thyrotrophs. TSH has various functions including increasing the
synthesis and secretion of thyroid hormones by promoting the uptake of inorganic iodine and the iodination of thyroglobulin.
Additionally, TSH enhances glucose and lipid metabolism in adipose tissue and can cause exophthalmos (protrusion of the
eyeballs). The secretion of TSH is directly stimulated by thyrotropin-releasing hormone (TRH) and indirectly by estrogen
and insulin. Cold stress can also cause an increase in TSH levels. Conversely, TSH secretion is inhibited by somatostatin, thyroid
hormones, growth hormone, glucocorticoids, opioid peptides (especially S-endorphin), as well as physiological conditions,
such as stress, that activate the sympathetic nervous system. Starvation also suppresses the release of TSH from the pituitary
gland. TSH blood concentrations exhibit diurnal variations.

This kit utilizes a sandwich enzyme-linked immunosorbent assay for the quantitative measurement of Rat TSH and is intended
for research purposes use only.

@Product Features

- Highly sensitive (standard curve range is 0.184 ng/mL - 18.0 ng/mL).

- Total reaction time is 4 hours.

- Measures TSH in rat serum or plasma (recommended anticoagulant is EDTA-2Na at a final concentration of 1 mg/mL).
- Each kit contains 96 wells.

- Standard is derived from rat sources.

- All reagents are provided as a solution.

2. Assay Principle

In the assay using this Kkit, standards and diluted samples are incubated in microplate wells coated with an anti-TSH antibody
for 2 hours. After washing, biotin-conjugated anti-TSH antibody is added and incubated for another 1 hour. Following a second
wash, peroxidase-conjugated streptavidin solution is added and incubated for 30 minutes to bind to the captured TSH. After
washing, TMB Solution, which reacts with the bound peroxidase, is added. The reaction is stopped by adding an acidic solution,
resulting in a yellow product that is measured colorimetrically at 450 nm (with a secondary wavelength of 620 nm). The
absorbance is approximately proportional to the TSH concentration. A standard curve is created by plotting absorbance
against standard concentrations. The standard curve is then used to determine the concentration in unknown samples.

3. Performance Characteristics
+ Measurement Range
TSH can be measured in the range of 0.184 ng/mL - 18.0 ng/mL.
(With 5-fold dilution, the effective measurement range is 0.920 ng/mL - 90.0 ng/mL.)
- Specificity
The antibodies used in this ELISA system are Rat TSH-specific monoclonal antibodies.
The results of measuring related substances with this kit are shown in the table below.

Sample Cross-reactivity Sample Cross-reactivity
Rat TSH 100% Rat FSH No cross-reactivity
Rat LH No cross-reactivity Rat GH No cross-reactivity

TSH is a heterodimer composed of a- and f-subunits. In radioimmunoassay (RIA) based on competitive binding, only one
antigen recognition site is utilized, which may result in the measurement of the f-subunit monomer. In contrast, our ELISA
kit employs two types of antibodies, each recognizing either the a- or [-subunit, thereby providing high specificity for native
TSH. Consequently, TSH measurement values in blood, such as those after thyroidectomy or following the administration
of antithyroid drugs, may not align with RIA measurement values reported to date.

Reference : Mori, M. and Oshima, K. et al. : Acta Endocrinol., 105, 49 (1984).
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- Precision Test (intra-assay variation)
With 8 replicates of 5 samples, the mean coefficient of variation (C.V.) value was less than 10%.

- Reproducibility Test (inter-assay variation)
With 4 replicates of 2 samples over 4 days, the mean C.V. value was less than 10%.

- Spike and Recovery Test
When 5 different concentrations of TSH were added to a serum sample and measured, the recovery rates ranged from
98.3% - 101%.

- Dilution Linearity
When 3 serum samples were serially diluted with dilution Buffer through 3 dilution steps and measured, the linear regression
R? value was 0.999.

4. Reference Values

Rat TSH assay data : 3.26 ng/mL - 4.65 ng/mL

Strain : CD (SD), 5 males, 9 weeks old, fasting

Rat TSH assay data : 250 ng/mL - 404 ng/mL

Strain : CD (SD), 5 males, 7 months old, non-fasting

Rat TSH assay data : 8.09 ng/mL - 11.9 ng/mL

Strain : CD (SD), 5 males, 9 weeks old, non-fasting, thyroidectomy

Assay data may vary depending on housing conditions, blood collection methods, and sample storage conditions. Please use
these values for reference purposes only.

5. Technical Tips/Precautions

- Anesthesia (e.g, deep ether anesthesia) and stress during blood collection may affect assay results. If using an anesthetic,
barbiturates are recommended.

- Organic solvents may affect assay results.

- To stabilize the sample pH and avoid the influence of calcium ions, EDTA-2Na at a final concentration of 1 mg/mL is
recommended as an anticoagulant. Contact us for inquiries about other anticoagulants. Notably, high concentrations of
heparin may result in low assay values or make the assay impossible.

