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COPYRIGHT
Allrights reserved worldwide. No part of this publication may

be reproduced, transmitted, transcribed, or stored in an
Sﬂoﬂ:mmzos-aﬁm,\m_mu\mﬁmaio:qm:m_mﬁmaio any human o« ._.mm._.om._.m_ﬂozm
computer language in any form or by any means (manual, ELISA KIT INSTRUCTIONS
electronic, mechanical, magnetic, optical, chemical, or oth-
erwise) without expressed written permission.

WARRANTY

Neogen Corporation makes no warranty of any kind, either ;
expressed or implied, except that the material from which its

products are made are of standard quality. [fany materials are _ _u_.m>mmwM_w%%mbm_.Mm“,me__.mmo._ﬂwmzm mom»p@mmc_._k
defective, Neogen Corporation wiil provide a replacement
product. Buyerassumes allrisk and liability resultingfromthe
use ofthis product and any of the predictive models. Thereis
no warranty of merchantability of this product, or of the fitness
ofthe product for any purpose. Neogen Corporation shall not
be liabte for any damages, including special or consequential
damage, or expense arising directly or indirectly fromthe use
of this product.

***Store kit at 4° C at all times***

628 Winchester Road
Lexington KY 40505 USA k_
606 254 1221 or 800 4778201 USA/CANADA ,
Fax 606 255 5532 CAUTION
Technical assistance is available Monday-Friday, between _ This product is sold for research and/or in vitro use only.

8:00 a.m. and 6:00 p.m. EST. Not for clinical diagnostic use.




| generates an optimal color after 30 minutes. Quantitative
DESCRIPTION test results may be obtained by measuring and compar-

ing the absorbance reading of the weils of the samples

Testosterone is the principle androgen. itis synthesized againstthe standards with a microplate reader at 650 nm.
in the testis, the ovary and the adrenal cortex. It is The extent of color development is inversely proportional
responsible for the development and maintenance of the h tothe amountof Testosterone inthe sample or standard.
male secondary sex characteristics. It also exerts Forexample, the absence of Testosteronein the sample
important protein anabolic and growth-promoting effects. will resultin a bright blue color, whereas the presence of

Testosterone will resultin decreased or no color develop-
ment.

-

The plasmatestosterone levels are usefulin investigating
hypogonadism and hormone replacement therapy inmen.
It is also useful as a marker in hyper-androgenism in
women.
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This is an ELISA (Enzyme-Linked Immunosorbent As-
say) forthe quantitative analysis of Testosterone levelsin
biological fluid. This test kit operates on the basis of
competition between the enzyme conjugate and the
Testosteroneinthe sample foralimited number of binding
sites on the antibody coated plate.

The sample or standard solution is first added to the
microplate. Next, the diluted enzyme conjugate is added .
and the mixture is shaken and incubated at room tem- :

perature forone hour. During the incubation, competition

for binding sites is taking place. The plate is then washed Substrate
removing all the unbound material. The bound enzyme

conjugate is detected by the addition of substrate which
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MATERIALS PROVIDED

EIA BUFFER: 30 mL. To be used to dilute enzyme
conjugate and Testosterone standards.

WASH BUFFER 10x: 20 mL. To be diluted 10x with
deionizedwater. Thisis used to wash allunbound enzyme
conjugate, samples and standards from the plate after
the one hour incubation.

SUBSTRATE: 20 mL. Stabilized 3,3, 5,5
Tetramethylbenzidine (TMB) plus Hydrogen Peroxide
(H,O,)inasingle bottie. Itis used todevelop the colorin
the wells after they have beenwashed.

EXTRACTION BUFFER 5x: 30 mL. To be diluted 5x with
deionized water. This is used for diluting extracted and non-
extracted samples.

TESTOSTERONE ENZYME CONJUGATE: 150 pulL.
Testosterone horseradish peroxidase concentrate. Blue
cappedvial.

TESTOSTERONE STANDARD: 100puL. Testosterone
standard atthe concentrationof 1 ug/mL. Green capped
vial.

TESTOSTERONE ANTIBODY COATED PLATE: A 96
well MaxiSorp™ Nunc microplate with anti-Testoster-
one rabbit antibody precoated on eachwell. The plate
is ready for use as is. DO NOT WASH!

