Technical Data

Haematoxylin (Ehrlich) S059

Intended use

Haematoxylin (Ehrlich) is used for nuclear stain for Immunochistochemical and cytochemical staining. It may also
be used for the routine Hematoxylin and Eosin staining.

Composition**

Ingredients

Haematoxylin 2.0gm
Alcohol 95% 100.0 ml
Glycerine 100.0 ml
Aluminium potassium sulfate (Alum) 3.0gm
Glacial acetic acid 10.0 ml
Sodium iodate 0.10 gm
Distilled water 100.0 ml

**Formula adjusted, standardized to suit performance parameters
Directions
A. Hematoxylin staining (H& E staining):

1. Flame the dlide and place in xylene for 3-4 minutes. Repeat xylene treatment with agitation.

2. Dip in 100% absolute acohol for 30-60 seconds. Next dip in 90%, 80% and in 70% absolute alcohol. Wash in
tap water and rinsein distilled water.

3. Stain tissue section or cell preparation for 2-5 min. with hematoxylin (Ehrlich) (S059).

4. Rinse with water to remove excess reagent.

5. Placein 0.5%(V/V) Hydrochloric acid

6. Rinsein distilled water for 30-60 seconds

7. Dip in dilute ammonia water till section appears blue.

8. Wash in tap water and place slide in 95% alcohol for 30 sec.

9. Place eosin counter stain for 30-60 sec. Drain the solution 10. Dip slide in 70% a cohol for 30-60 seconds.

11. Place in 95% alcohol for 30-60 seconds.

12. Place in absolute alcohol (2 changes, 30-60 seconds each).

13. Place the dlide twice in xylene for 30-60 seconds.

14. Drain excess xylene and mount on DPX or Canada balsam with a coverdlip.

The first 2 steps of the procedure are collectively referred to in all staining procedures as ‘deparaffinize.” Steps 3-9
arereferred to as ‘staining’. The last 5 steps are referred to in all staining methods as ‘dehydrate, clear, and mount.’

B. Hematoxylin Nuclear counter staining:

1. Deparaffinize the section.

2. Carry out the individual staining procedure (as desired).

3. Rinse the dlide with deionized water.

4. Counter stain the tissue section with hematoxylin (Ehrlich) (S059) for 2-5 min.
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5. Rinse with water to remove excess reagent.

6. Place in bluing reagent (alkaline solution such as a weak ammonia solution, 0.08% in water) until stain is blue
(approximately 30 sec.).

7. Rinsein distilled water.

8. Section can be mounted in aqueous mounting media

Principle And Interpretation

Hematoxylin is extracted from the heartwood of the logwood tree, Hemtoxylin campechianum. Hematoxylin
(Ehrlich) solution contains the dye, hematin and the Aluminum potassium sulfate as a mordant which provides the
stain colour (blue) glacia acetic acid controls the pH of the Solution. It can be used as nuclear counter stain (asin
PAS staining etc.) Hematoxylin (Ehrlich) reagent is suitable for immunohisto chemical application. It isthe slowest
of progressive stains. For histochemical purposes, the progressive staining is commonly used in which dye
selectively stains the nuclear chromatin without staining cytoplasmic structures. Slides are left in the hematoxylin
solution only long enough to stain the nuclei. The excess dye should be removed by ‘blueing’ of the tissue. Initialy
the tissue sections are coloured either purple or reddish purple, on exposure to akaline solution, the tissue section
takes on the characteristic blue colour. Hematoxylin-Eosin is the commonly used stain, which is specific for certain
substances of diagnostic importance. Here, acid reacting components of the cell combine with akaline dyes and the
akaline area react with acid dyes. The stain is available for amyloid, lipids, inorganic substances such as iron and
calcium, pigments like melanin and hemosiderin, carbohydrates and mucopolysaccharides.

Type of specimen
Clinical samples: Blood sample

Specimen Collection and Handling

For clinical samples follow appropriate techniques for handling specimens as per established guidelines.
After use, contaminated materials must be sterilized by autoclaving before discarding.

Warning and Precautions

In Vitro diagnostic use only. Read the label before opening the container. Wear protective gloves/protective
clothing/ eye protection/face protection. Follow good microbiological lab practices while handling specimens and
culture. Standard precautions as per established guidelines should be followed while handling clinical specimens.
Safety guidelines may be referred in individual safety data sheets.

Limitations

1. To preserve morphology of cells, films must be fixed without delay and the films should never be left unfixed for
more than afew hours.