- When using human blood collection tubes (with serum separation gel), check for any potential impact on the assay in
advance.

- ELISA can be affected by the assay environment. Ensure that the room temperature at the places where the assay and
incubation are performed is strictly controlled at 20C - 25C. Avoid performing assay under an airstream where the velocity
exceeds 0.4 m/sec. and the humidity is 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 incubation step. If performing assays under such conditions is unavoidable, in addition
to sealing the plate during each reaction step, consider conducting reactions inside an incubator or a Styrofoam box.
Countermeasures may vary depending on the conditions of the laboratory. Please contact us for further details.

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

- 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.

- TMB Solution should be clear pale yellow before adding to a 96-well plate. Store away from light.

- The stop solution is colorless before use.

- For professional use only. Novices are advised to use this kit under the guidance of an experienced person. In manual
operation, proficiency in pipetting technique is recommended.

- Wear protective gloves as well as protective clothing, eyewear, and face protection. during preparation and assay with this
kit.

- Avoid kit reagents or specimens from coming into contact with the skin and mucous membranes. If any reagents come
into contact with the eyes, skin, or mucous membranes, wash with copious amounts of water and contact a physician.

- Do not drink, eat, or smoke in the places where this kit is being used.

- The materials must not be pipetted by mouth.

- Do not combine reagents with different lot numbers.

- Handle the sample carefully, in recognition of the fact that the sample may be associated with a risk of infection. This kit
contains animal-derived ingredients.

- Soak used samples and consumables in 1% formalin, 2% glutaraldehyde, or a sodium hypochlorite solution of 0.1% of higher
for at least 1 hour. Alternatively, autoclave with your facility's regulations and local laws.
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6. Reagents supplied

Components

Use Status

Amount

(A) Antibody-coated Plate

Use after Washing

96 wells (8x12)/1 plate

(B) TSH Standard (180 ng/mL)

TSH Standard (7.20 ng/mL)

TSH Standard (2.88 ng/mL)

TSH Standard (1.15 ng/mL)

TSH Standard (0460 ng/mL)

TSH Standard (0.184 ng/mL)
(C) Buffer
(D) Biotin-conjugated Antibody Solution
(E) Peroxidase-conjugated Streptavidin Solution
(F) TMB Solution
(H) Stop Solution
(1) Wash Solution (10x)

)

(J

Ready for use 450 uL/1 bottle each

60 mL/1 bottle
100 «L/1 bottle
100 uL/1 bottle

12 mL/1 bottle

12 mL/1 bottle
100 mL/1 bottle

4 sheets

Ready for use

Concentrated, Use after dilution

Concentrated, Use after dilution

Ready for use

Ready for use

Concentrated, Use after dilution

Plate seals -

[Storage and Stability]

[(A) Antibody-coated Plate]

Return any unused antibody-coated strips (kept sealed and refrigerated) to the included zip-seal bag and store them at
2C - 10C.

[(B) TSH Standard]

When using only a portion of the kit, remove the kit from the refrigerator just before use. Immediately, tightly close the cap
of the remaining original solution and store it at 2C - 10C without allowing it to reach room temperature.

[(C) Buffer] and [(F) TMB Solution]

When using a portion of these solutions, transfer slightly more than needed to a separate container. Immediately, tightly
close the lid of the remaining original solution and store it at 2C - 10C without allowing it to reach room temperature.

[(D) Biotin-conjugated Antibody Solution] and [(E) Peroxidase-conjugated Streptavidin Solution]

When using a portion of the kit, remove the kit from the refrigerator just before preparing dilutions. Immediately, tightly
close the cap of the remaining original solution and store it at 2C - 10C without allowing it to reach room temperature. Discard
any remaining diluted solution.

[(H) Stop Solution]

If storing any remaining solution, close the lid tightly and store it at 2°C - 10TC.

[(I) Wash Solution (10x)]

When storing the Wash Solution (10 %), close the lid tightly and store it at 2°C - 10C. Discard any remaining diluted Wash
Solution.

7. Equipment or supplies required but not supplied [ ] Use as a check box

[] Purified water (distilled water) [ Test tubes for diluting standard solution [ Glassware for diluting Wash Solution
(graduated cylinder, beaker, bottle) [] Pipette with replaceable tips (disposable tips capable of accurately pipetting 10 4L -
100 4L, as well as 50 uL - 500 L) [] Repetitive dispensing pipette (e.g, Eppendorf multipette plus) capable of dispensing
50 uL repeatedly [] Absorbent materials like paper towels (for removing remaining liquid from the plate after washing)
[] Vortex mixer []Microplate shaker (approximately 600 rpm - 1,200 rpm) []96 well-plate washer (preferred if available)
or wash bottle []96 well-plate reader (450 nm * 10 nm, 620 nm : 600 nm to 650 nm) [ Software for data analysis

