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Endospecy® ES-24S Kit

The endotoxin test is based on the activation and gelation of
LAL (Limulus Amebocyte Lysate), an extract of circulating
amebocytes of horseshoe crabs (Limulus polyphemus, Tachypleus
tridentatus, etc.), by endotoxin (Et) derived from Gram-negative
bacteria. Since this reaction occurs as a series of enzymatic
reactions, a chromogenic assay has been developed which
utilizes as the index a color that is developed as a result of the
enzymatic hydrolysis of a synthetic substrate.

Endospecy® ES-24S Kit is reagent kit for chromogenic assay
of endotoxin. The kit consists of a LAL reagent comprising
Iysate of Limulus polyphemus and a synthetic chromogenic
substrate (Boc-Leu-Gly-Arg-pNA), a buffer solution for
dissolving LAL reagent and distilled water (Et and f-glucan
free).

Endospecy® ES-248 Kit is formulated so that it reacts
specifically only with endotoxin without reacting with
false-positive substances [substances having (1—3)-f-D-glucan
structure, such as fungal polysaccharides and washings of
cellulose-type filter membranes].*!

*1For the measurement of (1—3)-f-D-glucan, we recommend
the use of our product, Glucatell® kit.

Characteristic features

e Conforms to Endotoxin Test of Japanese Pharmacopoeia.

e Offers a highly sensitive endotoxin assay.

e Applicable both to single-type kinetic chromogenic assay
using the vials as the reaction test tube and to endpoint
chromogenic assay.

¢ Endospecy® ES-24S Kit reacts specifically with endotoxin
only.

e Supplied in single packages permitting the use of the
minimum amount of reagent required thus eliminating
wastes.

Lab wares required
Et and f-Glucan free lab wares

Lab wares Recommended lab wares Code No.
Tips Toxipet Tip 200 900540
Toxipet Tip 1000 900545
Aluminum foil Dry-heat sterilized aluminum foil 800804
Aluminum caps | Dry-heat sterilized aluminum caps 800807
Other lab wares required
Lab wares Recommended lab wares Code No.
Colorimeter EG Reader SV-12*2 (for kinetic 900630
chromogenic assay)
Test tube mixer | Test tube Mixer TM-251 900675

#2 If EG Reader SV-12 is not used (endpoint chromogenic assay), a
general purpose colorimeter, a thermostat, bath and an ice-water bath
are required.

Components of kit

020170 Endospecy® ES-24S Kit for 24 assays

3 Buffer 2.8 mL x 4 vials

@ LAL reagent (factor C-pathway) 24 vials

(® Distilled water (Et and S-glucan free) 2.8 mL x 2 vials
Storage, expiry date
Storage: to be stored protected from light at 2 to 8°C (do not

freeze)

Expiry date: indicated on the outer package

Options

010020 Control Standard Endotoxin (for Pyrochrome)
010290 LRW (LAL Reagent Water)

010045 PyroColor Diazo Reagents DIA60-STV

(required for endpoint chromogenic assay but not for
kinetic chromogenic assay)

Reconstitution of reagents
Reconstitution of LAL reagent:

Add 200 pL of the buffer solution @ to the vial of LAL
reagent (@ contained in Endospecy® ES-24S Kit using a syringe
(Et and p-glucan free), etc., cover the top of the vial with an
aluminum cap (dry-heat sterilized), and mix about 2 seconds
with a test tube mixer and dissolve the content while avoiding
foaming. Prepare LAL reagent immediately before use. Make
sure that the reagent has dissolved completely. LAL reagent
should be unsealed and reconstituted before each use, and the
reconstituted reagent should be for single use only.

Preparation and storage of standard solution:

For endotoxin tests conforming to Japanese Pharmacopoeia,
use standard endotoxin (JP grade) as the standard and follow
the procedures stipulated in the Pharmacopeia for preparation
and storage of standard solution.

Reconstitution of control standard solution:

Add 5.0 mL of LRW to the vial of Control Standard
Endotoxin (for Pyrochrome) using a Toxipet tip 1000 (Et and
p-glucan free) etc., cover the top of the vial with a sheet of
aluminum foil (dry-heat sterilized), and mix the content
vigorously using a test tube mixer for at least 1 minute while
taking care so that the solution does not come contact with the
aluminum foil. Then, make dilutions appropriately with LRW.
Mix the content vigorously again immediately before use.

Concentration of the control standard solution:

Certificate of Analysis sheet indicating potency (EU/ng) of
each lot of Control Standard Endotoxin standardized against
USP-Reference Standard Endotoxin with each lot of Endospecy
ES-50M or Toxicolor LS-50M can be obtained on our website
(http://www.lalbiz.com/). Based on the potency, calculate the
endotoxin concentration in the reconstituted solution, and then
make dilutions appropriately.