MATERIALS NEEDED BUT NOT PROVIDED

300 mL deionized water for diluting wash buffer and extrac-
tionbuffer. .
Precision pipettes that range from 10 ul-1000 uL and
disposable tips.

NOTE: If all or several strips are to be used at one time, it is

o0 kW

suggested that a multichannel pipette be used.

Clean test tubes used to dilute the standards and
conjugate,

Graduated cylinders to dilute and mix wash buffer and
extraction buffer.

Microplate reader with 650 nm filter.

Plastic film or plate cover to cover plate duringincuba-
tion,

OPTIONAL MATERIALS

7.
8.

1 M HCl or Manufacturer's Stop Solution.
Microplate shaker.

If performing an extraction on samples, the following will be

required:

9.
10.
11.

Ethyl ether
Nitrogengas

Vortex




WARNINGS AND PRECAUTIONS

1. DO NOT use components beyond expiration date.

2. DONOT mixany reagents orcomponents of thiskitwith any
reagents or components of any other kit. This Kit is
designed to work properly as provided.

3. DO NOT pipette reagents by mouth.

4.  Alwayspoursubstrate outofthe bottle into acleantesttube
- DO NOTpipette out of the bottle (if yourtipis unclean you
could contaminate yoursubstrate).

5. Allspecimens should be considered potentially infectious.
Exercise properhandiing precautions.

6. DO NOTsmoke, eataordrinkin areas where specimens
orreagents are being handled.

7. Use aseptic technique when opening and removing

8
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reagents from vials and bottles.

. Keep plate covered except when adding reagents,washing
orreading.
Kitcomponents should be refrigerated at all times when not
inuse.

PROCEDURAL NOTES

1. Itis not necessary to allow reagents to warm to room
temperature before use.

2. Desiccant bag must remain in foil pouch with unused
strips. Keep pouch sealed when not in useto maintaina
dryenvironment. Sealwithaheat sealer. If a heatsealer
is not available, thoroughly close the open end with
tape. Try toremove excess air before sealing.

3. Always use different pipette tips for the buffer, enzyme
conjugate, standards and samples. .

10.

11.

12.

PROCEDURAL NOTES (continued)

Before pipetting areagent, rinse the pipette tip three times
with thatreagent (i.e. fill the tip with the desired amount of
reagent and dispense back into the same vial - repeat
2 times). Now the tip is properly rinsed and ready to
dispense the reagent into your well or test tube.

When pipetting into the wells, DO NOT allow the pipette tip
totouchthe inside of the well, or any of the reagents already
in the well - this can cause cross contamination.
Standards and sampies should be assayed in duplicate.
To quantitate, always run a standard curve when testing
samples. If testing a sample that is not extracted, dilute
standards in the same type of medium being tested, which
is known to be negative.

Gently mix specimens and reagents before use. Avoid
vigorous agitation.

When using only partial amounts of a kit, it is recom-
mendedto transferthe appropriate volume of each reagent
to acleanvesselforrepeated dispensing. This wili reduce
reagent contamination by repeated sampling from the
original container.

The enzyme conjugate is most stable in its concentrated
form. Dilute only the volume necessary for the amount of
strips currently being used.

Before taking an absorbance reading wipe the outside
bottom ofthe wells with a lint-free wiperto remove dust and
fingerprints. 3

Before opening the enzyme conjugate and standard vial,
tap vialin an upright position to remove any liquid in the cap.




SAMPLE PREPARATION

Usually,urine andtissue culture supernatantcanbe assayed
directly by diluting them with the diluted extraction buffer.
Plasma and most other mediums will need to be extracted.

EXTRACTION OF TESTOSTERONE

o &

Note:

Pipette 100uL of plasmainto a glass tube (10x75 mm)
and add 1 mL of ethyl ether.

Vortex the tube for 30 seconds and then allow the
phases to separate.

Transfer the organic phase into a clean glass tube and
evaporate the solvent with a stream ofN,,.

Dissoive the residue in 100 uL of diluted extraction buffer.
Dilute the extract 100 fold by adding 10 uL of the above
extract into 990 pL of diluted extraction buffer.

Vortex and assay 50 uL in duplicates.

The values obtained are mutliplied by 100 to give final ng/
mL concentrations. .

If the concentration is higher than the high range of the
standard curve, the samples in #6 need to be further
diluted and reassayed.

Extraction buffer must be diluted 5x with deion-
ized water before use. Any precipitant present
must be brought into solution before dilution.