8. Preparation of Sample
- This kit is intended to measure TSH in rat serum or plasma.
- Dilute the samples with (C) Buffer in advance in test tubes, mix thoroughly, and dispense into the assay wells. The standard
operating procedure calls for a 5-fold dilution.
Notes on Dilution with Buffer
- After dilution with (C) Buffer, ensure the sample and (C) Buffer are thoroughly mixed and equilibrated. If available, mix
on a roller mixer for approximately 15 minutes. If unavailable, let the mixture stand for about 15 minutes, then mix using a
vortex mixer before dispensing into the wells.
- Avoid using hemolyzed or lipemic samples, as they can lead to divergent results.
Note : Even when diluted 5-fold, avoid using blood specimens with high lipid content or significant hemolysis, as these
may cause divergent results.
- To stabilize the sample pH and avoid the influence of calcium ions, EDTA-2Na at a final concentration of 1 mg/mL is
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recommended as an anticoagulant. Contact us for inquiries about other anticoagulants. Be aware that high concentrations
of heparin may result in low assay values or make the assay impossible.

[Sample Stability and Storage]
For long-term storage of samples, freezing at -35C or below is recommended. Avoid repeated freeze-thaw cycles, and prepare
dilution immediately before use.

9. Preparation of Reagents

- Before use, bring all reagents of the kit to room temperature (20T - 25C).
Approximately 2 hours are needed to reach room temperature.

- Reagents labeled "Ready for use" in section 6 can be used directly after reaching room temperature. For reagents labeled
"Dilute before use," prepare them according to the instructions below.

- Prepare reagent solutions in an appropriate volume for your assay. Contact us if you have any questions.

[Concentrated Reagents]

(D) Biotin-conjugated Antibody Solution

A sufficient volume is provided to dispense 100 L. Prepare working solution by dilution of (D) with the (C) Buffer to 1 :
100.

(E) Peroxidase-conjugated Streptavidin Solution

A sufficient volume is provided to dispense 100 L. Prepare working solution by dilution of (E) with the (C) Buffer to 1 :
100.

(1) Wash Solution (10x)

Dilute 1 volume of the (I) Wash Solution (10%) to 10% solution by volume with deionized water (or distilled water) at

room temperature.
Example : 100 mL of (I) Wash Solution (10x) + 900 mL of purified water (distilled water) (when all wells in a 96 well-
plate are used).

10. Assay Procedure
Prepare the next reagent in advance before starting the washing steps.
Remove the seal from the (A) Antibody-coated Plate only after it has returned to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the wells with washing solution and discard 4 times (*(D), then tap the
plate upside-down onto several sheets of folded paper towels to remove residual washing solution in the wells.
(2) Pipette 100 uL of each sample diluted with (C) Buffer to the wells designated for samples. (The standard operating
procedure calls for a 5-fold dilution.)
(3) Pipette 100 1L of each (B) TSH Standard solutions to the wells designated for standards.
(4) Shake the plate gently on a pate shaker (*@).
(5) Apply a plate seal on the plate and incubate at room temperature (20C - 25C) for 2 hours (*®) without shaking.
(6) After the reaction, discard the reaction mixture, fill each well with (1) Wash Solution, and wash 4 times (*@). Then
tap the plate upside-down onto several sheets of folded paper towels to remove residual washing solution in the wells.
(7) Pipette 100 L of (D) Biotin-conjugated Antibody Solution diluted 1 : 100 with (C) Buffer to all well. Shake using a
microplate shaker (*®).
(8) Apply a plate seal on the plate and incubate at room temperature (20C - 25C) for 1 hour (*®) without shaking.
(9) After the reaction, discard the reaction mixture, fill each well with (1) Wash Solution, and wash 4 times (*@). Then
tap the plate upside-down onto several sheets of folded paper towels to remove residual washing solution in the wells.
(10) Pipette 100 uL of (E) Peroxidase-conjugated Streptavidin Solution diluted 1 : 100 with (C) Buffer to all wells. Shake
using a microplate shaker (*@).
(11) Apply a plate seal on the plate and incubate at room temperature (20T - 25C) for 30 minutes (*®) without shaking.
(12) After the reaction, discard the reaction mixture, fill each well with (I ) Wash Solution, and wash 4 times (*(D). Then,
tap the plate upside-down onto several sheets of folded paper towels to remove residual washing solution in the wells.
(13) Pipette 100 #L of (F) TMB Solution to wells. Shake using a microplate shaker (*®).
(14) Apply a plate seal on the plate and incubate at room temperature (20C - 25C) for 30 minutes without shaking.
(15) Pipette 100 uL of (H) Stop Solution to all wells to terminate the chromogenic reaction.
(16) After shaking (*@), immediately measure the absorbance at 450 nm (secondary wavelength 620 nm) using a microplate
reader. A secondary wavelength of 600 nm to 650 nm may be used.
Please refer to section 13. "Summary of Assay Procedure" for details on steps (*@), (*®@), and (*®).
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11. Calculations
(1) Create a standard curve for each assay. Use a double-logarithmic scale, plotting the concentration of the standard solution
(ng/mL) on the X-axis and absorbance on the Y-axis to generate the standard curve.
(2) From the standard curve, determine the concentration (ng/mL) corresponding to the absorbance of each sample. Multiply
the concentration by the sample dilution factor (5.0) to calculate the measured value.
- If the sample absorbance falls outside the range of the standard curve, dilute the sample to an appropriate concentration
with (C) Buffer and repeat the assay.
- For data processing using computer software, it is recommended to use a cubic polynomial or a 4- or 5-parameter
logistic curve fit.

