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Prolactin ELISA
AL-199-i

\ INTENDED USE \

Prolactin Enzyme-Linked Immunosorbent Assay (ELISA) Kit provides materials

for the quantitative measurement of prolactin in human serum. This assay is
intended for in vitro diagnostic use in the diagnosis and treatment of disorders
of the anterior pituitary gland or of thf hypothalamus portion of the brain.
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SUMMARY AND EXPLANATIbm

Prolactin is a 198-amino aci

e secreted in

significant amounts by the an
extensive sequence homology wi
Recent studies have revealed mole

pituitary extracts and blood?3. Prol

mechanisms involving neurotransmitters a ocrlne

the regulatory pathways involve hypothala n of ‘
inhibits prolactin secretion®. Prolactin, in syn estrog

important physiologic role in the initiation and m of m ry
gland growth and lactation in humans®4. f

In addition, prolactin may have effects on cell growth in othe@es an
immune function. Particularly when present in high concentrati Iactln

may have inhibitory effects on gonadal function. Prolactin is present in raI /
body fluids, including plasma, amniotic fluid, milk, mucosal secretio

cerebrospinal fluid. Relative elevations in plasma prolactin concentra‘%

occur during ovulation, pregnancy, nursing and stress%%. Abnormal elevatlon

in plasma prolactin levels, or hyperprolactinemia, can occur as a result of
pituitary adenomas, and may also be seen in other anatomic and traumatic
abnormalities involving the pituitary gland (e.g., tumors, surgery, trauma), as

a consequence of certain pharmacologic agents, and primary hypothyroidism.

is observed in cases of

Low prolactin levels,

hypopituitarism>®,

or hypoprolactinemia,

PRINCIPLE OF THE TEST

The Prolactin ELISA is a quantitative three-step sandwich type immunoassay.
In the first step Calibrators, Controls and unknown samples are added to

Prolactin antibody coated microtiter wells and incubated with assay buffer.
After the first incubation, and washing, the wells are incubated with
biotinylated Prolactin antibody solution. After the second incubation and
washing, the wells are incubated with streptavidin horseradish peroxidase
conjugate (SHRP) solution. After the third incubation and washing step, the
wells are incubated with substrate solution (TMB) followed by an acidic
stopping solution. In principle, the antibody-biotin conjugate binds to the solid
phase antibody-antigen complex which in turn binds to the streptavidin-
enzyme conjugate. The biotin-SHRP complex bound to the well is detected by
enzyme-substrate reaction. The degree of enzymatic turnover of the substrate
is determined by dual wavelength absorbance measurement at 450 nm as
primary test filter and 630 nm as reference filter. The absorbance measured is
directly proportional to the concentration of Prolactin in the samples and
calibrators.
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‘ MATERIALS SUPPLIED

CAL-199A
One bottle, 2 mL, labeled Prolactin Cal. A, containing 0 ng/mL Prolactin in

Prolactin Calibrator A

protein-based buffer and ProClin™ 300. Store unopened at 2-8°C until the
expiration date.

CAL-199B - CAL-199F
Five vials, labeled B-F, containing concentrations of approximately 1.4 - 244

Prolactin Calibrators B — F (Lyophilized)

ng/mL Prolactin in protein-based buffer and ProClin™ 300. Refer to calibration
card for exact concentrations. Store unopened at 2 to 8°C until the expiration
date. Reconstitute calibrators B-F with 1 mL deionized water. Solubilize, mix
well and use after reconstitution. Aliquot and freeze in plastic vials
immediately for multiple use and discard after the run. Avoid repeated freeze
thaws.

Standardization Note: The Prolactin calibrators are traceable to the World

&alth Organization International preparation NIBSC code 83/573 version 5.0.