TEST PROCEDURES

1. Prepare standards as follows:

PREPARATION

stock solution 1 ug/mL (this is provided)

take 20 L of A, add to 980 ul of EIA buffer
and mix=20 ng/mL

take 200 ul of B, add to 1.8 mL of EIA
buffer and mix=2 ng/mL

take 200 ul of C, add to 1.8 mL of EIA

STANDARD

A
B

E

bufferand mix=0.2 ng/mL

take 200 ul of D, add to 1.8 mL of E|A buffer
and mix = 0.02 ng/mL

Continue standard preparation following Scheme .

Scheme i
ElA C D E
Standards ng/mL | buffer (uL | standard | standard | standard

added}) ul ul ulL
S, 0 as is - - -
m: 0.002 S00 - - 100
wm 0.004 800 - - 200
mw 0:008 600 - - 400
S, 0.02 - - - as is
mm 0.04 800 - 200 -
S, 0.08 [ 600 : 400 -
S, 0.2 - - asis -
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TEST PROCEDURES (continued)

Determine the number of wells to be used.

NOTE: Allow for extra wells when calculating amount of

conjugate to dilute to allow for loss during pipet-
ting (i.e. 4 extra wells if using a singie pipette; 10
extra wells if using a multichannel pipette).

Dilute the Testosterone enzyme conjugate. Add 1 ulL of
enzyme conjugate into 50uL total volume of E|A buffer for
eachwell assayed. Forthe whole piate, add 110uL of the
enzyme conjugate into 5.5 mL total volume of EIA buffer.
Mix the solution thoroughly. -

Add 50ul of standards (S) orunknown (U) (some samples
may require diluting) to the appropriate wells in duplicate.

See Scheme Il for suggested template design.

Add 50 pb of the diluted enzyme conjugate to each well.
(Use 8-channel pipette or 12-channel pipette for rapid
addition.)

Mix by shaking plate gently. (A microplate shaker may be
used.)

Cover plate with plastic film or plate cover and incubate at
room temperature for one hour. Note: Keep plate away
fromdrafts and temperature fluctuations.

Dilute concentrated wash buffer with deionized water (i.e.
20 mL of wash buffer plus 180 mL of deionized water). Mix
thoroughly.

10.

11.

12.
13.

14.

15.

TEST PROCEDURES (continued)

Afterincubation, dump out the contents of the plate. Tap
out contents thoroughly on a clean lint-free towel.
Wash each well with 300uL of the washing buffer. Repeat
for atotal ofthree washings. (An automated plate washer
can be used.)

Add 150 ul. of substrate to each well. (Use multichannel
pipette for best results.) Mix by shaking plate gently.
Allow to stand at room temperature for 30 minutes.
Gently shake plate before taking a reading to insure
uniform color throughout each well.

Plate is read in a microplate reader at 650 nm. If a dual
wavelengthisused, setW, at650 nmand W, at 490 nm.
If accounting for substrate background, use 2to 8wells as
blanks with only substrate in the wells (150 ul/well).
Subtractthe average of these absorbance values from the
absorbance values of the wells being assayed.

NOTE: Some microplate readers can be programmed to do

these subtractions automatically when reading
the plate. Consult your instrument manual.

11
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OPTIONAL TEST PROCEDURES

16.

17.

18.

Add 50-100uL of 1 MHClor Manufacturer's Stop Solution
to each well to stop enzyme reaction.

Read plate at 450 nm,if 1 M HCl solutionwas used. Read
plate at 650 nm, if Manufacturer's Stop Solution was
used.

Plotthe standard curve and estimate the concentrations of
the samples from the curve. See "CALCULATIONS."

Note: Absorbance readings will approximately double
when stopped with acid. If absorbance readings are too
high for measuring with your microplate reader, decrease
the substrate incubation approximately 10 minutes but no
more than 15 minutes.

I O TmooO W >

Scheme
1.2 3 45 6 7 8 9 10 11 12
50 150 [U1 | U1 ] g [ug [u17]v17]u25 [uas[uas fu33
s1 |51 [v2 | v2|u10/v10/u18[u1g[uae]v26]v34 |uaa
S2 152 U3 | U3 U11]u11,u19lu19 U7 |u27| U35 U35
s3 53 |ug | ug u12|u12|u20,u20 V28 |u28|U36 V36
54 134 15 | ug u13 u13unt|unq uog|upg U7 37
S5 155 U6 | ug [u14|u14juanlunaluggluzg|uag |uas
56 56 | U7 | U7 |U15|u15|u23,u23[u31 |ug1|u3g u3g
57 157 | Y8 | Y816 U16/u24|u24 |u32[u32 uag U0

CALCULATIONS )

1.

