Elabscience’

(R &R AR R, R R Tl R 58 1)

DR % % FEA(F-TESTO) BB 7% & I =2 X0 & 4% A 53R
Mouse F-TESTO(Free Testosterone) ELISA Kit
7= &5t 5: E-EL-M0518c

96T

& R ATFAT R o S RAAEAT R, 58 AT 77 XBE R #A1:

4 3R 7% 027-65022280, 027-87854967

A2 ® & 027-87526315

wFbRi (451 ) Perry@elabscience.cn

wFarsa (HEK) techsupport@elabscience.cn

QQ & /k 800110755

M At www.elabscience.cn

EARBRIR AR F LK &I R AR E

B A R 2 S (LA A AR E), R AN B & e IR 5

Copyright ©2017-2018Elabscience Biotechnology Co. Ltd. All Rights Reserved



mailto:Perry@elabscience.cn
http://www.elabscience.cn/

7th Edition, revised in April, 2017
R &
ZIAN &R TR AN R A, 3 KA AAR X £ iR P XRAF-TESTOK A .

REE. BAEE, HFAUFZTEN

o X # % : 10pg/mL.

o238 H : 10-2000pg/mL.

ofF Ik STARM KK F-TESTO, B 5587, #f—FF, DHT LA Z X XA K.
o T H M MH, MK F A KH<15%.

AR

ARXFER A LS ELISA k. HARAFRELOMMILIK, FREA I, KRB ANFRIEAR,

AT AN A FEARITAY F-TESTO VAR F-TESTO #tk, £ m L4k —4i-# F-TESTO itk
-F-TESTO (HRP)£.&4, #7it F-TESTO #9448 54 & 49 F-TESTO AR L. WAL &K
#(TMB), TMB £ # AR BB AL T 2 EE, whbigs T ARF &, ABEARUE 450nm
B KALM OD {&, F-TESTO KE L OD450 {a=z ia] 2 R bk, i id 244k dh Kt H A s
F-TESTO #9iK % .

www.elabscience.com
2



7th Edition, revised in April, 2017

AN B ERBEE

AFHGRF ETE ACRE B WwR—F BT ERXAE,

ARG B 285 o
¥ L& AR
ELISA B&ARMR
Micro ELISA Plate
AR R—E(6 F)
Reference Standard (6 tubes)
il FAR
Detection Ab
R A% (209
Concentrated Wash Buffer(20>)
HRP E&4R72 F-TESTO 4L/R
HRP-labeled F-TESTO
JRA % A
Substrate Reagent A
JRA R B
Substrate Reagent B
BB ki
Stop Solution
FHARF AL
Plate Sealer
7= St
Manua
Yigsxi e
Certificate of Analysis
LA AR S — B 0GR

P AT IR A VAT Ak 3 R A B A A 8 75 5
RFARAAR IR R TTRRBLIA 5 A A o A8 KK

B B2 Bin dF A48

XEE O &R

1. BEARAL(450nmiE KB L )

A

W RM SR TR P E

KA HAt

8 ILx12 %

6%

1 #R

1 #R

1 #R

1 #R

1 #R

1 #R

5K

1%

14

KHVE 5 SR AR S

0.5mL
4C, TAH6AA

6mL
15mL
6mL
7mL 4CEEA), THH 6 A

7mL

7mL
4C

%140 pg/mL, 10 pg/mL, 40 pg/mL, 160 pg/mL, 500 pg/mL, 2000 pg/mL.

ARG RARA B — 2k, AR

2 S EASIRE, EPE A —k MRk 0.5-10uL, 2-20uL, 20-200uL, 200-1000uL

3. 37°Claim 4, WRKRESTA
4. B KK,

www.elabscience.com

3



7th Edition, revised in April, 2017

ARFAR

1. K iF F £ LRI BRIV F B HIFG 47 TAE o 4 73] 2 A do i 34 ALK R M S i, i35
H R ADRI E 22047 F AT,

2. RIFF 3 B9BRATARIL T TRV &R Vi KB R, WA EF AL, R RR LG RERETH R,
TR AR ERIFHERANE ARG R, B EREZEFRAEFT A0

LR E LA R SRR . BEARAR RR R R A IX R R iR 45 B8 R R A R A KA AL

R AL ) 69 BEATRAL F B4 K A A M 450K 0nmik K 89IE R B, A% B SR £0-3.5Z 1],

AR AT 89X R & A AR A .

