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Four Color Tyramine Signal Amplification Kit, with HRP-Goat

anti-Rabbit IgG

Cat: G4881

Size: 100T/300T

Storage: -20°C, avoid light, valid for 1 year. Period after opening is 3 months.

Kit Components
Reagent 100T 300T Storage
Reagent(A):TYR-FITC Solution 500% 20ul 60ul -20°C, avoid light
Reagent(B):TYR-CY3 Solution 500x 20ul 60ul -20°C, avoid light
Reagent(C): TYR-CYS5 Solution 500% 20ul 60ul -20°C, avoid light
Reagent(D): Reagent(D1):Enhancement Solution 100% 0.4mL | ImL 2-8°C, avoid light
Tyr-label Diluent | Reagent(D2):Diluent Solution 40mL | 100mL | 2-8°C

Mix D1,D2 by 1: 100 to prepare Tyr-label Diluent.Then add A or B or C in Tyr-label Diluent by 1:500 to form
Tyr-label Working Solution.

Reagent(E):Peroxidase Enhanced Blocking Solution 40mL | 100mL | RT

Reagent(F):HRP-Goat anti-Rabbit [gG 100x 0.4mL | ImL -20°C, avoid light

Reagent(G):Special Antifade Mountant 20mL | 60mL -20°C, avoid light
Introduction

The tyramide signal amplification (TSA) system can be used to detect low abundance targets in fluorescence
immunocytochemistry (ICC), immunohistochemistry (IHC), and in situ hybridization (ISH) techniques, which can
increase signal sensitivity by 100 times. The TSA fluorescence kit uses horseradish peroxidase (HRP) to directly
catalyze the covalent deposition of fluorescent groups around the immobilized enzyme. The labeling process is
rapid (less than 10 min), and the deposition labeling can be directly observed under a standard or confocal
microscope. The TSA kit can be combined with traditional staining methods for multicolor imaging, or more
tyramine reactions can be sequentially performed to label different targets on a sample.

The Solarbio Polychromatic Tyramide Signal Amplification (TSA) series products includes 2 four color multi
label fluorescence enhancement kits, labeled with fluorescein, Cyanine3, Cyanine5, and DAPI, which can
simultaneously label three proteins and nuclei.

Self Provided Materials

1xPBS, 4% PFA, Translucent (Triton X-100, strong), 1xPBST, Sodium Citrate Antigen Repair Solution (1x)
or EDTA Antigen Repair Solution, 5% BSA Blocking Solution, or Serum-free Blocking Solution. The above
reagents can be self prepared or purchased as commercially available finished reagents.

