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Heidenhain’s Iron-Hematoxylin Stain Kit

Cat: G4480
Size: 4x100mL
Storage: RT, avoid light, valid for 2 years.

Kit Components

Reagent 4x100mL Storage
Reagent(A): Heidenhain Differentiation 2x100mL RT, avoid light
Reagent(B): Iron-Hematoxylin Solution 100mL RT, avoid light
Reagent(C):Eosin Solution (Optional) 100mL RT, avoid light

Introduction

Hematoxylin-Eosin staining,which also named HE stain,is the most basic method of routine section staining
in pathology.Hematoxylin is an alkaline natural dye, which can stain the nucleus. The main component of
chromatin in the nucleus is DNA. In the double helix structure of DNA, the phosphate groups on the two
nucleotide chains are outward, making the outer side of the double helix of DNA negatively charged and acidic. It
is easy to dye with positively charged hematoxylin basic dye by ion bond or hydrogen bond.

Heidenhain’s Iron-Hematoxylin Stain Kit use ammonium ferric sulfate as oxidant and differentiator, and can
display different structures according to different differentiation degrees.After dyeing, all components are black or
dark gray black. The hematoxylin staining of different tissue structure can be removed by Heidenhain
differentiation solution at different speed, and the order of black color removal is: mitochondria, striated muscle,
nuclear chromatin.

Protocol(for reference only)
1)  Fix tissue blocks , embed in paraffin and section.
2) Dewaxing and hydration of paraffin slices:
1 Dewax in xylene twice for 10mins each,Absolute ethanol twice for 2mins each.

2 95% ethanol for 2mins,80% ethanol for 2mins,70% ethanol for 2mins.

3 Distilled water for 2mins.
3) Mordantly stain with Heidenhain Differentiation for 1h,rinse with distilled water for 5-10s.(Refer Note 1)
4) Stain with Iron-Hematoxylin Solution for 1h,Wash with tap water for 20-30s.
5) (Optional)Re-dyeing with Eosin Solution for 2-4min.
6) Differentiate with Heidenhain Differentiation or 1:1 water diluent of Heidenhain Differentiation.Wash

alternately with tap water,the degree of differentiation was observed under microscope. (Refer Note 2)
7) Dehydration, transparency and sealing.

1 80%ethanol for 10-20s, 90%ethanol for 10-20s

2 95%ethanol twice for 1min, Absolute ethanol twice for 1min.

3 Xylene twice for 1min.Seal with resinene and view under the microscope.

Result

| Mitochondria, Striated Muscle, Myelin, Chromatin, etc | Dark Gray |

Note

1. The time of mordant dyeing by Heidenhain Differentiation and the time of staining by Iron -Hematoxylin
Solution acording to different fixative.Generally, the mordant dyeing and dyeing time can be controlled
within 1h. For different fixatives, the reference time is: formalin, Bouin fixative, Carnoy fixative for 1h.
Helly, Zenker and other dichromate fixative for 3h. osmium tetroxide, Flemming fixative for 24h.

2.  Microscopically, the degree of differentiation is controlled until the desired structure appears.If the
differentiation is excessive, hematoxylin can be used to re dye and re differentiate at the same time.In order
to better control the degree of differentiation, we can also dilute Heidenhain differentiation with distilled
water 2:1 before differentiation.

3. All the differentiation fluid should be washed thoroughly after the slice differentiation, otherwise the tissue is
easy to fade.Slice dewaxing should be as clean as possible. Series ethanol should be replaced frequently,To
prevent over staining,the dyeing time of frozen section must be short.

4. Re-dyeing the cytoplasmic (by Eosin or Orange G) can highlight nuclear chromatin, especially in the display
of chromosomes or mitosis.

5. For your safety and health, please wear experimental clothes and disposable gloves.
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