LRI AT R A9EPE Ak A — KA, AR

o O AW

ol 7 ik
(BARA R 77 55T A% 5 M . http://www.elabscience.cn)

1 o 20k&ETERAE2NRACHERE T10005g%H 2004, B EFEPTHARN, KE
iR G IRE RN — RN FFIRXE

2. fn 3. BEEF HEF L FMEDTA-Naz, #o0RK %5305 4 A T1000>g 5 1554, B _LFBP =T 4
Mo BERAR S, 2 A S

3. MR K ATAMIPBS (0.01M, pH=7.4)7 shin 2, £MRK G ik, HREBIMR A, K
B0y 2848 53t g ARAREGPBS(— A 4% 1:989 £ =R ARL, thdnlgay 4 LA oAt EO9mLAYPBS, A
AR ARIE R 30 F S LA E, FHEFLR. EHEPBST I NE& G BEEIPH F) e N335 S
KB, EKR ERDFE AN T #—F E MR mfe, T AT 8 K AT A8 B ol 2 B E % &%,
BG4 k50002 % 05~10%4F, B EFEAN,

4, WPRRRER: NhEEmAG A GPBSERZF, KRB ARE QEEIEL, 1000>9% S50 4 B Ik
mff; BT B R m iR Bl A A9PBSASK . AF108A4N tm A o Am A
150-200pL PBS ¥ & 7 8 i R B 7% 8k Ak 2w e kA (35 &= ARAK ST 3  PBSHY R AR) . I3 AU T
1500>q9 % 510447, B A&,

5. mMARIER B R A KR IR RARE 100050 % 204, TR R AR AmAnat R, R E

A A

HREEFA

1 S E B E LA A BTN TRAETFAC, EREAREN, FE—KERNESE, k4
F-20°C (1A A AARM), R-80C(3ANH MM, 8% R H % dko

2. AR EHRMTERTFR THAGKRETLR, R EBOFESRFTAEMNDRES T ERRSE, 7
ARAB R IRIE I, #OE B3 B CGENE ] LG MR I, A M54,

3. BT R TAVLIA P TP RZ P, EBUEIRE R I iE AR A 2.

4. FAE A E AR R F KAL) R R mIARIGR, BT 3N RAF SRS F RELISANE H 1L
1 % o

5. X FME A TR 5K A& P AN FuAR AR I8 B d IS AR AR I 69 15 2L o

www.elabscience.com
4



7th Edition, revised in April, 2017

AT e TAE:

1. RAT2054F Aok A8 P BRI R &, FHE TR, EHATI50 4 47 B AR 4.

2. Bk WK BRERR SR AR (1:19). R MKFAFIGE ARG AR TRA LM,
B FEFIE, T RA0C KBS M Ak 45 5 7 ARG BELR kiR, 3 O4EA.

BETHREBE-EEALFE TR)

1.

FrmeammRESRPIRE, E—NTaBIL, Tt fTigk; BAmEREEIAIL, &
FUAe NAR 2 AR AR F 50uL; 3 A A AN FU A Ao AR A A 50uL.

Mz )G, ZBIEILAN HRP BgARiGA F-TESTO R 50uL (= st B ILksth), AR
IR A FUAe AR FAR 50uL, sy, W LB, F37CRE 1. EEREA UL,
HoAE iR o e TEEATARURER, TEMAIE, BREAHRI, ARIEERERA M, &
K ik A AR K

RRILA R, I Lmikiik 350ul, 28 10 7, RERAFEARKR A GRAK, £FGR
Kok bdaFo EREWARTE IR, Rw: A EH A AL D AT B MM,

3R R A% S50uL, ARMER B ik S0uL, RH RO 5, EAre EERE, 37 CER
ME 15 phr AL, o7 RFFFRZEFABHBEIIEK, BRTHT 0 24, Link
FUh I A B, BP0k,

LAk iR S0pL, 4ok RN o 3275 1 2Rk iR 69 A NI R R B 5 JR A 1 i 69 e AR T AR )

5B BB ARALAE 450nm s K & 4349 3 5 B (OD fh).

