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Microcystin Plate, Detailed ELISA Procedure

1. Addition of Standards, Samples

Add 50 uL of the standard
solutions, control or

samples into the wells of (777}
the test strips according /\ -
to the working scheme -
given. We recommend

using duplicates or

triplicates.

2. Addition of Antibody Solution

Add 50 uL of the

ibody solution to the
in ual wells
successively using a
multi- channel pipette A
or a stepping pipette.
Cover the wells with

5. Washiny of Plates

After incubation, remove the
covering and vigorously
shake the contents of the
wells into a sink. Wash the
strips three times with a multi-
channel pipette or wash
bottle using the 1X washing
buffer solution. Please use at

least a volume of 250 uL of
washing buffer for each well
and each washing step.
Remaining buffer in the wells
should be removed by patting
the plate dry on a stack of

paper towels.

parafilm or tape and
mix the contents by
moving the strip holder
in a rapid circular
motion on the benchtop
for 30 seconds. Be

X7
careful not to spill é o
contents. Incubate for i
90 minutes at room

temperature.

3. washiny of Plates

After incubation, remove the
covering and vigorously
shake the contents of the

6. Aduition of Substrate

Add 100 uL of substrate
solution to the wells
using a multi- channel

pipette or a stepping L™
pipette. The strips are

incubated for 20-30
minutes at room
temperature. Protect the
strips from sunlight.

o

wells into a sink. Wash the
strips three times with a multi-
channel pipette or wash
bottle using the 1X washing
buffer solution. Please use at
least a volume of 250 uL of
washing buffer for each well

and each washing step.
Remaining buffer in the wells
should be removed by patting
the plate dry on a stack of
paper towels.

4. Addition of Enyzme Conjuyate
Add 100 uL of enzyme
conjugate solution to the
individual wells
successively using a
multi- channel pipette or a /_\A
stepping pipette. Cover
the wells with parafilm or

7. Addition of Stopping Solution

Add 50 uL of stop

solution to the wells in Im
the same sequence as
for the substrate solution /A

using a multi- channel
pipette or a stepping
pipette.

tape and mix the

by moving the strip holdel
in a rapid circular motion
on the benchtop. Be
careful not to spill
contents. Incubate the
strips for 30 min at room
temperature.

8. Measurement of Golor

Read the absorbance at 450 nm

using a microplate ELISA

reader. Calculate results.

For Ordering or Technical Assistance Contact:
ABRAXIS, LLC

54 Steamwhistle Drive, Warminster, PA 18974
Phone: 215-357-3911  Fax: 215-357-5232
www.abraxiskits.com

/&\BRA)(’\IE>




Instructions for Cyanotoxin
Monitoring

DLWID

General Information

» all solutions used must be at room
temperature

e print: sampling sheet, worksheet and
calculation sheet- before beginning

« record all data (& times) as testing
progresses

Cyanobacteria Sampling Sheet

ELISA Procedure for Microcystin

frevils Lake Water taprovement Bisirice
FroveAue for Testing Micverystn

v pyaeen

2 bkt b

R bt S sy

a2

4 s ey P

Microcystin Worksheet

Microcystin Calculations Sheet




ELISA Procedure for Saxitoxin

o

Saxitoxin Worksheet

Saxitoxin Calculations Sheet

A R AR U S

Sample Digestion Methods for
Microcystin

+ Freeze/Thaw (most frequent)

& Microwave

s QuikLyse

Microcystin Sampling and Prep
prelabel all bottles necessary for the
collection of samples

- include: location of sample, analysis to be
performed, and date

take testing materials (solutions) out of
refrigeration

print sheets necessary for field work

Freeze/Thaw Method

add 1mL of unfiltered sample to a prelabeled
4mL glass vial

replace the cap and place on its side in the
freezer until frozen completely

thaw completely (using warm water if necessary)
repeat process twice (for a total of three times)




QuikLyse Method

& add 1mL of unfiltered sample to a prelabeled
4mL vial

« add 100pL of Reagent A
e cap and mix for 2 minutes, wait for 8 minutes
e add 10plL of Reagent B

» cap and mix for 2 minutes, let sit for 8
minutes

Microwave Method

* poke a hole in the top of a prelabeled
microcentrifuge tube

« add 0.5mL of unfiltered sample

e microwave at 70% power for 7 minutes

» let samples cool

* add diluent to the 0.5 mark as necessary 1,/

Prep for Analysis

» filter samples

- using a premade filter tip, filter approximately half
of the digested sample into a new prelabeled
microcentrifuge tube

* prepare dilutions as necessary




¢ 1:2 Dilution

add 25pL of the filtered sample to the
desighated wells of the test strip

add 25puL of the sample diluent to the same
designated wells of the test strip

***repeat this process for all necessary samples

:20 Dilution

prepare a 1:10 diluted sample:
~ add 20uL of the fiitered sample to a prelabeled microcentrifuge
tu

— add 180L of the sample diluentto the same prelabeled tube

transfer 25pL of the 1:10 diluted sample to the
designated wells of the test strip

add 25uL of the sample diluent to the same wells of
the test strip

**repeat this process for all necessary samples™®

: Sample Dilution and Ranges

e 1:1 dilution

Range: 0.15-5.0 ppb e 1:20 dilution
Range: 3.0 - 100.0 pph
o 1:2dilution
Range: 0.30 - 10.0 ppb e 1:50 dilution
Range: 7.5 — 250.0 ppb
e 1:5 dilution

