(4 GBI Labs

GOLDEN BRIDGE INTERNATIONAL

Polink DS-GR-Hu/Ms B Kit for mmunohistochemistry Staining

Polymer-HRP and AP Kit to Detect Goat and Rabbit Primary Antibodiesfor Human or
Mouse Tissuewith BCIP/NBT (Purple) and AEC (Red)

. 9._qo Catalog No.: [ ] DS205B-6 12mL* 60 slides**
Storage' 2-8°C [ DS205B18  36mL* 180 slides*
[ 1DS205B 60 120mL* 600 slides**
*Total volume of polymer Conjugates

** if use 100l per slide

Intended Use:

Polink DS-GR-Hu/Ms B Kit is designed for use with two user-supplied primamjibodies, one goat and one rabbit, to detectdistinct
antigens on human and mouse tissue or cell sanifiés.kit has been tested in paraffin tissue. Hawethis kit can be used on frozen
specimen and freshly prepared monolayer cell smears

Double staining is one of most commonly used methiadimmunohistostaining for revealing two distiraattigens in a single tissué
Polink DS-GR-Hu/Ms B Kit from GBI Labs (Golden Bridge International) suppltwo polymer enzyme conjugates: AP Polymer anttG
IgG and HRP-AEC Polymer anti-Rabbit IgG with twdbstrates/chromogens, BCIP/NBT (Purple/Blue colse with AP Polymer anti-
Goat 1gG) and AEC (Red color, use with HRP-AEC Rudy anti-Rabbit IgG). Polink DS-GR-Hu/Ms B Kit is a non-biotin system,
avoiding blocking steps for endogenous biotin npeegfic binding.

Kit Components:

Component No. Content 6mL Kit 36mL Kit 120mL Kit
Reagent 1 Goat AP Polymer (RTU) 6mL 18mL 60mL
Reagent 2 DS-GR Blocker (RTU) 6mL 18mL 60mL
Reagent 3 Rabbit HRP-AEC Polymer (RTU) 6mL 18mL 60mL
Reagent 4 BCIP/NBT Chromogen(RTU) 7mL 18mL 70mL
Reagent 5A AEC Substrate Buffer (20x) imL imL 3mL
Reagent 5B AEC Chromogen (20x) 2mL 2mL 6mL
Reagent 5C Hydrogen Peroxide (20x) 1mL imL 3mL
Reagent 6 Simpo-Mount (RTU) 7mL 18mL 70mL

Recommended Protocol:
1. Fixation: To ensure the quality of the staining abthin reproducible performance, user needs tplg@ppropriately fixed tissue

and well prepared slides.

Tissue needs to be adhered to the slide tightiywbid falling off.

Paraffin embedded sections must be deparffinizéld xylene and rehydrated with a graded seriescufalls before staining.

Cell smear samples should be prepared as closmtmalayer as possible to obtain satisfactory tesul

Three control slides are recommended for interpicetaf results: positive, reagent (slides treatetth Isotype control reagent),

and negative control.

To maximize the difference between hemotoxylin ¢eustain (blue) and BCIP/NBT (purple) shorten tinee in counter stain

and do not blue with pH buffer.

7. DO NOT let specimen or tissue dry during protocol.

8. We recommend TBS-T to be used as the wash buffgettthe highest sensitivity and clean backgrouhdsphate in the PBS-
may inhibit the activity of the alkaline phospha&asNote: 1X TBS-T =50mM Tris HCI, 150mM NacCl, 0.05% Tween-20 pH7.6.
GBI sells 10xTBS-T for your convenience (B11xx)

arwbd

o

Reagent Staining Procedure Incubation Time
(Min.)

1. Peroxidase and Alkaline a. Incubate slides in peroxidase and alkaline phetsyse blocking reagent. We
Phosphatase Blocking Reage| recommendsBI Dual Block E36xx.

Not provided b. Rinse the slide using 2 changes of distilledewat

We recommend usinG@BI 10min
Dual Block E36xx. Fast, easy
and it will block endogenous
alkaline phosphatase

2. HIER PretreatmentRefer a. Heat Induced Epitope Retrieval (HIER) may beiiegl for primary antibody
to antibody data sheet. suggested by vendor.

b. Wash with PBS-T containing 0.05% Tween-2AXrTBS-T (See note 8 above);
3 times for 2 minutes each.

3. Primary Antibody Mix:one | Note: Investigator needs to optimize dilution prior mutle staining.

Goat and one Rabbit a.  Apply 2drops (100uL) or enough volume of goat aabbit primary 30-60min
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antibody

Supplied by user

antibody mixture to cover the tissue completelyncubate in moist
chamber for 30-60 min. Recommend 30min to shodtal protocol time.
Wash with PBS/0.05% Tween20 for 2 minutes, 3 times.