@ | & CTR-199-11  Prolactin Controls | & Il (Lyophilized)
Two \alyf Jabeled Levels | and Il containing low and high Prolactin
X‘ protein-based buffer and ProClin™ 300. Refer to calibration
ntrations. Store unopened at 2 to 8°C until the expiration

c ncentr
or e
onstlt rol Levels | and Il with 1 mL deionized water. Solubilize,

nd use

mlx econstitution. Aliquot and freeze immediately in
lastic waf multi

and discard after run. Avoid repeated freeze

PLT- Pro( ntlbody ? icrotitration strips

One str% cont 12 stri j\n 6 microtitration wells with anti-
Prolactin a mmo to th 5|de wall of each well. Store at 2-8°C
until explratlon éthe red ﬁ’ ble pouch with a desiccant to protect from

moisture.

ASB-199 Prolactln

- ffer
One bottle, 12 mL, conta& proteléﬁed (BSA)-buffer with a non-

mercury preservative. Store at C until expiration date.
-

BCR-199
One bottle, 12 mL, containing biotinylated anti-Prolactin antibody in a protein-

Prolactin Biotin Conjugate Ready-To-Use (RTU)

based buffer with a non-mercury preservative. Store at 2-8°C until expiration
date.

SAR-199
One bottle, 12 mL, containing streptavidin-HRP (horseradish peroxidase) in a

Prolactin Streptavidin-Enzyme Conjugate-Ready-To-Use (RTU)

protein-based buffer and a non-mercury preservative. Store at 2-8°C until
expiration date.

TMB-100 TMB Chromogen Solution
One bottle, 12 mL, containing a solution of tetramethylbenzidine (TMB) in
buffer with hydrogen peroxide. Store at 2-8°C until expiration date.
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STP-100 Stopping Solution
One bottle, 12 mL, containing 0.2 M sulfuric acid. Store at 2-30°C until
expiration date.

WSH-100
One bottle, 60 mL, containing buffered saline with a nonionic detergent. Store

Wash Concentrate A

at 2-30°C until expiration date. Dilute 25-fold with deionized water prior to
use.

MATERIALS REQUIRED BUT NOT PROVIDED

1.  Microplate absorbance reader capable of absorbance measurement at

450 nm, 405 nm, and 630 n @
to dellv;rA‘

Microplate orbital shaker.
6|5|0n ?
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WARNINGS AND PRECAUTIONS U~ , "V

For Research Use Only. Not for use in dlagnostlcw dures. C) F
dISpO@

c¢) Handle and dispose of all reagents and material in compﬂan e Wi

Microplate washer.
Semi-automated/manu
Vortex mixer.
Deionized water.

N o vk wnN

Repeater Pipette

The following precautions should be observed:

a)  Follow good laboratory practice.

b)  Use personal protective equipment. Wear lab coats
gloves when handling immunoassay materials.

applicable regulations.

WARNING: Potential Biohazardous Material
This reagent may contain some human source material (e.g. serum) or
Handle all
reagents and patient samples at a Biosafety Level 2, as recommended for any
potentially

materials used in conjunction with human source materials.

infectious human material in the Centers for Disease
Control/National Institutes of Health manual "Biosafety in Microbiological and

Biomedical Laboratories," 6t Edition, 20207.

WARNING: Potential Chemical Hazard

Some reagents in this kit contain ProClin™ 300 and Sodium azide® as a
preservative. ProClin™ 300 and Sodium azide in concentrated amounts are
irritants to skin and mucous membranes.

For further information regarding hazardous substances in the kit, please refer
to the SDS, either at AnshLabs.com or by request.

SAMPLE COLLECTION

a)  Serum is the recommended sample type.

b)  Sample handling, processing, and storage requirements depend on the
brand of blood collection tube that you use. Please reference the
manufacturer’s instructions for guidance. Each laboratory should
determine the acceptability of its own blood collection tubes and serum
separation products.

c)  Samples must be stored at -20°C or -80°C to avoid loss of bioactivity and
contamination.

d)  Avoid assaying lipemic, hemolyzed or icteric samples.

e) Avoid repeated freezing and thawing of samples.

f) For shipping, place specimens in leak proof containers in biohazard
specimen bags with appropriate specimen identification and test

*&
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requisition information in the outside pocket of the biohazard specimen
bag. Follow DOT and IATA requirements when shipping specimens.

