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. BACKGROUND

Growth hormone (GH), also known as somatotropin, is a member of a family of growth
factors that includes prolactin, placental lactogens, proliferins, and somatolactin (1, 2). It
is synthesized primarily by somatotropes in the anterior pituitary and is stored in
secretary granules. The pulsatile release of GH into circulation is regulated by the
concerted actions of the hypothalamic hormones - GH-releasing hormone (GHRH) and
somatostatin (SST) - as well as by signals from the periphery - ghrelin (3) and leptin (4).
The human GH cDNA encodes a 217 amino acid (aa) residue precursor protein with a
26 aa putative signal peptide. By alternative splicing, at least four isoforms of GH have
been identified (5).

Human GH is a pleiotropic cytokine that exerts its biological actions by binding to the
transmembrane GH receptor, which is present in many cell types (1, 2). GH stimulates
the liver and other tissues to produce IGF-1, which regulates growth and metabolism.
GH has also been shown to have direct effects on growth that is independent of IGF-1.
GH, directly or indirectly via IGF-1, can act on B cells, T cells, NK cells, macrophages
and neutrophils to exert immunomodulatory activities (6). In addition, GH can act
directly on various cell types to induce lipolysis, lactation, amino acid uptake and protein
synthesis (1, 2, 6).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human GH has been pre-coated onto a microplate. Standards and
samples are pipetted into the wells and any human GH present is bound by the
immobilized antibody. After washing away any unbound substances, a biotinylated
detection antibody specific for human GH are 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 (Chromogenic agent) is added to
the wells and color develops in proportion to the amount of human GH 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 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 twenty separate assays to assess inter-assay precision.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 73.5 271.3 | 1067.4 72.7 272.8 | 1084.7
Standard Deviation 3.1 11.4 57.7 3.2 11.2 61.4
CV% 4.2 4.2 5.4 4.4 4.1 5.7

B. RECOVERY

The recovery of human GH spiked to different levels throughout the range of the assay
in cell culture media was evaluated. The recovery ranged from 108.3 to 118.9% with an

average of 112.9%.

The recovery of Human GH spiked to different levels throughout the range of the assay
in human serum was evaluated. The recovery ranged from 87.9 to 108.9% with an

average of 99.5%.
C. SENSITIVITY

The minimum detectable dose (MDD) of human GH is typically less than 0.518 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 E. coli-expressed recombinant

human Growth Hormone (aa 27-217) 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 GH 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 96.7 90.7-101.7
1:4 95.1 88-101.5
1:8 95.3 87.3-98.4
1:16 91.7 85.9-95.3

F. SAMPLE VALUES

Human serum - Seven human serum samples were evaluated for the presence of
human GH in this assay. All samples measured ranged from 741 to 1517 pg/mL with an

average of 1209 pg/mL.
G. SPECIFICITY

The following factors prepared at 50 ng/mL were assayed and exhibited no

cross-reactivity or interference.

Recombinant human Natural proteins Recombinant rat
Placental Lactogen a2-Macroglobulin Growth Hormone
Prolactin

Recombinant human (rh) GHR/Fc Chimera does not cross-react in this assay but does

interfere at concentrations > 1500 pg/mL.

Recombinant mouse (rm)GHR/Fc Chimera does not cross-react in this assay but does

interfere at concentrations > 750 pg/mL.

Recombinant rat (rr) GHR/Fc Chimera does not cross-react in this assay but does

interfere at concentrations > 1500 pg/mL



IV. EXPERIMENT

EXAMPLE STANDARD

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

generated for each set of samples assayed.
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
. 96 well polystyrene microplate (12 strips of 8 wells)
Human GH Microplate ) ] . 1 plate
coated with an antibody against human GH.
Recombinant human GH in a buffered protein
Human GH Standard base; lyophilized. Refer to the vial label for 2 vials
reconstitution volume.
Human GH Detection | Biotinylated human GH antibody, lyophilized. Refer 1 vial
Antibody to the vial label for reconstitution volume.
) ) A 2x concentrated buffered diluent used to dilute )
Calibrator Diluent (2x) 1 vial
standard and samples.
Streptavidin-HRP A 200x% Streptavidin conjugated to horseradish 1 vial
Vi
(200%) peroxidase.
. A 10x concentrated buffered protein base used to .
Reagent Diluent (10x) | . . 1 vial
dilute Detection Antibody and HRP.
Wash Buffer A 25x concentrated solution of buffered surfactant 1 vial
Concentrate (25x%) with preservatives.
TMB ELISA Substrate Solution/ TMB Substrate )
TMB Substrate ] 1 vial
Solution
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.