The graph below is an example of a standard curve (absorbance will vary depending on assay conditions).
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01 10 100
‘TSH[ng/ml]

The plate reader used was SUNRISE (TECAN).

12. Troubleshooting and Q&A
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not have been added.
2) Reagents necessary for coloration might not have been added.
3) Wrong reagents related to coloration might have been added.
4) Contamination of enzyme inhibitor.
5) Influence of the temperature under which the kits had been stored (When frozen).
6) Excessively hard washing of the well plate.
7) Addition of (F) TMB Solution soon after taking out from a refrigerator might cause poor coloration owing to low temperature.
- Blank OD was higher than that of the lowest standard concentration (0.184 ng/mL).
Possible explanations :
Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times after the reaction with Peroxidase-
conjugated Streptavidin Solution.)
- High coefficient of variation (C.V.)
Possible explanation :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples. (Ensure that mix frozen samples.)
3) Pipetting at irregular intervals.
- Q-1: Can I use the kit in divided portions?
A-1: Yes. Separate the strips by cutting the clear seal along the strip lines with a cutter knife. Immediately store the
portion of the plate not used that day in the refrigerator with the seal in place.
- Q-2 : Upon opening the plate, there was liquid in the wells. What is it?
A-2 : A stabilizing solution is added to the wells prior to shipping.

13. Summary of Assay Procedure

Be sure to read the instructions thoroughly and confirm the sample conditions, assay conditions, and assay method before
performing the assay.
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[] Allow the Antibody-Coated Plate and reagents to reach room temperature (20C - 25C).
Approximately 2 hours are needed to reach room temperature.
[] Dilution of Wash Solution : Dilute 10 times with purified water at room temperature.

Precautions for Each Step

[] Antibody-Coated Plate

| Wash 4 times (dispense the next reagent immediately after removing Wash Solution) (@)

Diluted sample or TSH Standard 100 uL

} Shaking (% (), incubation at room temperature (20C - 25C) for 2 hours. (Standing (*®)))

Dilution of (D) Biotin-conjugated Antibody Solution : Dilute 1 : 100 with room temperature
Buffer.
Prepare the diluted solution during the first reaction.

OO0

| Wash 4 times (dispense the next reagent immediately after removing Wash Solution) (@)
Biotin-conjugated Antibody Solution 100 u L

} Shaking (#%(®2), incubation at room temperature (20C - 25C) for 1 hour. (Standing (*®))
Dilution of (E) Peroxidase-conjugated Streptavidin Solution : Dilute 1 : 100 with room
temperature (C) Buffer. Prepare the diluted solution during the second reaction.

| Wash 4 times (dispense the next reagent immediately after removing Wash Solution) (@)

Peroxidase-conjugated Streptavidin Solution 100 L
} Shaking (@), incubation at room temperature (20C - 25C) for 30 minutes. (Standing (%®))

| Wash 4 times (immediately dispense TMB Solution after removing Wash Solution) (@)
TMB Solution : Ensure TMB is at room temperature.
Blue color will develop upon addition to the wells, depending on concentration.
} Shaking (@), incubation at room temperature (20T - 25C) for 30 minutes. (Standing (*®))
Stop Solution : Handle with care as it is strongly acidic.
Yellow-brown color will develop upon addition to the wells, depending on concentration.
} Shaking (% ®) (immediately shake)
Measure absorbance immediately (primary wavelength 450 nm, secondary wavelength 620
[] nm: range 600 nm - 650 nm)

The secondary wavelength cancels out any residue on the underside of the plate.
(%) After dispensing the Wash Solution into the wells, gently swirl the plate on your palm for 10 seconds, then shake off
the Wash Solution. Following four consecutive washes, invert the plate onto a paper towel and tap it gently to completely

100 uL

100 L

0O 0o o0oboogo oood o

remove any remaining Wash Solution. Be careful to prevent the wells from drying out after removing the Wash Solution
and immediately dispense the next reagent. When adding the Wash Solution with a pipette, use approximately 300 uL per
well. If the blank OD value exceeds the OD value of the lowest standard concentration (0.184 ng/mL), one possible solution
is to increase the wash steps after reacting with the Peroxidase-conjugated Streptavidin Solution from 4 to 5 - 8 times at the
same flow rate. If using a plate washer, a pressure of 5 mL/min - 25 mL/min is recommended, depending on the nozzle
diameter. During the initial wash after the first reaction, take care to avoid cross-contamination between wells.

(*(@) The recommended mixing rate is 600 rpm - 1,200 rpm for 10 seconds, repeated for a total of 3 times.