PROCEDURAL NOTES

1. A thorough understanding of this package insert is necessary for
successful use of the Prolactin ELISA assay. It is the user’s responsibility
to validate the assay for their purpose. Accurate results will only be
obtained by using precise laboratory techniques and following the
package insert.

A calibration curve must be included with each assay.

w N

Bring all kit reagents to room temperature before use. Thoroughly mix
the reagents before use by gentle inversion. Do not mix various lots of
any kit component and do not use any component beyond the expiration
date.

Use a clean disposable pipette tip for each reagent, calibrator, control or

&

sample. Avoid microbial contamination of reagents, contamination of

the substrate solutions with the HRP conjugates. The enzyme used as the

label is inactivated by oxygen, and is highly sensitive to microbial

contamination, sodium azide, hypochlorous acid and aromatic
chlorohydrocarbons often found in laboratory water supplies. Use
deionized water.

5.  Incomplete washing will adversely affect the outcome and assay
precision. Care should be taken to add TMB into the wells to minimize
potential assay drift due to variation in the TMB incubation time. Avoid

posure of the reagents to excessive heat or direct sunlight.

\ PRE@ATlON OF REAGENTS

1 Proldctj#Calibrators B-F and Prolactin Controls | & II: Tap and

recoffs rolactin Calibrators B-F and Prolactin Controls | & Il each

1 mL ed water and solubilize for 10 minutes, vortex and use.

Solutl @te wash concentrate 25-fold with deionized water.

The soluti ble for one month at room temperature when
stora% htly se:

jcrotitragj ells: Sel number of coated wells required for the

The r g unuse@wdllspshould be placed in the resealable
@ust be resealed to protect from

/}ia de t The ;
mois
O’ ’

| ASSAY PROC L.

Allow all specimens aﬁ( ents to ¥ m temperature (23  2°C) and
mix thoroughly by gentl ion be & Calibrators, controls, and
unknowns should be assayed & ||cate

1.  Reconstitute Prolactin CaI gtors B-F and Prolactin Controls | & Il each
with 1 mL deionized water as per the “Preparation of Reagents” section
of this package insert. Solubilize for 10 minutes. Mix well by gentle
vortex.

2. Label the microtitration strips to be used.

Pipette 20 pL of the Calibrators, Controls, and unknowns to the
appropriate wells.

4.  Add 100 pL of the Prolactin Assay Buffer to each well using a repeater
pipette.

5. Incubate the plate, shaking at a fast speed (600-800 rpm) on an orbital
microplate shaker, for 30 minutes at room temperature (23 + 2°C).

6. Aspirate and wash each strip 5 times (350 pL/per well) with Wash
Solution using an automatic microplate washer.

7. Add 100 pL of the Prolactin Biotin Conjugate Ready-To-Use (RTU) to
each well using a repeater pipette.
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8. Incubate the plate, shaking at a fast speed (600-800 rpm) on an orbital
microplate shaker, for 20 minutes at room temperature (23 + 2°C).

9. Aspirate and wash each strip 5 times (350 uL/per well) with Wash
Solution using an automatic microplate washer.

10. Add 100 pL of the Streptavidin-Enzyme Conjugate-RTU to each well
using a repeater pipette.

11. Incubate the plate, shaking at a fast speed (600-800 rpm) on an orbital
microplate shaker, for 15 minutes at room temperature (23 + 2°C).