Range: 0.75-25.0 ppb

1:5 Dilution

e prepare the diluted sample:
- add 40pL of the filtered sample to a prelabeled
microcentrifuge tube
- add 160uL of the sample diluent to the same prelabeled
tube

e transfer 50pL of the diluted sample to the
designated wells of the test strip

repeat this process for all necessary samples

1:50 Dilution

e prepare a 1:25 diluted sample
- add 20uL of the filtered sam ple to a prelabeled microcentrifuge
tul

- add 480,L of the sample diluentto the same prelabeled tube

e transfer 25uL of the 1:25 diluted sample to the
designated wells of the test strip

e add 25{1L of the sample diluent to the same wells of
the test strip

~repeat this process for all necessary samples™




Addition of Standards and Samples

e add 50uL of the standards, controls and
samples to the designated wells in the test
strip, unless any dilution factors are to be
considered
- use duplicate wells

e dilute samples when necessary following the

dilution guidelines
- record dilutions where appropriate

Running the Analysis

addition of standards, controls and samples
addition of antibody soluiton

washing of plate

addition of enzyme conjugate solution
washing of plates

addition of color/substrate solution

addition of stopping solution

measurement of color

((




Addition of Antibody Solution

+ using a multi-channel pipette, add 50uL of
- the antibody solution to each test strip
-+ cover the wells with parafilm or a cover seal
¢ CAREFULLY mix the contents by swirling the
strip reader on the bench top for 30 seconds
o incubate 90 min. @ room temperature

: Washing the Plate

+ after incubation, remove and save the cover
i seal
+ shake the contents into the sink
"+ » wash the test strips 3x by filling the wells
. completely with the 1x Microcystin buffer
solution
« remove the remaining buffer in the wells by
patting the strip holder on a stack of paper
towels

| ; | Addition of Enzyme Conjugate

' e using a multi-channel pipette, add 100uL of
the enzyme conjugate solution to each test
strip

. e recover the wells with the cover seal

| e CAREFULLY mix the contents by swirling the
. strip reader on the bench top for 30 seconds
. s incubate 30 min. @ room temperature




Washing the Plate Again

after incubation, remove the cover seal
shake the contents into the sink

wash the test strips 3x by filling the wells
completely with the 1x Microcystin buffer
solution

remove the remaining buffer in the wells by
patting the strip holder on a stack of paper
towels

using a multi-channel pipette, add 100pL of
the colorfsubstrate solution to each test strip

incubate 20- 30 min. @ room temperature

***protect from sunlight***

Addition of Stopping Solution

the color/substrate solution to each test strip

***CAUTION: contains sulfuric acid***




Saxitoxin Sampling and Field Prep

e must dilute in the field with 10x diluent

- 100pL of diluent per 200ulL of sample

& no internal control
* no digestion necessary

Measurement of Color

» read the absorbance at 450nm using a
microplate ELISA reader
- StatFax 303

» run duplicate readings as necessary
» calculate results based on dilution factors

StatFax 303 Set-Up (Microcystin)

e [MENU] o After 279 strip is read: [YES]
s 1[ENTER] e [NO]
* [NO] e [YES]
+ [NQO] » set carrier:
e set carrier: - position 3 [ENTER]
— position 1 [ENTER] - continue until all strips are
e lstrow = right side read

- position 2 [ENTER] e [CLEAR][CLEAR]
* Ind row = middle e [PAPER]




Running the Analysis

« addition of standards, controls and samples
+ addition of enzyme conjugate solution

e addition of antibody solution

e washing of plates

« addition of color/substrate solution

+ addition of stopping solution

+ measurement of color

Addition of Enzyme Conjugate

+ using a multi-channel pipette, add 50puL of
the enzyme conjugate solution to each test
strip

Washing the Plate

# after incubation, remove and save the cover seal

o shake the contents into the sink

# wash the test strips 4x by filling the wells
completely with the 1x Saxitoxin buffer solution

# remove the remaining buffer in the wells by
patting the strip holder dry on a stack of paper
towels

(F

Addition of Standards and Samples

add 50uL of the standards and samples to
the designated wells in the test strip
- use duplicate wells

ddition of Antibody Solution

using a multi-channel pipette, add §0pL of
the antibody solution to each test strip

+ cover the wells with parafilm or a cover seal
CAREFULLY mix the contents by swirling the
strip reader on the bench top for 30 seconds
¢ incubate 30 min. @ room temperature

ddition of Color/Substrate Solution

using a multi-channel pipette, add 100uL of
the color/substrate solution to each test strip
e cover the wells with parafilm or a cover seal
CAREFULLY mix the contents by swirling the
strip reader on the bench top for 30 seconds
« incubate 30 min. @ room temperature
***protect from sunlight*™*




Addition of Stopping Solution

» after incubation, remove the cover seal
# using a multi-channel pipette, add 100pL of
the color/substrate solution to each test strip

**CAUTION: contains sulfuric acid***

StatFax 303 Set-Up (Saxitoxin)

[MENU] o After 2 strip is read: [YES)

2 [ENTER] * [NO]

[NO] e [YES]

[NO] o sefcarrier:

set carrier: - position 3 [ENTER]

— position 1 [ENTER] - continue until all strips are
« 1st row = right side read

— position 2 [ENTER] ® [CLEAR][CLEAR]
o 2nd row = middle s [PAPER]

HAVE A GREAT DAY

(&

Measurement of Color

» read the absorbance at 450nm using a
microplate ELISA reader
- StatFax 303

» run duplicate readings as necessary

« calculate results based on dilution
- multiply results by 1.1

Interpreting the Results

» calculate the results based on the dilution
factor of each sample

« fill out necessary paper work based on
testing information

= compare results to the recreational standards
and post information where necessary
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