Protocols(for reference only)
Sample Preparation
1. (Optional) Prepare a negative control sample (sample without incubating primary antibody). (See Note 7)
2. Cell sample preparation:
(1) Wash cells with 1xPBS twice for 2 min each time.
(2)  After removing PBS, add an appropriate amount of pre-cooled 4% tissue cell fixative and fix at RT for
15 min.Wash cells with 1xPBS twice for 2 min each time. (See Note 1)
3. Preparation of paraffin sections:
(1) Place the paraffin slices in a 60 °C oven for 30 min.
(2) Dewax by xylene or Tissue Dewaxing Solution, Benzene Free twice at RT for 5 min each time.
(3) At RT, the series of ethanol rehydration:100% ethanol I, 100% ethanol II, 95% ethanol, 90% ethanol,
80% ethanol, 70% ethanol, and distilled water for 5 min each.Soak in 1xPBS for 3 min.
4. Preparation of frozen sections:
(1) Remove the frozen slices from the refrigerator and place them in a 2-8 °C refrigerator for 10 min to
balance. Wash sections with 1xPBS twice for 2 min each time.
(2)  After absorbing PBS, fix with pre-cooled 4% PFA and fix at RT for 15 min. (See Note 2)
(3)  Wash the sample twice with 1xPBS for 2 min each time.
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5. Use a pap pen to outline the sample for subsequent localization and imaging.
Repair and Closure
1. (Optional) Antigen repair: Heat the antigen repair solution adapted to the first antibody to boiling, place the
prepared tablets in buffer, and intermittently boil for 10 min. After antigen repair, place the repair solution
together at RT and slowly cool down. (See Note 3)
2. (Optional) Cell permeability: Add an appropriate amount of permeability agent (Triton X-100, strong) to the
sample and incubate at RT for 10 min. (See Note 4)
3. (Optional) Peroxidase inactivation: Add an appropriate amount of reagent to each sample (E): Peroxidase
Enhanced Blocking Solution at RT for 5-10 min, wash cells with 1xPBS twice for 2 min each time.
4.  Site blocking: Cover the sample at RT and block it for 10min using serum or BSA or serum-free blocking
solution.
Immune Labeling
1. Dilute the first antibody with sealing solution, dropwise coverage sample and incubate at 37 °C for 1 h or
2-8 °C overnight (8-12 h).Wash with 1xPBS at RT 3 times for 5 min each time.
2. Dilute the Reagent(F):HRP-Goat anti-Rabbit IgG 100x with blocking solution, dropwise coverage sample
and incubate at 37 °C for 40 min.Wash with 1xPBS at RT 3 times for 5 min each time.
3. Prepare 100uL-300uL Tyr-label Working Solution for each sample. The working fluid is stored at RT in a
dark place and can be stored overnight at most.
Cover the sample with dropwise incubation solution and incubate it in dark at RT for 10 min.
Wash with 1xPBS at RT 3 times for 5 min each time.
Microscopic imaging. Sealing with Reagent(G):Special Antifade Mountant before microscopic imaging.
ontinuous Marking
Repeat the repair, Closure, and immune labeling processes, using Tyr-label Working Solution prepared with
different primary antibody proteins of the same genus and different TYR fluorescence labeled reserve
solutions for single slice multiple labeling.
2. Use Reagent(G):Special Antifade Mountant to seal the film and then perform microscopic imaging.
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Note

1. The fixed solution and dewaxing reagents involved in the operation steps have certain risks, and it is
recommended to operate in a fume hood.

2. Calculate the reagent dosage for each slice based on the tissue area, usually 100ul/cm?, and add half of the
reference medium volume to the culture plate.

3. Cross linked fixatives such as formaldehyde and glutaraldehyde can stabilize tissue structure but also mask
antigen binding sites to a certain extent. Therefore, it is recommended to perform antigen repair on
conventional fixed samples. If ethanol acetone is used for fixation, it can be omitted.

4. A complete membrane structure can hinder the entry and exit of antibodies and fluorescent dyes, so it is
recommended to conduct transparent treatment for frozen sections and cell samples.

5. Please operate different fluorescence signal amplification kits according to the recommended wavelength.

6. Compared with fluorescent secondary antibodies, the tyramide signal amplification kit can display higher
sensitivity and signal intensity. Therefore, during the experiment, the concentration of the primary antibody
can be appropriately reduced to reduce the background fluorescence caused by non-specific binding. We
suggest setting a concentration gradient of the primary antibody to find the optimal dilution ratio.

7.  If background fluorescence needs to be considered, it is recommended to set a negative control. Ensure that
the negative control is not cross contaminated by reagents in the positive sample during incubation and
washing processes. For tissue samples, we also recommend imaging the unstained control (without adding
antibodies or tyramides) to determine the effect of tissue spontaneous fluorescence on the background.

8. A high concentration of tyramine substrate may lead to strong signal or high background, and the best
imaging effect can be obtained by searching from 1:5:200 to 1:5:1000.

9. Multiple tyramide amplification kits can be used in sequence to label different targets on the same sample by
HRP quenching or antibody stripping after each tyramide reaction.

10. For your safety and health, please wear laboratory clothes and disposable gloves for operation.

11. This product is for scientific research only. Do not use for medical, clinical, food, or cosmetic purposes.
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