www.elabscience.com
5



7th Edition, revised in April, 2017

£ R 100

1. HH A8 53 a9-F30DME. AR E AR LR, ODIEA 4R, I AR B4 k@A R
FEL R AR AR L (ER RIS aa9E),

2. EHSHODAm TARE B & LIk, & SHFEEZN,
%) B4
FRBHRIH, WARM L ELRIE, RERBHE, &G AMEAAMLARA, KBHE
B AN HAR XHFA B, B BALT LS F AT 4
o) B Fh ik THRE A8 8 3 3R
Rk KA ik T A% R B R BKR
ff@&ﬁ Vo AT A BRI AR, BRI D h K% 4
- HETRT A %ﬁ%%ﬁ@%%%xﬁ&&%%w&z
i A B 1) KA PRAE 72 B9 7 5 B 1]
) ‘ KRR TN IE 1% R EH R BRIRE
i:&%a W ARG R o 1o B R i B AT, ARIEFTA KA BB LB R
i R E A e
FEAR T R E SRR R | RABELE A k4, @R B & kA E R
T AR LA TR K AEXRRXRE
AT 47 FF BEATRAL TR A
THAKMK | AR EH o B Ao ig 1 AL
Bk ey TR A S | AR R RF SRR
PRIEEF T F R T A R A A RmI, FHRERT
LR XA B ATRAR TR 7 A Hegh o REAHEE, REERRFERE G RE
3
HRIRA TS BL ] 37 8509 eIk
ELISA XA &R AT Y VL P B K AR A A8 KA
R EAK
AT AL L OD 5 4 AT &2 /24 3L ¥ A N4k ik

www.elabscience.com

6




7th Edition, revised in April, 2017

BAEHZ

1. EBIL P e NATF R S A S S S0uL, ZBP A N S0uL HRP BE4R40/7

J& &L N\ 50uL A 4utk, 37°CHEH 60 9 4F

~N

3. Mo BOuL EAn ik Aok dnisie B, 37T°CHEF 15 54

4. Ao\ 50pL #abik, = Bp 4 450nm i K 4 ¥ OD 1A

5. &Rt

|
[
[
|

79
1

R0 AR

T IA FAF AAFEARNRF, MR A RAEAT o @ E RO, A7 SBTRAELE—

2. RAMRBER XA GA M. RRHOMXBEARSHORBIRE AR, F5L

e B TR 5 S

www.elabscience.com

7



7th Edition, revised in April, 2017

Mouse F-TESTO(Free Testosterone) ELISA Kit
Catalog No: E-EL-M0518
96T

Intended use
This ELISA kit applies to the in vitro quantitative determination of MouseF-TESTO concentrations in
serum, plasma and other biological fluids.

Specification

e Sensitivity: 10pg/mL.

eDetection Range: 10-2000pg/mL

e Specificity: This kit recognizes MouseF-TESTO in samples. No significant cross-reactivity or
interference with progesterone, estradiol, dihydrotestosterone.

eRepeatability: Coefficient of variation is <15%.

Test principle

This ELISA kit uses Competitive-ELISA as the method. The microtiter plate provided in this kit has
been pre-coated with Goat Anti-Rabbit IgG, make solid-phase secondary antibody. And then add
samples, horseradish peroxidase-labeled F-TESTO and anti-F-TESTO antibody, so as to form a coated
secondary antibody - anti-F-TESTO antibody - HRP-labeled F-TESTO complex. The amount of bound
labeled F-TESTO is inversely proportional to that of F-TESTO in the samples. The TMB substrate
solution is added to each well. The enzyme-substrate reaction is terminated by the addition of stop
solution and the color change is measured spectrophotometrically at a wavelength of 450 nm =2 nm.
The concentration of MouseF-TESTO in the samples is then determined by comparing the OD of the
samples to the standard curve
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Kit components & Storage
An unopened kit can be stored at 4°C for 1 week. If the kit is not used within 1 week, store the items

separately according to the following conditions since the kit is received.

Item Specifications Storage

Micro ELISA Plate (Dismountable) 8 wells <12 strips

Reference Standard (6 tubes) 0.5 mL /tube

4°C, 6 months

Detection Ab 1 vial, 6 mL

Concentrated Wash Buffer (20> 1 vial, 15 mL

HRP-labeled F-TESTO 1 vial, 6 mL

Substrate Reagent A 1 vial, 7 mL 4°C (shading light), 6 months

Substrate Reagent B 1 vial, 7 mL

Stop Solution 1 vial, 7 mL 4°C

Plate Sealer 5 pieces

Product Description 1 copy

Certificate of Analysis 1 copy
Note: A set of Standard concentrations is 0 pg/mL, 10 pg/mL, 40 pg/mL, 160 pg/mL, 500 pg/mL, 2000
pg/mL.