(*@®) After mixing, apply a plate seal and incubate the plate without shaking.

Remove the backing from the plate seal and apply it with the adhesive side facing the plate. Do not reuse the plate seal once
it has been used.

Worksheet (Example)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 18.0 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
B 7.20 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
C 2.88 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
D 1.15 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
E 0.460 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
F 0.184 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
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Worksheet

14. Storage and Expiration

Store the kit at 2C - 10C (do not freeze). Do not use reagents that have passed the expiration date. Once opened, use each
reagent promptly, as storage conditions may affect reagent performance.

[Assay Name]

[ Affiliation]

[Assay Operator] [Assay Date]
[Lot Number] [Expiration Date]
[Notes]

LBIS™ Rat TSH ELISA Kit

[Storage] Store at 2C - 10T
[Expiration Date] Indicated on the label.
[Package] For 96 tests

[Cat #] 296-88701

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

Group Companies Distributors

TR EisgE
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ARF oy MRS, APRAE B TSH PURBEMIL~A 20 7L — by 2 W T2RMA v Fax— s LEd, 3tk €15
UHREAP TSHPUAZ A 1B A V F2axX— L TT, BEOHRER. XVITF IV —YRHEEA ML T T EY VBl E A,
SN TSH &£ L HIT30 ML v F 2= LET, WEiFHE. TV FF V¥ —¥x TMBHER E S S
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(5.0 fE5 A BRIER O FZ 0 2 #PH X 0.920ng/mL ~ 90.0ng/mL)
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Z v b TSH 100% Z v b FSH SR L
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22 Wk - Mori, M. and Oshima, K. et al. : Acta Endocrinol, 105,49 (1984).
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4. ZE il

J v b+ TSH il : 3.26ng/mL ~ 4.65ng/mL  #iffi : CD (SD). #f. 5PC, 9 HE#E, Fofi

J v b TSH %S : 250ng/mL ~ 404ng/mL Hiffi : CD (SD). #. 5VE, 7 » H#nle, FEH i
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- DRI (ISR 2R A BIE, EANDBE L FRICHER T 2 FHAILETT,

- ELISA 3R X h e 2 £ 9 WEBRE #EUeEo=RE 200~ 25C (EBA EFEziEdf vy Fax—%
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F9OT, FHEBHVAEDET S,
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NERE->TTF S,

AR ERBIIARMI AR ES RV I ICHZEDTTCTE VN 172 V1 Fy 7OTHHEBED LTI,

- TMB #1396 7 = V7 L — MIEHT 5 $ TIEHEOWHAEN T, B2 THRELTT S v,

- RS IR S 5 ¥ Tl EA T,

- R¥ v MIELISA s 65T L2, 2 BEEO T TITHAT IV, ATFERETHNETABICIIERYy T4 7
PEDFEBVED G E L2 B THAT &

- HEMIE NSRS v MRIETIZ TS RS, REHE AT FIZOTTFE v,

CHREEZE ISRV TT W, RKEy boRENTR- T, Hy O B ESICRHE LA IEE B IKEK TS
PRV T HE OIS 2MNE Z TV, BELRIGEREMOFLTEZITTF IV,

CARKF Y PR LTV AT TR ERBEZ L 2 W T FE W,

CHEEHIIOTER Yy T4 YT LBRVWT R &,

a0y MEFOE)RELIREETHEDLLEVWTTE W,

- BRRIZEEOERENH S DL LTHRSEFER LTI FE->TFE v, KFy MIFYWHRkOK S ZATHET,
CfEHFEAOBR, FEH L Z2HEEREIX 1 RV v, 2% ZVF— VTV FE721301% ML EORBEREEF ) 7 A
B TR R T S v 23— 27 L— 7 L TR L T 3w, M L2 THERR RO MEF I
T IE it % D HLE N NS K HUIH O A2 TEEFE LT T S,

6. HER
HE O N B OR

(A) PUREMIET L — b Pl 96wells (8x12) 14k
(B) TSH #£#£ 5 (180ng/mL)

TSH #Z# 5 (7.20ng/mL)

TSH #2# 5 (2.88ng/mL)

TSH B, (115ng/mL) Z0F T & 450 uL 1A

TSH £#d (0.460ng/mL)

TSH £#d (0.184ng/mL)
(C) #RABE ZDF M 60mL 1 A
(D) ¥FF U HAEPUKER AR 100ul /14
(E) "V F T F—EREBEA ML T T ED VBT N 100 uL 14
(F) TMB ¥ ZFOF A 12mL 1A
(H) RhefEIRE 0 F TR 12mL 1A
(1) ki (10x) AR 100mL 1 A&
(J]) 7L—=Frv—n - 4 ¥

(RSB 2 Tk & A 5 K]

(A) PiFEHIET L — |
R GHEIREZ RS 72RETY =V E2HDB L TR v) OFURFMEA MY v ZREMRD Y v 73—ty Z1IZRE L,
Z0EF2C~10CTHRIELTTF E W,