12. Aspirate and wash each strip 5 times (350 uL/per well) with the Wash
Solution using an automatic microplate washer.

13. Add 100 pL of the TMB chromogen solution to each well using a repeater
pipette. Avoid exposure to direct sunlight.

14. Incubate the wells, shaking at 600—800 rpm on an orbital microplate
shaker, for 8-12 min at room tegagerature (23 + 2°C).
NOTE: Visually monitor t@r develw to optimize the
incubation time. Q

15. Add 100 pL of the St Sol f each |ng a repeater
pipette. Read the abs é of the n in t W|th|n 20
minutes, using a microplater, r set to45

NOTE: Zero calibrator should be p grageed as %? wh/Ie
optical density. If instrument has a w correc he ins|
th ba ; wavel
RESULTS

NOTE: The results in this package insert were calcultfed lottin v(@
log optical density (OD) data on the y-axis an Prol a
concentration on X-axis using a cubic regression curve fit. ﬂbt/vely,

to dual wavelength measurement at 450 n
correction at 630 nm.

log vs. log quadratic regression curve-fit can be used. Othe,
reduction methods may give slightly different results.

1.  Calculate the mean optical density (OD) for each calibrator, Control, i&

Unknown.

2. Optimum results can be obtained at incubation temperature of (23 +
2°C).

3.  Plot the log of the mean OD readings for each of the Calibrators along
the y-axis versus log of the Prolactin concentrations in ng/mL along the
x-axis, using a cubic regression curve fit.

4.  Determine the Prolactin concentrations of the Controls and unknowns
from the calibration curve by matching their mean OD readings with the
corresponding Prolactin concentrations.

5.  Any sample reading higher than the highest Calibrator should be
appropriately further diluted with the 0 ng/mL (Cal. A) and re-assayed.

6.  Any sample reading lower than the LoD should be reported as such.

LIMITATIONS

The reagents supplied in this kit are optimized to measure Prolactin levels in
mouse and human EDTA plasma. If there is evidence of microbial

contamination or excessive turbidity in a reagent, discard the vial. For assays
employing antibodies, the possibility exists for interference by heterophile
antibodies in the samples.®

As with all diagnostic tests, a definite clinical diagnosis should NOT be based
on the results of a single test. The diagnosis should only be made by the
physician after reviewing all clinical and laboratory findings.

QUALITY CONTROL

. Each laboratory should establish mean values and acceptable ranges to

ensure proper performance.

Oleit
lowes

/ assay r nsyfe prefi
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. Prolactin ELISA controls or other commercial controls should fall within
established confidence limits.

. The confidence limits for Prolactin controls are printed on the
Calibration Card.

. A full calibration curve, low, and high-level controls, should be included
in each assay.

. TMB should be colorless. Development of any color may indicate reagent
contamination or instability.

REPRESENTATIVE CALIBRATION CURVE DATA

Well Number Well Contents Mean Absorbance Conc. (ng/mL)
AL A2 Callb;ators 0.007 (Blank) 0
B1, B2 B 0.035 1.40
C1,C2 C 0.182 7.0
D1, D2 D 0.632 25.0
E1, E2 E 2.016 103.0
F1, F2 F 3.466 244.0

CAUTION: The above data must not be employed in lieu of data obtained by
the user in the laboratory.

’ | ANALYTICAL CHARACTERISTICS

Limit of Blank (LOB):
&e Limit of Blank was 0.132 ng/mL, calculated from a minimum of n=18
m ents of analyte free sample.

ction (LoD):
nt of Prolactin in a sample that can be detected with a 95%

ility (n- :: .4 ng/mL. The value was determined by processing six

he ran ; to 5.0 ng/mL following CLSI EP17 guidelines. Eight

ver four days with samples run in triplicates per

The L|mi @
of n=18 %/‘
samples in th c&:

@g/mL.’
Imprecision: Q/‘ @0

Based on NCCLS EP-10 g @ ipes repr(
The study included a total of

was determined in a study Si ree saffiplgs. i
6 assays, 3 replicates each, ssay (n=18). Representative data were

calculated and are presented in th& following table.

nd n=24 measurements of four

WZ ng/mL, calculated from a minimum

ity of the Prolactin ELISA assay

Mean conc. Repeatability Intermediate Precision
Sample
(ng/mL) SD %CV SD %CV
Pool-1 7.131 0.198 2.78% 0.240 3.37%
Pool-2 30.206 0.645 2.13% 0.906 3.00%
Pool-3 103.551 3.582 3.46% 7.800 7.53%
Linearity:

Based on NCCLS EP-6-P multiple dilutions of the three serum samples
containing various Prolactin levels were diluted with Calibrator A. The %
recovery on individual samples is represented in the following table.

sample Dilution Expected Conc. Observed Conc. %
P Factor (ng/mL) (ng/mL) Recovery
Neat Value 64.299
0y
sample 1 2 32.150 35.255 1%
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4 16.075 17.431
8 8.037 9.096
16 4.019 4.506
Neat Value 58.410
2 29.205 30.698
Sample 2 4 14.603 16.361 111%
8 7.301 8.459
Neat Value 31.911
Sample 3 2 15.956 17.223 111%
4 7.978 9.155

Recovery:

Known amounts of Prolactin were added to five serum samples containing
different levels of endogenous Prolactin. The concentration of Prolactin was
determined before and after the addition of exogenous Prolactin and the

A A

percent recovery was calculated.

Endogenous Expét?’ A\
Sample Conc. Conc. ’ Gz % Recovery
(ng/mL) /L) S ) geoc-ne/nfy
57 4 _%:16 A 00%
s1 4.692 B 993 4 5%
0. 376 A
15.208 16. 1%
s2 3.166 27.249 , 26.12 L 9%
39291 | »R9.301
21.024 (03233
s3 9.288 32.759 %)f‘
44.495 3977
62.656 59.91‘#‘
s4 53.112 72.201 68.460 =
81.745 78.007
24.717 23.452
S5 13.176 36.258 33.987
47.800 38.904

Analytical Specificity:
Cross-Reactivity

FSH, LH, hCG, and TSH when tested at twice the physiological dose were below
the detection limit of the assay. Monoclonal antibody pair used in the assay
detects human, bovine and monkey Prolactin.

Hook Effect:
There is no high-dose hook effect at Prolactin concentrations up to 3000
ng/mL.

Expected Value:
The expected prolactin concentration ranges (95% Cl) for Prolactin in males
and females were calculated and listed in the table below.

\
& GI. ybin 0 e/l 20.97 21.81 4.0
O/ AZ(“*

Median Prolactin
. Age Range No. of Prolactin
Population . Range
(Yrs.) Specimens Conc. (ng/mL)
(ng/mL)
Male 18-89 50 20.8 4.9-58.2
Female 15-91 54 25.6 6.3-236.9

The expected prolactin concentration ranges (95% Cl) for Prolactin in pregnant

females in first and second trimesters were calculated and listed in the table

below.
Age Gest. Age Medlah Prolactin
. No. of Prolactin
Population Range (wks., : Range
(¥rs) days) Specimens Conc. (ng/mL)
(ng/mL)
. Lst 17-40 | 11,5-14,1 19 52.9 31.9-256.1
Trimester
2nd
. 19-42 15,2-20,1 20 105.8 37.1-237.6
Trimester
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Interference:

When potential interferents (Hemoglobin, biotin, bilirubin, and intralipids)
were added at least two times their physiological concentration to control
sample, Prolactin concentration were within + 10% of the control as
represented in the following table. This study was based on NCCLS EP-7.

Analyte Spiked
Interferents Interferent Conc. Sample . %
Dose (ng/ml) Value Difference
(ng/mL)
1 mg/mL 12.24 11.86 -3.1
Hemoglobin 0.5 mg/mL 13.03 12.78 -1.9
0.1 mg/mL 12.40 12.40 0.0
1 mg/mL 15.50 15.32 -1.2
Hemoglobin 0.5 mg/mL 16.59 16.65 0.4
0.1 mg/mL 17.54 16.81 -4.1
1200 ng/mL 12.97 12.53 -3.4
Biotin 600 ng/mL 12.85 12.95 0.8
200 ng/mL 12.57 12.91 2.7
1200 ng/mL 15.78 15.74 -0.3
Biotin 600 ng/mL 16.41 16.93 3.1
200 ng/mL 17.63 18.21 3.3
20 mg/mL 18.11 18.52 23
Intralipids 10 mg/mL 18.54 18.52 -0.1
5 mg/mL 18.72 18.67 -0.2
20 mg/mL 21.59 22.53 4.3
/@ipids 10 mg/mL 24.12 24.80 2.8
V4 5 mg/mL 25.28 23.56 -6.8
Bim 0.66 mg/mL 13.87 13.52 26
/) 0.2 mg/mL 16.82 17.23 2.4
" =€ 1)o.66 mg/mL 15.31 15.56 1.7