After the substrate background has been subtracted from
all absorbance values, average all of your duplicate well
absorbance values. ,

The average of yourtwo S, values is now your B, value. (S,
now becomes B, etc.)

Next, find the percent of maximal binding (%B/B, value).
To do this, divide the averages of each m*m:o_m& absor-
bance value (now known as B, through B.) by the B,
absorbance value and muitiply by 100 to achieve per-
centages.

Graph your standard curve by plotting the %B/B, for each
standard concentration on the ordinate (y) axis against
concentration onthe abscissa (x) axis. Draw a curve by
using a curve-fitting routine (i.e. 4-parameter or linear
regression).

Divide the averages of each sample absorbance value by
the B, value and multiply by 100to achieve percentages.
Using the standard curve, the concentration of each
sample can be determined by comparing the %B/B, of
each sampie to the corresponding concentration of
Testosterone standard.

If the samples were diluted, the concentration deter-
mined from the standard curve must be multiplied by the
dilution factor.

13
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TYPICAL STANDARD CURVE

Testosterone in EIA Buffer

| i Lo treii] 1 Loudd 11 111

TYPICAL DATA

Note: "Typical data” is a representation. Variancesin

data will occur. Optical density readings may fluctuate
during the shelf-life of the kit, but the %B/B, should

remaincomparable.
Measuring wavelength: 650 nm

0.01 0.1

Concentration, ng/mi

Standard | Optical Density
Standard |Concentration | (Absorbance %B/B,

(ng/ml) Value)
S, (B) 0 1.152 100
S, (B) 0.002 1.023 89
S, (B) 0.004 0.959 83
S, (B) 0.008 0.861 75
S, (B) 0.02 0.672 58
S, (B 0.04 0.497 43
S, (B) 0.08 0.352 31
S, (B,) 0.2 0.202 18

15
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TESTOSTERONE
DIHYDROTESTOSTERONE
ANDROSTENEDIONE
TESTOSTERONE ENANTHATE
ESTRIOL

TESTOSTERONE BENZOATE
ESTRADIOL
DEHYDROEPIANDROSTERONE
TESTOSTERONE PROPIONATE
DEOXYCORTICOSTERONE
TESTOSTERONE 17B-CYPIONATE
ALDOSTERONE
CORTICOSTERONE

CORTISOL

CORTISONE

ESTRONE
17-HYDROXYPROGESTERONE
PREGNENOLONE
PROGESTERONE

CROSS REACTIVITY

100.0%
100.0%
0.86%
0.13%
0.10%

0.10%
0.05%
0.04%
0.04%
0.03%
0.02%
<0.01%
<0.01%
<0.01%
<0.01%
<0.01%
<0.01%
<0.01%
<0.01%

L027-1096
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CORPDRATION
FAX TRANSMISSION
Date: 7122198
To: Mr. Ayuko Goto
Company: Cosmo Bio Co., Ltd.
Fax: (81)356-329623
From: Emilie W. Stanley
628 Winchester Rd

Lexington KY 40505 USA

Tel: 606 254 1221 Fax: 606 255 5532
e-mail: estanley@neogen.com
http:\\www.neogen.com

THERE WILL BE A TOTAL OF [{QPAGE(S) INCLUDING THIS ONE.
Dear Mr Goto,

Thank you for your fax today, Enclosed is the package insert you hav requested
on Neogen's Testosterone ELISA test kit.

You had originally contacted my colleague Ms. Mary Keenan at Neo%en‘s
Michigan office. Ms. Keenan will remain your contact for the food satety

products while 1 will be your contact for the research products. If you have any
questions on the research products then please feel free to contact me at
Neogen's Lexington Kentucky office at lel: 806 254 1221 fax: 606 255 55632 or e-
mail; estanley@neogen.com.

Best Regargs, _
S [0Sk

Emilie W. Stanley
Director of Diagnostic Sales

628 Winchester Rd » Lexinglon KY 40505 USA « 606 254 1221 - Fax 606 255 5532
hitp /fwww.neogen.com e-mail inform@neogen.con