—9/14 —



(B) TSH £t 5,
Fo b AaELCHERTA2BHIBHTAEMMIEHEL DY B L THEALTT SV, ) OWRERIESRVWTHED
WCERLonh EHD, 2C~10CTHRAELTTF R,

(C) Wi, kU (F) TMB ik
—EBOBER AT LM ER I VD LLZOORENOFIRIIEL, RO ERRIRSI LW TEHBIZEL Lo ) Ho,
2C~10C TR L TF 8wy,

(D) EXF VHEAYVIBREBK, KU (E) RVAFIF—BRHAATI VT P TEY VIR
Fv bEGELCHHAT A2BHEAPIFICHEE L VI M LARGFRL, R0 OBHIEERICE S 2WTHEDHICHEEZ Lo
0 EHD, 2C~ 10CTHRELTT v, IR OFTFEAMBITERELTT S v,

(H) S5 ki
R ZAET BT, B2 Lonh LMD, 2C~ 10CTHAAEL TT S v,

(1) PEiEig (10x)
PRI (10%) ZIRETAEE1E. B2 Loh ) EHD, 20~ 10C TIRAEL TF S v TR D O 7B A SR I13 5
FELTFE W,

7. %y MUAHCREERE [Fzv 7Y A

(3K e DEEEEAPFTRERE OREEaia Yy 7 28 (XA ) v ¥— - = — k) [OF v 75
BMERy b (FWIETCF Yy 7 TI0ul ~ 100 uL ZIEFEICERY T4 Y7 TE LD DO 50 ul ~ 500 uL = IEFEICE Ry 57 4
Y TELLD) MYy b (B Eppendorf @ multipette plus). 50 uL Z#ifE/;METE LD [JR—I/8—F F )L
FOWKEDHZ DD (BEFHICT L — MR- W2 Y <) S (Vortex ¥4 7) LA 7u7L— MRES &
(%600 ~ 1200rpm) [J96 7 = V7L — MHEEER (BT E L) F2@3EHE Y 19672V 7L — 1) —%—(450nm
+ 10nm. 620nm : 600nm ~ 650nm) [|F—FEH5HHY 7 by 27T

8. Bk

A¥xy METy MLEF b TSH 2 MEL F3,

cBIEROFEFIE. HOHPLORBESELH VT (C) BB THMLASTEIEZIT V. HWEY = VIZHELTTF 3w, B
YEETORBEAMIE 5.0 5T

XARHL TOARUIDNWT

CRRERCTHRN L 72D ERER EMAEZ R 2 LERTT SV, 0= U7 IF =25 8AI1IC1du—) ¥ 7 I3 —T15
SHBBIELTT SV, BWSER 5 0HBHELRLVT v 7 A A4 TOEBETEEEY 2 VIZHET LI EEBED L
3,

I L 7R R S IR R I B OSSR E 2 ) T TOTHRITTT v,

XIRREAEED 5.0 HEOLETHEBAETOIRYE FLY). BNV ESRREEEORKE L) T3 TMRICHEHL
BWTF &,

- PUBEREHN IR D pH 2 LB SR D720, TANT T LA F v DOER T 5720 EDTA-2Na, Img/mL (ks %
HREL TV FET, ZOMOPEFANC OV TIEBHIWEDLE T S\ FFITASY VIBEITE WA XA ZEMPEL % % 2,
FRFMETERLRD T,

(WA D2 NE & PRAF 5 )
Btk RINCRET 20813, —3BbCUT TOMRMMREZIEIRL 3 B0 EL ORI TS v, 2 BREoR
BUIHEFRRL L LTTF S v,

9. DR

% v ORISR TER 20C~25C) WWERLTTFEw QEBMMVSHZTT),

%6. T [Z0T M| LHrRFRIFRMBEZOTIORETHATETT, [HRBHEH] LHEIDITOVTRTHOE
FHTHELTTF R,

B ICDELSZFREZRBLTCT IV (SAPZBICEBMWEDET W),

[ S M7z sl i)
(D) Y7 UEabukEii

100 uL ZFRSHIMNTE 2mar TR L TV F 97, B E (C) AW T 100 f5ICHMLTTF S v,
(E) "WAFTF—EHEAMLT MTEY VI

100 ul 2RI TE pmar TR L TV F 3, Bz (C) AT 100 f5ICAMLTTF S v,
(I) PemE (10x)