Streptavidin-HRP A

Wash Buffer (1x)

TMB Substrate

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

Stop Solution
Prepare fresh for each assay.
Standard Standards may be stored for up to 1 month at
-20 °C.*
) ) Aliquot and store for up to 1 month at -20 °C in
Detection Antibody
Opened/ a manual defrost freezer. *
Reconstituted
May be stored for up to 1 month at 2-8 °C.*
Reagents

Reagent Diluent
(10%)

Use and discard diluted Reagent Diluent (1x).

Prepare fresh for each assay.

Calibrator Diluent
(2x)

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

Use and discard diluted Calibrator 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.
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.



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

Cell culture supernate samples recommend a 2-fold dilution prior to the assay. A
suggested 2-fold dilution is 100 uL of sample + 100 pyL of Calibrator Diluent (1x).
Optimal dilutions should be determined by the end user.

Human serum samples recommend a 10-fold dilution prior to the assay. A suggested
20-fold dilution is 20 uL of sample + 180 L 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).

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

Detection Antibody (1x) - 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 Reagent
Diluent (1x). Prepare at least 15 minutes prior to use.

Streptavidin-HRP A (1x) - Centrifuge briefly before opening. Dilute to the working
concentration specified on the vial label using Reagent Diluent (1x).
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Human GH Standard - Centrifuge briefly before opening. Refer to the vial label for
the reconstitution volume*. This reconstitution produces a stock solution of 4000
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 300 uL of 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 2000 pg/mL standard serves as the high standard. The Calibrator Diluent (1x)
serves as the zero standard (0 pg/mL).

300 pL 300l 300 pL 300 pL 300 pL 300 pL 300 pL

f“l"‘l"\"'\"\"“l"‘l

>

— — —
I I | -

4000pg/mL 2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/mL 62.5pg/mL 31.25pg/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 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.
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

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.

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 uL of standard and prepared 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. (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 Buffer (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 Reagent Diluent (1x), to each

well. Cover with a new adhesive strip and incubate 2 hours at room temperature.
Repeat the aspiration/wash as in step 4.

Add 100 pL of the working dilution of Streptavidin-HRP A to each well. Cover the
plate and incubate for 20 minutes at room temperature. Avoid placing the

plate in direct light.
Repeat the aspiration/wash as in step 4.

Add 100 yL of TMB Substrate to each well. Incubate for 20 minutes at room

temperature. 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 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

12



12.

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 GH concentrations versus the log of the
0O.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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Recombinant rat

Placental Lactogen

a2-Macroglobulin

Growth Hormone

Prolactin

#FHN (rh) GHR/Fcik B MEARRFN G AR AEA XN, BIEWREZ>1500 pg/mLif =

ET IR

HANR (rm) GHRIFcik & AEA B G A KRB RN, HAEIREZ>T750 pg/mLIt

PEETIEN.

FHKR () GHR/Fcir & RTEARA G AR AEA XN, HERE>1500 pg/mLHS

SPEETIER .

21



IV. 24

Pt h 2 LA
bR BRI ST, BRI 22 ) LT L R B T 2

Optical Density

10

0.01

10

100 1000
Human GH Concentration (pg/mL)

22

10000

pg/mL
0

313
62.5
125
250
500
1000

2000

oD
0.045
0.047
0.136
0.136
0.216
0.229
0.395
0.434
0.776
0.791
1.342
1.452
2.155
2.162
2.590
2.613

Average
0.046

0.136
0.223
0.415
0.784
1.397
2.159

2.602

Corrected

0.090

0.177

0.369

0.738

1.351

2.113

2.556




V. BHEA AR

A. IS H R

H K Py Fg
AP\ GH 96 FLEIR 2 0%, 8
Human GH Microplate B GH FiEi REZI 1 Btk
fLx12 %
i GRTH) , SHEM ST H
Human GH Standard E i T8 RSP ALAT 2 ik
EEATIN GH TR, % T8, X
Human GH Detection Antibod i IR 1%
V' sxmatsitmran
YGRS E MR RS (2%) F T HR b ifd \
Calibrator Diluent (2x) {féﬁﬁ‘/ﬁg B TR 1
A FRE A
Streptavidin-HRP A (200x) 200y 4 1 B R F = bnid i HRP 1
AT (10x) FFFBAs il
Reagent Diluent (10x 1)
g (10%) eI HRP
Wash Buffer Concentrate (25x) | WRAEBEIEZMR (25%) 1
TMB Substrate TMB ELISA ¥ RITMB K40 ) 196
Stop Solution 2 1711 13
Plate Sealers R 35k