a co@rcial ven thod

ethod d?arison: &
olactin %—129) h compared to 40 samples obtained from
%esu@ed the following Regression:

Passing fa analy

Prolactin =-1.

FIO

mL + Method X), (R=0.947)

Prolactin, AL-199, (ng/mL)
w
o

0 20 40 60
Prolactin, Method X (ng/mL)
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FOR Invitro Diagnostics

For use in diagnostic procedures.
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The Ansh Labs logo is a trademark of Ansh Labs.

v

Manufactured by:

Ansh Labs

445 Medical Center Blvd.
Webster, TX 77598-4217, U.S.A.

C€

European Representative:
QNETB.V.

Kantstraat 19

NL-5076 NP Haaren

The Netherlands (EU)

Ansh Labs consumables are being shipped with English
Instructions for Use (IFUs). You may contact your local Ansh Labs sales

representative or technical support organization to obtain translated IFUs.

Les consommables pour Ansh Labs sont livrés avec des instructions
d'utilisation en anglais. N'hésitez pas a contacter votre société d'assistance
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technique ou votre représentant Ansh Labs local pour obtenir des instructions
traduites.

Die Verbrauchsmaterialien von Ansh Labs werden mit englischer
Gebrauchsanweisung (IFU) geliefert. Wenden Sie sich gegebenenfalls an

lhren zustdndigen Vertreter von Ansh Labs oder den technischen

Kundendienst, um lbersetzte Gebrauchsanweisungen zu erhalten.

Los consumibles para Ansh Labs se entregan con las instrucciones de uso (IFU)
eninglés. También puede ponerse en contacto con el representante local de
ventas de Ansh Labs o con la empresa de asistencia técnica para obtener las
IFU traducidas.

| Symbols used with Ansh Labs Assays

Symbol English Deutsch Frangais Espafiol Italiano
. . Consulter les
. Consult instructions | Gebrauchsanweisung ) Consulte las Consultare le
13 instructions N ¥ —om X
for use beachten i instrucciones de uso | istruzioni per 'uso
dutilisation
N Conformité aux 5
European CE-Konfirmitits- Conformidad "
C€ normes Conformita europea
Conformity kennzeichnung ) europea
européennes
In vitro diagnostic X § Usage Diagnostic Para uso Diagndstico | Per uso Diagnostica
IVD ) In-vitro-Diagnostikum | ¢ ! Per
device invitro invitro in vitro
Numéro de ) ) )
Catalogue number | Katalog-Nr. Numero de catdlogo | Numero di Catalogo
catalogue
Lot. No. / Batch
b / Chargen-Nr. Numéro de lot Nimero de lote Numero di lotto
code
Storage Températurede | Temperaturade | Temperatura di
Lagerungstemperatur 3 - 3
Temperature conservation conservacion conservazione

~n
6 Mindesthaltbarkeits- | Date limite
@ Expiration Date P Fecha de caducidad | Data di scadenza
A datum dutilisation
Legal Manufacturer | Hersteller Fabricant Fabricante Fabbricante

Distributor Vertreiber

content (g content

Distributeur Distribuidor Distributore

Inhalt Conditionnement Contenido Contenuto

| Volumen/Anzahl | Volume/Quantité | Volumen/Ndmero | Volume/Quantita
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