All reagent bottle caps must be tightened to prevent evaporation and microbial pollution.
The volume of reagents in partial shipments is a little more than the volume marked on the label, please
use accurate measuring equipment instead of directly pouring.
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Other supplies required

Microplate reader with 450 nm wavelength filter

High-precision transfer pipette, EP tubes and disposable pipette tips
37°C Incubator

Deionized or distilled water

Absorbent paper

Loading slot for Wash Buffer

Note

1. Please wear lab coats, eye protection and latex gloves for protection. Please perform the
experiment following the national security protocols of biological laboratories, especially when
detecting blood samples or other bodily fluids.

2. Afreshly opened ELISA Plate may appear to have a water-like substance, which is normal and will
not have any impact on the experimental results.

3. Do not reuse the diluted working solution. The unspent solutions should be stored according to the
storage conditions in the above table.

4. The microplate reader should be able to be installed with a filter that can detect the wave length at
450410 nm.. The optical density should be within 0~3.5.
Do not mix or use components from other lots.
Change pipette tips in between adding of each standard level, between sample adding and between
reagent adding. Also, use separate reservoirs for each reagent.

www.elabscience.com
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Sample collection

Serum: Allow samples to clot for 2 hours at room temperature or overnight at 4 ‘Cbefore centrifugation
for 20 min at 1000>qg at 2~8°C. Collect the supernatant to carry out the assay. Blood collection tubes
should be disposable and be non-endotoxin.

Plasma: Collect plasma using EDTA-Na; as anticoagulant. Centrifuge samples for 15 min at 1000>qg at
2~8°Cwithin 30 min of collection. Collect the supernatant to carry out the assay. Hemolysed samples
are not suitable for ELISA assay!

Tissue homogenates: It is recommended to get detailed references from the literature before analyzing
different tissue types. For general information, hemolysed blood may affect the results, so the tissues
should be minced into small pieces and rinsed in ice-cold PBS (0.01M, pH=7.4) to remove excess
blood thoroughly. Tissue pieces should be weighed and then homogenized in PBS (tissue weight(g):
PBS(mL) volume=1:9) with a glass homogenizer on ice. To further break down the cells, you can
sonicate the suspension with an ultrasonic cell disrupter or subject it to freeze-thaw cycles. The
homogenates are then centrifuged for 5-10 min at 5000xg to get the supernatant.

Cell lysates: For adherent cells, gently wash the cells with moderate amount of pre-cooled PBS and
dissociate the cells using trypsin. Collect the cell suspension into a centrifugal tube and centrifuge for
5min at 1000>g. Discard the medium and wash the cells 3 times with pre-cooled PBS. For each 1x<10°
cells, add 150-250 uL of pre-cooled PBS to keep the cells suspended. Repeat the freeze-thaw process
several times until the cells are fully lysed. Centrifuge for 10min at 1500>g at 4°C. Remove the cell
fragments, collect the supernatant to carry out the assay. Avoid repeated freeze-thaw cycles.

Cell culture supernatant or other biological fluids: Centrifuge samples for 20 min at 1000>g at 2~
8°C. Collect the supernatant to carry out the assay.

Note for sample:

1. Samples should be assayed within 7 days when stored at 4°C, otherwise samples must be divided
up and stored at -20°C (<1 month) or -80°C (<3 months). Avoid repeated freeze-thaw cycles.

2. Please predict the concentration before assaying. If the sample concentration is not within the range
of the standard curve, users must determine the optimal sample dilutions for their particular
experiments.

3. If the sample type is not included in the manual, a preliminary experiment is suggested to verify
the validity.

4. If a lysis buffer is used to prepare tissue homogenates or cell culture supernatant, there is a
possibility of causing a deviation due to the introduced chemical substance.

5. Some recombinant protein may not be detected due to a mismatching with the detection antibodly.

www.elabscience.com
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Reagent preparation

1.

Bring all reagents to room temperature (18~25°C) before use. Preheat microplate reader for 15 min
before OD measurement.

Wash Buffer: Dilute the concentrated wash solution to the working concentration using double
distilled water (1:20), mix up. Put unused solution back at 4°C. Note: if crystals have formed in the

concentrate, warm it in 40 ‘Cwater bath and mix it gently until the crystals have completely dissolved.
Standard working solution: Centrifuge the standard at 1000>g for 1min, mix it thoroughly with a

pipette.

Assay procedure (A brief assay procedure is on the 15" page)

1.

Take out pre-coated plates. Set a Blank well, Do not add any liquid; Each Standard point set two
wells, add 50ul of corresponding Standard per well; 50ul of Sample is added to the rest of each
Sample well.