2. Methanol used as fixative should be completely water free. Aslittle as 1% water may affect the appearance of the
films and a higher water content causes gross changes.

3. Thered cellswill also be affected by traces of detergent on inadequately washed slides.

4. Sometimes when thick films are stained they become overlaid by a residue of stain or spail by the envelopes of
the lysed red cells.

Per formance and Evaluation

Performance of the medium is expected when used as per the direction on the label within the expiry period when
stored at recommended temperature
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Quality Control

> Appearance: Wine red coloured solution.
» Clarity : Clear without any particles.
» Microscopic Examination : Immunohistochemical / cytochemical staining is carried out and staining
characteristic is observed under microscope.

= Results: A) Haematoxylin Stainig (H&E staining)

Nuclei : Bluecolour

Cytoplasm : Pink colour

B) Haematoxylin Nuclear counter staining:
Nuclei: Blue colour

Storage and Shelf Life

Store between 10-30°C in tightly closed container and away from bright light. Use before expiry date on label. On
opening, product should be properly stored in dry ventilated area protected from extremes of temperature and
sources of ignition. Seal the container tightly after use.

Disposal

User must ensure safe disposal by autoclaving and/or incineration of used or unusable preparations of this product.
Follow established laboratory procedures in disposing of infectious materials and material that comes into contact
with clinical sample must be decontaminated and disposed of in accordance with current laboratory techniques

Reference

1. Wehr H. M. and Frank J. H., 2004, Standard Methods for the Microbiological Examination of Dairy Products,
17th Ed., APHA Inc., Washington, D.C.

2. Isenberg, H.D. Clinical Microbiology Procedures Handbook. 2nd Edition.

3. Jorgensen, J.H., Pfaler, M.A., Carroll, K.C., Funke, G., Landry, M.L., Richter, S.S and Warnock., D.W. (2015)
Manual of Clinical Microbiology, 11th Edition. Vol. 1.

4. Shanhooltzer, C.J., P. Schaper, and L.R. Peterson. 1982. Concentrated Gram stain smear prepared with a cytospin
centrifuge. J. clin. Microbiol.16:1052-1056

5. Staining Procedures; Fourth Edition; Williams& Wilkins; Baltimore

6. Newell J.E. and Duke e., 1961, Workshop on urine analysis and renal function studies, the routine examination of
urinein laboratory, Chicago, American Society of Clinical Pathologist.

7. Bauer J.D., Ackermann P.G. and Toro G. (Eds.),1974, Clinica laboratory Methods,8th ed., The C.V. Mosby Co.,
St. Louis.

8. Ehrlich, P. 1886. Die von mir herrihrende Hamatoxylin [6sung. Z. Wiss. Mikrosk. 3: 150

9. Clark G (Ed) 1981, Staining Procedures, 4th edition, Published for the Biological Stain Commission by Williams
& Wilkins, London.

Please refer disclaimer Overleaf. Page: 30f 4



HiMedia L abor atories Technical Data

30°C Storage temperature @ Do not useif package is damaged
10°C
In vitro diagnostic medical device c € CE Marking
“ HiMedia Laboratories Pvt Limited [EC|REP| CEpartner4U,ESDOORNLAAN 13,3951
C-40,21/Y, MIDC, Wagle Ind Area, DB MAARN,The Netherlands,
Thane(W)-400604,M aharashtra,India www.cepartner4u.eu

Revision 001/20220
Disclaimer :
User must ensure suitability of the product(s) in their application prior to use. Products conform solely to the information contained in
this and other related HiMedia™ publications.The information contained in this publication is based on our research and development
work and is to the best of our knowledge true and accurate. HiMedia™ Laboratories Pvt Ltd reserves the right to make changes to
specifications and information related to the products at any time. Products are not intended for human or animal or therapeutic use but

for laboratory,diagnostic, research or further manufacturing use only, unless otherwise specified.Statements contained herein should
not be considered as awarranty of any kind, expressed or implied, and no liability is accepted for infringement of any patents.

HiMedia Laboratories Pvt. Ltd. Reg.Office : Plot No:C-40, Road No: 21Y, MIDC,Wagle Industrial Page: 4 of 4
Area, Thane(West)-400604,M aharashtra,INDIA.

Tel:00-91-22-61471919/61169797/69034800,Fax:00-91-22-61471920.

Email : techhel p@himedialabs.com Website : www.himedialabs.com