Storage of control standard solution:

For storing the standard solution, cover the top of the vial
with a sheet of aluminum foil (dry-heat sterilized), seal the
circumference with Parafilm, and store at 2 to 8°C. The standard
solution is stable for 1 week.

Blank:
Use distilled water & (Et and f-D-glucan free) as the blank.

Preparation of diazo-coupling reagent:
Using the reagents supplied with the kit:
1. Add the total volume (12.0 mL) of HCI solution (1A) to the
vial of sodium nitrite (1).
2. Reconstitute the vial of ammonium sulfamate (2) with 12.0
mL distilled water.
3. Reconstitute the vial of N-(1-Naphthyl)ethylenediamine
dihydrochloride (3) with 12.0 mL of distilled water.
4. Mix and dissolve the contents by gently swirling the vials to
prepare solutions (1), (2), and (3).




Blank value and assay range in standard assay procedure
(The standard assay is carried out at 37°C for 30 minutes)
Blank value

Kinetic chromogenic:

Change rate < 3.00 mAbs/min

Endpoint chromogenic: Absorbance <0.200 Abs
Detection limit

<0.001 EU/mL
Assay range (measurement by arithmetic scale)

Kinetic chromogenic:

0.002 - 0.1 EU/mL

Endpoint chromogenic: 0.002 - 0.1 EU/mL

Standard assay procedure

L
1.

2.

Kinetic chromogenic assay using EG Reader SV-12
Prepare the required number of vials containing reconstituted
LAL reagent.

Transfer 200 pL each of samples, standard solutions (serial
dilutions) and the blank to vials containing LAL reagent
using pipette tips (Et and f-glucan free) and stir on a test tube
mixer about 2 seconds.

. Place the LAL reagent vials in an EG Reader SV-12.

Measurement starts at 37°C [reading wavelength 405 nm,
reference wavelength 492 nm] and Et concentrations in
samples are calculated automatically after the reaction is
completed. The standard assay reaction takes 30 minutes to
complete.

| Sample 200 L. |

| Standard solution200 uL | |  Blank200pL |

l—l

| LAL reagent vial ]

[ Reaction for 30 min at 37°C }

Automatic measurement and analysis

II. Endpoint chromogenic assay using general purpose

L.

2.

colorimeter
Prepare the required number of vials containing reconstituted
LAL reagent and immerse them in an ice-water bath.
Transfer 200 uL each of samples, standard solutions (serial
dilutions) and the blank into vials containing reconstituted LAL
reagent using pipette tips (Et and fS-glucan free) and stir on a
test tube mixer about 2 seconds. ,
Incubate LAL reagent vials in a thermostat bath at 37°C for
30 minutes.

. After assay incubation is completed, immediately add 500 pL.

of Solution (1) to each tube and vortex 2 seconds to mix.
Promptly add solution (1) to all tubes to ensure that the samples
reactions incubate for the same period of time. Add 500 pL.
of Solution (2) to each tube and vortex 2 seconds to mix.
Add 500 pL of Solution (3) to each tube and vortex 2 seconds
to mix. Full color (magenta) should develop immediately.
The procedures need not be Et and p-glucan free. Measure
absorbance at 545 nm using distilled water as the reference.

l Sample 200 pL ’

| Standard solution200uL | |  Blank200pL |

I LAY reagent vial |

} Reaction for 30 min at 37°C ‘

e Solution (1) 200 pL. |
e Solution (2) 200 pL |
j———————— Solution (3) 200 pL |

Absorbance measurement b

Precautions in use and handling

L.

Please read this package insert carefully before using the kit.
All reagents contained in this kit are specified only for use in
research and testing. It is not permitted to use them as
pharmaceutical products, diagnostics or for any other purposes.

. Use the kit according to the procedure described in the package

insert. Use of the kit with procedures or for purposes other than
described here cannot be guaranteed.

. Do not use the reagent after its validity date has expired.
. Since diazo-coupling reagent contains HCI solution and sodium

nitrite, care should be exercised in handling the kit. Sodium
nitrite is designated as an oxidative substance by Fire Service
Law and other regulations. Material Safety Data Sheet (MSDS)
is available upon request.

. If the reagent gets into eyes or mouth, get first aid such as

washing off the reagent thoroughly and get medical help if
necessary.

. After opening the vial, use the reagent as soon as possible.

When storing, seal the vial and store according to the method
specified. The performance of stored reconstituted LAL
reagent cannot be guaranteed.

. Use forceps to remove the aluminum cap of vial.
. Alternate use of containers and accessories is not guaranteed.
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