4 Reagent 1.
Goat AP Polymer (RTU)

Apply 2 drops (100uL) or enough volume &feagent 1 (Goat AP
Polymer) to cover each section.

not use oil directly on the top of dried Simpo-Maunt

Incubate in moist chamber for 15 min. 15min
Wash with PBS-T containing 0.05% Tween-20l¥r TBS-T; 3 times for
2 minutes each.
5. Reagent 2: Apply 2 drops (100pL) or enough volumeRéagent 2 (DS-GR-Blocker)
DS GR-Blocker(RTU) to cover the tissue completely. Mix well on the skl Incubate in mois|
chamber for 10 min. 10min
Tap off liquid and wipe excess do not let dry. Rinaith PBST
containing 0.05% Tween-20 &K TBS-T.
6. Reagent 3: Apply 2 drops (100uL) or enough volume Reagent 3 (Rabbit HRP-
Rabbit HRP-AEC Polymer AEC Polymer) to cover each section. 15min
(RTU) Incubate in moist chamber for 15 min.
Wash with1X TBS-T only; 3 times for 2 minutes each.
7. Reagents 4: Apply 2 drops (100uL) or enough volume Bieagent 4 (BCIP/NBT
BCIP/NBT Chromogen(RTU) Chromogen) to completely cover tissue. Incubat@f@0 min.
Rinse thoroughly with distilled water. 3-10 min.
Wash with PBS-T containing 0.05% Tween-20l¥rTBS-T; 3 times for
2 minutes each.
8. Reagent 5A, 5B, 5C: Add 1 drop (50uL) of Reagent 5A to 1mL distill water. Mix well . Add 2
5A:AEC Substrate Buffer drops ofReagent 5B and 1 drop oReagent 5C to diluted AEC Substrate
(20x) Mix well. Keep away from light and use within 1 hour
5B:AEC Chromogen (20x) Apply 2 drops (100uL) or enough volume of AEC working solution to 5-15 min
5C:Hydrogen Peroxide (20x) completely cover the tissue. Incubate for 5-15,miopserve appropriat
color development.
Rinse well with distilled water. AEC is alcohol soluble; do not
dehydrate. )
9. Counterstain@ptional) Counterstain with 2 drops (100uL) or enough voluafiecounterstain
Not provided solution to completely cover tissue. Incubatelfdrl5 seconds.
Rinse thoroughly with tap water for 2-3 min
Rinse well in distilled water
10. Reagent 6: Apply 2 drops (100uL) or enough volume of Reagent 6 (Simpo-Mount)}to
Simpo-Mount (RTU) cover tissue when tissue is wet. Rotate the sldedlow Simpo-Mount| 30 min. in 40-
spread evenly. DO NOT coverslip. 50°C oven
Place slides horizontally in an oven at 40-50°Cdbteast 30 minutes g Or:
leave it at room temperature until slides are thghty dried. Hardeneq Overnight at room
Simpo-Mount forms an impervious polymer barrier tgamic solvent. Do temperature

Protocol Notes:

1. The fixation, tissue slide thickness, antigen estal and primary antibody dilution and incubatione affect results significantly.
Investigator needs to consider all factors andrdete optimal conditions when interpreting the tesu

2. Simpo-Mount is an aqueous-based mounting medianfarunohistochemistry. It is used as the permanenintmgy media for
alcohol soluble chromogens such as AP-Red, AEC,BQI®. Simpo-Mount does not use a coverslip. HaweW you need to
coverslip your tissue, after Simpo-Mount has driig,the slide in xylene (1 to 2 seconds), applyeganic mounting solution
(such as O-Mount, Cat# E02-18), and place covessga the slide. Store slides after they haveldraenpletely.

Precautious:

Please wear gloves, eye protection and take odwassary precautions. If any of the reagent corneritact with skin wash area
completely with plenty of water and soap. If mtibn develops seek medical attention.

Remarks:

This kit is for research use only.
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Work Sheet for DS205B Kit

We designed this work sheet to help you keep track of each step. We recommend you use this sheet to
record the actual time of each step conducted as it will be helpful for questions withhoizalesupport.

e Used for tester to check “\ “each step during the experiment
e Steps follow after de-paraffinization
e Refer to insert for details of each step

Step/ Experiment 1| Experiment 2 | Experiment 3| Experiment 4
Protocol Protocol DS2058 Date: Date: Date: Date:

Step 1  |Peroxidase Block

Step 2 |HIER if needed

Step 3 |Gt 1°Ab & Rb 1°Ab mix
(30-60 min.)

Step 4 |Reagent 1
Goat AP Polymer (RTU)
15min

Step 5 Reagent 2
DS-GR Blocker (RTU)
10 min

Step 6 Reagent 3
Rabbit HRP-AEC Polymer
(RTU) 15min

Step 7 [Reagent 4
BCIP/NBT Chromogen
(RTU) 3-10min

Step 8  |Reagent 5A, 5B & 5C
AEC Requires mixing!
(5-15 min.)

Step 9 |Counter stain
Hematoxylin
User supplied

Step 10 Reagent 6
Simpo-Mount (RTU)
Do not coverslip!

Testing result:
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