23




B. AFI &M

AIFEBGE | 2-8Chffr; TEAERTEA BN AL

R RN ZR-HRP A

Vel (1)

2-8°Cfiffs, W% 30 K*

TMB JE)i TR
2 /i
A5 ] BsF 3T 5 S
PRk
FriEsh-20°C i 17, % 30 K*
CATIF, MR | Rk ¥, -20°CHEfE, % 30 K*

I REa iR el

2-8°Cfitiff, m% 30 K*

BURRRREL (100 et e e g L 19 1R AR, %
RINEF

2-8°Cf#ff, % 30 K~

PRk R (20 VA P IR T ) 1 v R TR
ZARMER

AR P IR S TR Bl AT TR AR AR A

BHRHBLECK # 4 28CHAfF, it 30 K

WA A BB SO N

C. EWFHR B & RKEM

o BEARAC CATINE450 nme PR IR £ 540 nmEKS70 i i K AR IS D
o ARG S Rk

o ZRMKEREE 1K

o PR (WD | ZIEIE GRS EE SR

+ 500 mLEf

D. HEEHEM

o RIS LR S AR IE R, FTRETIE PO U N, RN o

o WHE PR BRI, RS EE IR . . AR RIS
HMERETF .

24




VI. SEIO RIS
A. FERUE RAETF

AHHIETE LB ORI B0 5Bk SEZIRIIREAS . FEASCER S5 4 AN B A, 54—
AR 3, VRAFE T <-20°CUKFE N, T4 s S VR o FE A TT e 75 28 A BRI Al AR IR (1)
i e o

MFEREAS: M5 7 258 (SST)/r B ML . Al MY 2 IR BEEE3070h, #R/51000 x gEB5.0215
Grefe WEUMEREAZ G RIZI A T, 5 sr3e, <-20°CIfE& . e 2 VR
AT B 75 B R SRR R (10 TRk

B. HA#ERTIE

A EIEFEA PR AE AR (1) 2f5MRE Ja 2EAT R, fltn: 100 pLgufE ik
W+100 PLARHE SRR (1%) o BREERRRE B N 5 28 FH P e o

NS FEAE BOTIARAE A AR R (1) 10 Ja #EATRL I, Bt 20 LI +180 L
PR AR (1%) o SRR N B 28 FH P R A€

C. Kinr#E#ETIE

EARER A RARETZR

Vel (1%) = AUKFE T HCE IR AER IR T Re A 458, BT IEHIER: WE=R, B
BARS, R4 e IR IE I HITE . PTG 20 mLIRAABER (25%) F £ B 1 7/KEk
PRI A R 500 mL AR B PRI (1%)

FRAE AR (1%) « 81 255 1 K BRAS TR /KRR R T 1) BROPR VB i R RE T (1%
RARB (1%) 2 B TR SRR R A AR BRI (1)

BRWHLE (1%) : FHRITEBRNEO. SERWUHERRSEERETR, BR8NP

(100%) . FREERE D 16 70, HIeEmd. WA HEIPRRAA . FISFIRPER (1)
MR (1%) , ZBDEERET 16 7 dh i .

oo

HEEME-HRP A (1x) : FFEERTEBRR B 0. FIRFIFRBR (1% KRR MR- HRP
A (200%) FikesE TAEIKREE .

ANGHARHER : FFE AT EBRN 0. ST ERR SR RER G TR, 5
FIREN4000 pg/mLbriE s BRR . B R 2015080, fEH 780

25



WA, EEREAEAR SR .
ﬁ%ﬁﬁ%*MAwomﬁﬁ%ﬁﬁﬁ(W) KebriE sl BHR S T BRIIRRE, &

BT IRA) G BB 5 . 2000 pg/mLEVEFRHE 2k e i, AnvE R (1%)
FEARE M ZE S (0 pg/mL)

300 pL 300 ul 300 plL 300 pL 300 pL 300 pL 300 pL

f‘_ N e Wen Wien Wian

e BB DD
o

4000pg/mL 2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/mL 62.5pg/mL 31.25pg/mL

D. HR/MRIR

¢ HRGBEFEARN, RER IR

o ONTERAEGY, BCHIA R EARAER . ERE. IASFERE R EE ek 4k
AN FI TR 20 A P AN R (0 7 YA 5

o RBSI BRI SE B B A

o BRRRIEAI, A A AR AT DR AIESE R A TR 1

¢ TMBJERE AL EARATROATCt, ISR IRAE IMAGELIBUE, K th e A AN RIA
JE R BE s

o ZARR AR R TMBIRE VAR _E RO — B0 I 2B BUS , FLA B B AR 5
AL AT Ext, MERMSLNBIARIES], 7R iR e

26



VILZRIEZ B

AR ITE RIS R E T EiR, BUUTH ISR AR A LR

1.

