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PRODUCT INFORMATION

Catalog Number:
F-2402-2

Description:
Pure Griffonia simplicifolia lectin (GS-II), FITC conjugated.

Lot Number:

Protein Concentration (Based on OD 280):
2 mg purified GS-II FITC / 2 ml Buffer.

FITC / Protein Ratio (OD 495/ OD 280):

Purification Procedure:
Gel filtration performed after conjugation to remove free FITC.

Carbohydrate Specificity:

Terminal [ Jor [} N-Acetylglucosamine. The specific linkage of the N-
Acetylglucosamine to the subterminal carbohydrate plays an important role in lectin
binding.

Inhibitory Carbohydrate:
N-Acetylglucosamine.

Activity:
5-10 [g/ml will agglutinate Tk polyagglutinable cells.

Buffer:
0.01M Phosphate - 0.15M NacCl containing 0.5 mM CaCl2, pH 7.2 - 7.4. Contains
0.05%sodium azide as a preservative.

Chemical Used for Conjugation:
Fluorescein Isothiocyanate, FITC.
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Storage:
Store liquid material frozen in aliquots in amber vials or covered with foil. Avoid
freeze thawcycles. Clarify by centrifugation.

Stability:
The liquid material is stable for at least 1 year when stored frozen in aliquots with
0.05%sodium azide added as a preservative.

Caution:

Refer to the enclosed MSDS for information regarding Lectins. The aluminum
seals have sharp edges and the vial itself may have cracks which can cause
lacerations. Use caution when opening the vial.

Remarks:

Calcium is REQUIRED for binding. 0.5mM Calcium is the maximum
concentration in Buffer that will not form a white precipitate.
Fluorescent Conjugates are extremely light sensitive.

References:

1. Shankar lyer, P.N, et.al., (1976) Arch.Biochem.Biophys.177:330.
2. Judd,W.J.,et.al. (1977) Vox Sang, 33:246.

3. Ebisu, S., et.al.. (1978) Carbohyd.Res.61:129.

General Procedure

The following is a general Procedure and Trouble-Shooting Guide. The information is
provided only for your convenience. The success of your experiments are not
guaranteed by EY Laboratories, Inc.

Tissue Sections

1. Wash and block tissue section. Do not use serum products, they contain
glycoproteins which may lead to high levels of non specific background. After
blocking, rinse briefly with Buffer (See reverse side).

2. Dilute Fluorescent Labeled Lectin to desired concentration 20-100 [_§/ml using
Buffer.

3. Incubate tissue section with Fluorescent Labeled Lectin for 30 minutes in a moist
chamber.

4. Wash tissue section with Buffer three times.

5. Examine tissue section with Fluorescent microscope. Use appropriate filter.

Ref. M. Immbar et. al., (1973). Intnl. Journal of Cancer, 12, 93-99

Cell Suspension

1. Wash cells with Buffer (See reverse side.)

2. Collect cells by centrifugation.

3. Dilute Fluorescent Labeled Lectin to 100 [_§/ml using Buffer.

4. Incubate approximately 1x106 cells with 1 ml diluted Fluorescent labeled Lectin for
15 minutes at room
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temperature or in a 37°C water bath.

5. Wash cells with Buffer three times using centrifugation.

6. Examine cells, with or without fixation with Fluorescent microscope. Use
appropriate filter.

Ref. K. Phiss. (1977). Experimental Pathology, 14, S15

Fluorochromes must be protected from light. Perform incubation, when
practical, in a dark room or covered in foil.

Absorption and Emission

Absorption Excitation Fate Emission Max.
FITC 44927 om 517 om
TEITC 554 om 570 om
Texas Fed™ 506 nm 4§15 om

Carbohydrate Inhibition

Inhibition of lectin binding may be accomplished by using one of two procedures:

A. Before incubating with Fluorescent Labeled Lectin, incubate section or cells with
inhibitory carbohydrate for 30-60 minutes at room temperature. NOTE: Complete
inhibition mayNOT occur.

B. Preincubate diluted Fluorescent Labeled Lectin with inhibitory carbohydrate for
30-60 minutes at room temperature before applying to section or cells.

TROUBLE SHOOTING GUIDE

Froblem Camse Solntion
1. Low concenration of specific Camzes 2] -#3
Wask or 1o olizosac :han'c'.g oo sample. _ a. Incresse incubation time. _
Sraiming 1. Low concentration of lectin conjugate. | b. Increase concentration conjugsie.
) = 3. Insufficient incubation tims
4. Photobleachinz Awoid exposure fo lizht
1. Lectin conjugate is too concenfrated. Decresse conceniraton of Lectin conjugate.

. Shorten mcubation tmes.
. Insufficient washing Parform mmliiple washings and prolong
High washing time

[B)
B oo BB

Background 3. Antofluorescent sample 3. Use flnorochrome with differsnt excitation
and emission specimom
b. Usae a different lectin conjugate (enzyme or
colloidal mold)
Unexpected . a. Perform contmel rea Ftinns
Staining Pattern Muldple canses b. Use other cytochemical technique to prowve

orf disprove the findings.
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