Immediately add 50 ul of HRP-labeled F-TESTO to each well (except Blank well). Then add 50
ul of Detection Ab to each well. The adding order of Detection Ab should be as the same as that of
the HRP-labeled F-TESTO. Thorough mixing, cover with the Plate sealer provided in the Kit.
Incubate for 1hour at 37 <C. Note: solutions are added to the bottom of micro ELISA plate well, avoid inside
wall touching and foaming as possible.

Aspirate or decant the solution from each well, add 350uL of wash buffer to each well. Soak for
10 sec and aspirate or decant the solution from each well and pat it dry against clean absorbent
paper. Repeat this wash step 3 times in total. Note: a microplate washer can be used in this step and other
wash steps

Add 50uL of Substrate A and Substrate B to each well, mix fully. Incubate for about 15 min at
37<C. Protect the plate from light. Note: the reaction time can be shortened or extended according to the
actual color change, but not more than 30min.

Add 50uLof Stop Solution to each well. Note: the order to add stop solution should be the same as the
substrate solution.

Determine the optical density (OD value) of each well at once with a micro-plate reader set to 450
nm.
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Calculation of results

Average the duplicate readings for each standard and samples, then subtract the average zero standard
optical density. Plot a four-parameter logistic curve on log-log graph paper, with standard concentration
on the x-axis and OD values on the y-axis.

If the samples have been diluted, the concentration calculated from the standard curve must be
multiplied by the dilution factor. If the OD of the sample surpasses the upper limit of the standard curve,
you should re-test it with an appropriate dilution. The actual concentration is the calculated
concentration multiplied by the dilution factor.
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Troubleshooting

Problem

Causes

Solutions

Poor standard
curve

Inaccurate pipetting

Check pipettes.

Improper standard dilution

Ensure briefly spin the vial of standard and
dissolve the powder thoroughly by gentle
mixing.

Wells are not
aspirated

completely

Completely aspirate wells in between steps.

Low signal

Insufficient incubation time

Ensure sufficient incubation time.

Incorrect assay temperature

Use recommended incubation temperature.
Bring substrate to room temperature before
use.

Inadequate reagent volumes

Improper dilution

Check  pipettes and correct

preparation.

ensure

HRP conjugate inactive or TMB
failure

Mix HRP conjugate and TMB,rapid coloring.

Deep color but

Plate reader setting is not optimal

Verify the wavelength and filter setting onthe
Microplate reader.

low value Open the Microplate Reader ahead to
pre-heat.
Large CV Inaccurate pipetting Check pipettes.
Concentration of target protein is o
. Use recommended dilution factor.
too high
High Review the manual for proper wash. If using
background Plate is insufficiently washed a plate washer, check that all ports are
unobstructed.
Contaminated wash buffer Prepare fresh wash buffer.
Improper storage of the ELISA | All the reagents should be stored according
Low kit to the instructions.
sensitivity Stop solution should be added to each well

Stop solution is not added

before measurement.
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Summary

N
1. Add 50uL of standard or sample to each well. Immediately add 50uL of
HRP-labeled F-TESTO to each well. Then add 50uL of Detection Ab to each

well. Incubate for 1 hour at 37°C )

N

2. Aspirate and wash 3 times

4. Add 50uL Stop Solution. Read at 450nm immediately

.

[ 3. Add 50uL of Substrate A and Substrate B to each well. Incubate 15 min at 37°C
[ 5. Calculation of results.
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Declaration

1.

Limited by current conditions and scientific technology, we can't conduct comprehensive
identification and analysis on all the raw material provided. So there might be some qualitative
and technical risks for users using the kit.

The final experimental results will be closely related to the validity of products, operational skills
of the operators and the experimental environments. Please make sure that sufficient samples are
available.

To get the best results, please only use the reagents supplied by the manufacturer and strictly
comply with the instructions!

Incorrect results may occur because of incorrect operations during the reagents preparation and
loading, as well as incorrect parameter settings of the Micro-plate reader. Please read the
instructions carefully and adjust the instrument prior to the experiment.

Even the same operator might get different results in two separate experiments. In order to get
reproducible results, the operation of every step in the assay should be controlled.

Every kit has strictly passed QC test. However, results from end users might be inconsistent with
our data due to some variables such as transportation conditions, different lab equipments, and so
on. Intra-assay variance among kits from different batches might arise from the above reasons,
too.
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