Pei (10%) ZRIRESNFEK GERAK) TI0FICHMLTFE v,

B : 100mL OPEEHE (10x) + 900mL OFFEAK FEAK) (96 7 = Vv ETEMHT 256

— 10/14 —



10. P05 R vE

PEEFRIEZ IR0 DRNSRICHTET 2 REZH L o THEL TTF S v,

PUREAMILE 7L — b DY —id, 7L — BTG EERITE > THHHPLTT S,

1) HO0COMBL WL EY o V2L, 4MdkE (@) LET, T0HB X=X—=F VAR EDLTTL— 1
ZMEIZL, BLMEDITLEACL T2 VISR EZWMY R E F T,

(2) BAREY 2 iz (C) B CTHRHNL 282 100 uL $¥o4ME L $3 (R TIE 50 &N TY),

(3) fEHESFPE Y 2 VICKEED (B) TSHERERZ 100 ul 320 L 3,

4) x4 70 7L —MEEIELREZHOTEE (x@) LEd,

(5) FTL—hFy—EHE, FiR (20C~25T) T2HMEE (xQ) LEId,

(6) BUBHE T # BB 235 T E2 &7 = VIZil7z L 4|k (@) LET. ZOB R—N—=FF VLD LETTL—
FEWEIZL, BLMMEDIFBLEHIICLTY o M- 22 MY B X 3,

(7) %7 =2 (C) MBI T 100 FFICHM L 724 F VA PURERZ 100ul ¥ L Ed, vf7u7L—MEED
ma R HCTHEE (x@) LET,

(&) FL— by —EHE, Fil 20C~25C) T1EMHEE (xQ@) LIT,

(9) RIS T, BIREEIE TR EZ &Y < VICHi7z L 4 Mg (x@) LET. 20H R—N—FF N EDLETTL—
P2 &2l BAMWPEDIFE XA LTY 2 VIS a0 BRE 9,

(10) &7 =iz (C) BT 100 AL VA F T F—EHAEA ML TN TEY VEREZ 100ul ¥ FELE T,
4707 L— MEEIBEEZHCTHEE (@) LT,

(11) 7L —bF =V &8, =ik (20C~ 25C) T30 7MEE (+@) LI,

(12) BOSHET % BOBHE 2 3 O 2 27 = VIZi/z L 4 ks (@) LET. 20HB R—NX—=FF VAR EDLTTL—
F2FBEEIZL, BLIPEDFBEIICLTY o VI 22 B & 3,

(13) &7z niz, (F) TMB#EHRZ 100ul 20 LET. 42707 L — MREIBREZHVTEE (x@) LET,

(14) 7L —=br = a2, Zifi (20C~25C) T30 5 HEEL 3,

(15) w7 =iz (H) BOSEIREZ 100 uL 209 Ly Btaos 2410 LEd,

(16) ¥ (%x@) . BEHIZ~YM 707 L — MHGHEEERT 450nm (R 620nm) TOWNEEZHME L T3, RlEREE
600nm ~ 650nm O#HPHCHHATE T3,

(@), (@), (@) &, I3 MWEFNEMELF = v 7 ) A M2 ITEZHT WV,

11. #H3

(1) W AR R 2 VR L F 3 Mixt & L X il &2 i e (ng/mL). Y #ili &2 WG oLk il o7 5 7 % /il
LTF3Wy,

(2) BEHEdh#R L D . BAROWOLEI IS T 2% (ng/mL) ZFEANY 3. AT - 72 ICBARA R (5.0 f5) %38 Tl
EfiE LET,
AR DO W EE A ARG EE X D A z8803 (C) RIS TSI LN E 2 E/_L TF 3w,
kT2 —%Y 7 FNTOHSUHTIE, 3SRSGHATZIF455A—F—, 585 X—F—DfiHZBEDHL T,

77 7 IARHEHRE T (ROEREE, MIERBEC LI D EH L 7).

10

01

Abs. M50 620nm) ABlank

001

01 10 100
‘TSH[ng/ml]

7L — M1 —%—I1Z SUNRISE (TECAN) #ffiH]
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12. P F TNy a—F 4 V7 Q&A

cFTRTOYT 2V TORIBAHHN

FEHRELTEZONALZ L

1) B RLHA D A UE.

2) FEICEE T 2 HMIEHEEO ANEN,

3) FEAICBE S 5 MERIAE OMLY 3 2 R AR B B

4) FBERHEROE A,

5 Fv MEFREORE (SR LEEE).

6) 7L — b O#F P

7) (F) TMB & OIREDME

- e/ MEHEE Y (0.184ng/mL) @ ODE L Y 75 > 27 OD DL % 5o
FRELTEZONLZ L

D) ZRESAEY, AEETH -7

(RVFFVF—BRHEEA IV T M TEY VB E IS BEOE N 4 7% [F CHiE T 5 [~ S [ LTTF Sw,)
BB (CV) PKkEW

FEHRELTEZONALZ L

D) PEEDAE Y, AEETH -7,

2) A SRS, F 2 IIRIROBIENATE G TH o 72 (HREBRIROBIRE TG 12T > TP E ),
3) ¥Ry T U ITBEN—ETIE o7,

QL Fy MISTEL AT AL TEFTTN?