2.

3.

10.

11.

12.

PR B, R T R R AR I i s

M EP 1l 22 2 T R s A B EH LR, AR AR 2R IR R AR T AR Y, R 10

3 R AN [RIIAR FEE AR i A SEZ IR A A A R L, 870100 plo F BRI E3 SORiAL,
FRBE2/E . VIR T —5k6 LR KL, AT FH T id bR e f FHRER A A 1R
WNALE: FEARTEME, WES WA . D

AR BN 2, AT FIVEHA . 22 I PR s 5 E ST RAL IR « FEFLINGEER 400 pL,
RGN PR 2 o R RAESIR, P4k FRUERUS BRI BRIk A 1)
TEBFRIGER . e — IR, WA FTA AR T BOR AR B &, 7EL
IR XA BT B B VAR

TERF AL I 100 pLECHILF ARSI GTAR (1) o FIEBUBEEAE RN, ZiRE
B 2/M6T

I BAD YN

TERRAN AL DI 100 LA B 55 52 55 A 35 - HRP ATTAR W o FH 3P AR B33 S AL
FERFHF20580, HEREDE;

H R AP PR

FERFAMEALAIIA100 uL TMBERIVE T, ZRFE20580, HEEEDL:
TERA LA IS0 uLZ b, iR IAmMALR, fERIR A5,

IMANZETUS 10 4380y, 1 SRRSO & 450 nm (IROEREE, #5E 540 nm B 570
nm ENRRIEP A . WEREKAR IEATT A, LA 450 nm 11525008 25 540 nm B 570 nm
TR IR Pk A IE BN AR L 6 kb . A A IE 1T B3 1E 450 nm Ab3E4T 1
TEHOA] BE 2> 5 e L SE AN HERR

THEER: KA MR AR S ALROCE DO IME, AR5 k2 Thn it - 20D
6 (0.DO , EHTENBRMAEINSEER (4-PL) &G eI dEr L. 55—
RI7E, I ZefilyHh AR AR a0~ SO Sl b R B SR b o b 22,
Fad B E A e e S i 2 . BE AT DL 2 N GHIREE 1% 45 O.D. XS
HokRENEAL, T Hig B E 2] DL [ KB E o AR 7 AR R S E A KK
Wi AR LS -

WURFE SRS, ABRAE B2 SRR T 06 2 LA RS A 2

27



VII. Sk

1. Goffin, V. et al. (1996) Endocrine Rev. 17:385.

2. Le Roith, D. et al. (2001) Endocrine Rev., 22:53.

3. Kojima, K. et al. (1999) Nature, 402:656.

4. Tannenbaum, G. et al. (1998) Endocrinol. 139:3871.

5. Welniak, L.A. et al. (2002) J. Leukoc. Biol. 71:381.

28



- ooooqu

N...qp.qp

\’..0....
< 0 OO0 wuwoOTzIT




	I.BACKGROUND
	II.OVERVIEW
	A.PRINCIPLE OF THE ASSAY
	B.LIMITATIONS OF THE PROCEDURE

	III.ADVANTAGES
	A.PRECISION
	B.RECOVERY
	C.SENSITIVITY
	D.CALIBRATION
	E.LINEARITY
	F.SAMPLE VALUES
	G.SPECIFICITY

	IV.EXPERIMENT
	EXAMPLE STANDARD

	V.KIT COMPONENTS AND STORAGE
	A.MATERIALS PROVIDED
	B.STORAGE
	C.OTHER SUPPLIES REQUIRED
	D.PRECAUTION

	VI.PREPARATION
	A.SAMPLE COLLECTION AND STORAGE
	B.SAMPLE PREPARATION
	C.REAGENT PREPARATION
	D.TECHNICAL HINTS

	VII.ASSAY PROCEDURE
	VIII.REFERENCES
	I.背景
	II.概述
	A.检测原理
	B.检测局限

	III.优势
	A.精确度
	B.回收率
	C.灵敏度
	D.校正
	E.线性
	F.样本预值
	G.特异性

	IV.实验
	标准曲线实例

	V.试剂盒组成及储存
	A.试剂盒组成
	B.试剂盒储存
	C.实验所需自备试验器材
	D.注意事项

	VI.实验前准备
	A.样品收集及储存
	B.样本准备工作
	C.检测前准备工作
	D.技术小提示

	VII.操作步骤
	VIII.参考文献


