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{Research Use only, Not for use in diagnostic procedures)

[Preface)

The hemolymph of the silkworm Bombyx mori contains a self-defense mechanism
termed the “prophenoloxidase (proPO) activating system” or “proPO cascade”.
Upon invasion of microbe such as bacteria and fungi, the system participates
in melanin formation observed in the body fluid of insects to protect them
from the invader’s attack. The system is triggered by peptidoglycan (PG)
from bacteria and (1 = 3)- #-D-glucan (f-glucan) from fungi and yeast, and
consequently, proPO in the system is activated” ?.

The system is thought to be a cascade reaction involving activation of multiple
zymogens of proteinases.

The SLP (Silkworm Larvae Plasma) reagent is a lyophilized product containing
factors of the proPO cascade, it is prepared from silkworm larvae body fluid
and processed without melanin formation. The SLP reagent is activated by
PG and/or f-glucan, then L-34-dihydroxyphenylalanine (DOPA) is oxidized
and melanin is formed. Since PG is found on the cell wall of most bacteria and
[ -glucan is a component found in cell walls of many fungi, it is possible to
detect various microorganisms by using melanin pigment formation of SLP
reagent as an index’.

[Features]
1. High sensitive detection of PG and f-glucan
2. Accurate and sensitive quantification of PG and f-glucan with Toxinometer

[Assay Principle]

The activation mechanism of SLP is considered as shown in Figure 1. Either
PG or f-glucan binds to the respective recognition proteins termed PGRP
or [GRP. The proPO cascade system is initiated by these reactions, and
consequently, proPO is converted to phenoloxidase (PO)". The PO catalyzes
oxidation of DOPA and is followed by the formation of melanin in the mixture.
In the kinetic colorimetric assay with the Toxinometer, the amount of melanin
pigment by SLP reaction is monitored as a change in the light transmission
rate, and the reaction time until the light transmission rate reaches a preset
threshold value is defined as activation time (Ta). SLP activating substances
(PG and f-glucan) are quantified with Ta as an index.
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Fig 1. Activation mechanism of SLP system®
(modified from Ref.4)

[Kit Contents]
1. SLP-HS Reagent II (Lyophilized reagent containing Silkworm Larvae Plasma

and DOPA) for 0.1 mL X 20 vials
Sensitivity : 10 pg/mL for PG, 1 pg/mL for f-glucan in 120 minutes.
2. SLP-Diluent 5 mL X 2 vials

3. Standard (Digested Peptidoglycan from Staphylococcus aureus)
0.5 mL x 1 vial

[Assay Procedures)

1. Materials required but not supplied

(1) Pipettes

(2) Test tubes with aluminum caps for dilution of standard or sample
(3) Vortex mixer

(4) Toxinometer

(5) Test water for dilution of standard or sample

NOTE : A test tube and the pipette should be dry heat sterilized by 250C
and more than two hours. Test water should be confirmed that they are no
contamination and no interference for the measurement. The plastic products
such as tips for micropipettes should be confirmed that they are no contamination
and no interference for the measurement, or products shown in “Related
Products” should be used.

2. Preparation of reagents

(1) Dilution of peptidoglycan standard and sample
Vortex vigorously for approximately 120 seconds before opening the stan-
dard. Vigorously vortex each dilution step for about 20 seconds before
preparing the next dilution.
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Table 1 Example of preparing dilution series of standard
(When the labeled concentration is 7.2 ug/mL)

Standard solution Test water Prepared standard
(ul) (uL) concentration (ng/mL)

100 (7.2 ug/mL) 620 1,000

100 (1,000 ng/mL) 900 100

100 (100 ng/mL) 900 10

100 (10 ng/mL) 900 1

100 (1 ng/mL) 900 0.1

100 (0.1 ng/mL) 900 0.01

(2) Preparation of SLP-HS Reagent I solution

Take SLP-HS Reagent II vials out of the package and put the vials in a rack.
When powder of SLP-HS Reagent II is attached to the rubber stopper,
knock on several times of the bottom of the vial. A little reagent attached
to a rubber stopper does not influence the result of the measurement.
Each rubber stopper is loosened by releasing the vacuum and slowly pulling
up the rubber stopper slightly.

Dispense 0.1 mL of the SLP-Diluent into SLP-HS Reagent I vial and put
the rubber stopper on the vial. Mix gently to dissolve the reagent without
making bubbles. Please proceed to the step of “3. Measurement procedure”
promptly after dissolving.

3. Measurement procedure

(1) Add 0.1 mL of dilution series of Standard, test water, or samples to
SLP-HS Reagent 1I solution.

(2) Mix immediately so as not to make bubbles, and start to measure with
the following conditions using Toxinometer at 30C.
< Recommended measurement conditions for Toxinometer >
Threshold 90.0%
Count 3
Wait time 5 minutes
Measurement Time 120 minutes

(3) Calculate the concentration of SLP reactive substance in the sample from
the activation time (Ta) of the standard and Ta of the sample as the
concentration equivalent to peptidoglycan standard. A good fitting can
be obtained from the logarithm (Log) of the peptidoglycan standard
concentration on the x-axis and the double log (LogLog) of Ta on the
y-axis with the quadratic regression of x as a calibration curve.
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Fig. 2 Example of standard curve graph

[Usage notes])

1. Since this product reacts very sensitively to peptidoglycan and f-glucan,
please pay attention to contamination from pipette, other instruments, test
water etc. Please use equipment to be sterilized by dry heat at 250C for 2
hours or more, or as described in “Related Products”.

2. Do not use the reagent if it is discolored or insoluble materials are observed
when dissolving.

3. Since the toxicity of this product is not confirmed well, please pay attention
to handling so as not to inhale it.

4. The sensitivity of SLP reagent is suppressed by samples with a high ionic
strength.

5. This kit is for research use only and not for use in diagnostic procedures.

6. Carefully open the vial so as not to get injured by the aluminium cap.

[Storage] Keep at 2~ 10T
[Expiration] Indicate on the label (outer box)
[Package] 20 tests
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[Related Products]
293-26551 Limulus Test Tube-S (12 X 75 mm, Endotoxin Free)
10 vials x 10
293-28251 Aluminium Cap-S (14.7 x 18 mm, Endotoxin Free)
10 pieces X 10
298-35031 Bio Clean Tip Wako" 1000 II 100 tips
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291-35021
294-35011

Bio Clean Tip Wako" 200 II
Bio Clean Tip Wako"” Extend S II

100 tips
100 tips

Manufactured by
FUJIFILM Healthcare Manufacturing Corporation

2613-2, Ogohara, Komono-Cho, Mie-Gun, Mie 510-1222, Japan

Distributed by
FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan

Telephone
Facsimile

: +81-6-6203-3741
: +81-6-6201-5964

http://ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A. Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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(BB 4 XV 5IH - &)
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1. SLP-HS Reagent I 0.1mL HI x 20 N4 7 v
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# 1. Standard DA RFIIWERE] (ERIREDS 7.2 ug/mL DY)

Standard ¥ (uL) ARBHA (ul) HBE (ng/mL)
100 (72 ug/mL) 620 1,000

100 (1,000ng/mL) 900 100

100 (100ng/mL) 900 10

100 (10ng/mL) 900 1

100 (Ing/mL) 900 01

100 (0.lng/mL) 900 0.01
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