Al:T&F¥, L —MIEONEW L —VEZAN) y TORMICZFoTH Yy ¥ =% ETY DL CTHH TSV, MHE

HALBRWT L= MEIY— &M 72 RECE B ICEEBICRE L TF v,
cQ2: L =R L2 2 VOFIZHEERIAS TWE L72AY T A ?
A2 1 AR IR BT L TH Y 95

13. W P EE F= v 7Y A b
Py HRBIE 2 — 58 L OBRIR St WESert, ek il it, MEBEZ21To T 3w,

O FURREMET L — b 3R Z TSI ER (200~ 25C) ICRLTT SV, EibiZid 2 FHMLETT,
O SEEHEOAR © KA S N2BEK T, 10 5ICHRL TS v,

BRI ESIH
O HiFEHIET Y — T
O] I ¥k 4 (GREEBRZERE. B HICRORIEGE) *@
(1 AfRBA % 721& TSH B, 100 uL
O]} ¥ il 20C~25C). 2 BRI, B *@ %3
[J(D)Ei%?%%ﬁ%@ﬁ@ﬁﬁo%ﬁ%éht%@ﬁf‘HW%K%ﬁLfTéwo
FRBEEOPENLE —BOSHIAT ) o
O I ¥k 4 (GREEER . B HICRORIESE) *D
O ¥ F HAHilER 100 4L
(] )3 il 20C~25C). 1 RIS, B Q%3
[](E)NW%*Df—ﬁﬁﬁxbvibTEVV@ﬁwﬁﬁo%ﬂméﬂt(C)%ﬁﬁf\
100 F5 AL CTF S v AREROREIIE IS I .
O I ¥k 4m (GREEEREE. B HICRORESE) *D
(1 XX TF—ERHBAIV T I TEY VIHR 100 uL
(] ) #E sl (200~ 25T). 30 5 RIRUG. BHE *@%3)
O P ok 4 (R ZER. B 512 TMB #RE)
0 TMBﬁﬁ TMB #EilEEh T3 2 & 2R 100 4L
S, BEEEIC XY HhICE s
(] L #E S5 (200~ 25T). 30 M BUS. *@*x(3)
0 K@Eim PRIETEIC D Z MR 100 uL
SR, MBS X ) EEIC M
IR <L - o A *(2)
0 EHICREENE (IR 450nm. #l3% % 620nm : 600nm ~ 650nm)

AR TV — PEROHENFE2Fy Y2V L ET
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(%x@) EHWE Y VMR, FOOLO ETI0IIEBR IR BEREL T3, 4 MRS HZ, X——=FF NV 7L —
FEFSICL TN E PRI ESRICHRE L 3, TFHRRBoOZRICER L CQROBHEEHISMEL T3, P
YRy PTHRNT 2BOWEHZIE300ul /7 2 VT, JT—. RAMEEEIEE (0184ng/mL) ® ODHL Y 7
57 OD DT L B DRI ED 1 DL LTy "AVFF I F—BHEGA ML T T U U ETE KIS HOG
W% 4 0l % [/ DT 5 lal~ 8 MIZHR LT FEv, FL— MEFESHHOBGOENHRIES5 ~25mL /4 (/X
VORIZEYVRZY FT) T HE—SBEOHEOBRGEDOAY 2 VHIO T Y & IIEFELTF E W,

(@) 3o %% 600rpm ~ 1200rpm-10 &/, 3 [,

(%®) EHRTHETL— P — N2> THELTT SV,

TL— by —VIREKEZAP LT, BEEZ 7L — MUCLTHIHFTTI S, —EfHLZ7L— Y —VIdH
fEHLRWTT S0,

J—2r7T—1F (#)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 18.0ng/mL Befk 2 AR 10 Bk 18 Btk 26 BRAk 34
B 7.20ng/mL Befk 3 ik 11 Bk 19 Fetk 27 Brefk 35
C 2.88ng/mL Hetk 4 Btk 12 Fefk 20 Ktk 28 Btk 36
D 1.15ng/mL BRAk 5 Btk 13 Hefk 21 Btk 29 Brfk 37
E 0.460ng/mL Htk 6 Btk 14 Btk 22 Ktk 30 Btk 38
F 0.184ng/mL BeAk 7 Btk 15 etk 23 Btk 31 Brefk 39
G 0 (Blank) TRpk 8 Btk 16 etk 24 Hefk 32 Brefk 40
H ik 1 BRAk 9 Btk 17 Btk 25 Hefk 33 Btk 41

T—sy—
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14. % v t O BEFIIOIR
Fv MI2C~1W0CTHRAELTF SV (BEFREES) . MHBIROME7-REIIFH L 2T TS v, B LER_EIIOEXFL
TiE, RERRBICL DR ZT 2 TRENH ) FTOTROOTHH 2L 7,

5z 4]

G

[z %] CEIFEAED
[2y + &3] (435 301 PR )
[fi#]

[B&4] LEx™ 55 | TSH ELISA ¥ v +

[fivta—F]  296-88701

[JeiEat) LBIS™ Rat TSH ELISA Kit

(] 2 ~ 10C 1A

[ fs55 I J0T B ) S ~OVIZER R

[f%:] S m|

WERFT

S 7MVLA M HERA ST
ARTARREEN=TE1E25
Tel : 06-6203-3741
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