Immunohistochemical staining for paraffin tissue

準備工作

配製fresh wash buffer. (1X PBS + 0.1% Tween 20)
(實例:2L = 200ml 10X PBS + 1800ml ddH2O + 2ml Tween 20)

(注意:未加Tween 20的1X PBS可滅菌消毒，若滅完有減少，請補已滅菌的ddH2O；吸取Tween 20時，因其較為黏稠，為避免沾黏，請吸取液體表面，慢吸慢吐，以免有體積上的誤差，若用blue tip, 可割去部分tip尖端，如此較易吸取Tween 20) (要利用磁石攪拌均勻)
注意事項

1. 記得要有negative control及positive control.(注意specimen與一級抗體及一級抗體與二級抗體之間的關係)
2. 請用鉛筆標示玻片.

3. 使用的slide最好是coated slide，與組織的黏合效果較好.

4. 須考量Trilogy與一級抗體間是否合用?
5. The detection system must be matched to the species of primary antibody.(目前Core Lab所使用的super sensitive polymer-HRP detection system only for Rabbit、Mouse and Goat)
Deparaffinization and Rehydration

1. Collect sectioned slides on slides coated with poly-L-lysine or silane.

2. Slides置於鐵架上，整個置於鐵盤或塑膠盤上，以防止溶解之paraffin掉到烘箱，再放入烘箱內heat the slides at 58(C for 2hrs.(此步驟的目的為融蠟；記得玻片朝上)(若是skin檢體，則為3hrs) 

Antigen Retrieval (此部份的目的為脫蠟、脫水及恢復抗原的立體結構，曝露出來讓抗體才能作嵌合)
1. 以20X稀釋Trilogy，即19份ddH2O加1份的Trilogy，混合均勻.(於耐熱的塑膠玻片缸中)，從烘箱拿出slides後，要立刻放入Slides於此缸中。

2. 電高壓鍋方法:選高壓模式，溫度設為95℃，時間設為10或15分.(若是skin檢體，則時間設為5分)，若反應結果不明顯，可將溫度設為120℃反應10分鐘。
(注意:打開鍋蓋前，請確認壓力值已降至0)
3. 直接隔水放冷，放冷須超過5分.

(處理的片數較少時，舊Trilogy可再使用三次)
Blocking of Endogenous Peroxidase

(Endogenous peroxidase or pseudoperoxidase activity found in hemoglobin, myoglobin, cytochrome, and catalase as well as in neutrophils, monocytes, and eosinophils, may yield false-positive results.)

1. Rinse slides 2~3 times with distilled water (盡量將殘蠟洗掉) and tap off excess water. Carefully wipe around specimen.
2. 準備一個黑色的濕盒並於盒底擺放沾濕的擦手紙數張.(注意:可沾濕一點，以防實驗過程乾掉)

3. 將slides放入濕盒內.
4. Mark the specimen using DAKO pen.

5. Apply H2O2 (3%) to cover specimen for 5min.
(實例:0.8ml 10X PBS + 7.2ml ddH2O + 0.75ml 35%H2O2 or 30% H2O2及ddH2O以1:9的比例稀釋) (注意:3% H2O2要每次實驗前配製及35% H2O2要分裝使用，以免產生氧化)
6. 蓋上濕盒的盒蓋.
7. Rinse slides gently with distilled water for 5min and place in fresh wash buffer (PBS + 0.1% Tween 20) bath for 5min.

Ab Incubation and Color Development

1. Tap off excess liquid and wipe slides as before. 將slides放入濕盒內.
2. Dilute Ab in Ab diluent (0.05M Tris-HCl pH 7.2, 0.1% Tween 20, 1% BSA, 15 mM NaN3; DAKO S3022).( NaN3的作用是當防腐劑)
3. Apply enough primary antibody or negative control to cover specimen and蓋上濕盒的盒蓋. Incubate at 37℃ for 2hr.
a. 注意:primary antibody要蓋滿組織

b. 室溫, 1-2 hr或 4℃, overnight 亦為常用之抗體作用時間, 但若採用室溫時, 要注意冬天及夏天之室溫可能有相當差距, 此差距可能影響結果。

c. 注意不同抗體之保存溫度不同, 檢體需保存在冷凍狀態, 則冷凍前先分成小包裝再冷凍，避免多次解凍。

4. Rinse slides gently with wash buffer (可用前一次的) for 5min and place in fresh wash buffer bath for 5min.

5. Immediately tap off excess buffer and wipe slides as before. 將slides放入濕盒內.
6. Apply enough Super Enhancer reagent to cover specimen and蓋上濕盒的盒蓋. Incubate at RT for 20 min. Rinse slides as step 4. Apply enough Poly-HRP reagent to cover specimen and蓋上濕盒的盒蓋. Incubate at RT for 30 min. 
7. Rinse slides as step 4.

8. Wipe slides as before. 將slides放入濕盒內.
9. Apply enough substrate buffer-DAB+ chromogen solution(50:1;加入後記得要混合均勻，因為DAB會沈澱) to cover specimen and蓋上濕盒的盒蓋. Incubate at RT for 5 min.(注意:需避光) 
 (實例:1ml = 1ml substrate buffer + 20μl DAB+ chromogen or 1ml substrate buffer + 1 drop(38μl) DAB chremogen)

(Buffered solution containing hydrogen peroxide and preservative.

 3,3'-diaminobenzidine tetrahydrochloride in organic solvent. The colour of this reagent may vary from strong violet to colourless without having any influence on the performance of the kit)
10. Rinse slides gently with distilled water and immerse slides in a bath of Mayer's hematoxylin for 5 sec to 5 min (建議:30sec), depending the strength of hematoxylin used.
(注意:若是使用回收的Mayer's hematoxylin，請先用濾紙過濾；若染的顏色不夠深，則可再染一次，若染的顏色太深，則可用water洗褪)
11. Rinse gently in a bath of water. (注意:要以輕注入的方式，wash for 1 min)
12. 使用Non-Xylene浸潤玻片1min使玻片檢體透明。(用過的Non-Xylene收集至廢液桶)

13. Place the slides at room temperature for 10min.(於有抽氣的空間內為最佳)
14. Mounted and coverslipped slides with mounting medium(請用油性的，勿用水性的).
 (注意:蓋上蓋玻片後，要用鑷子輕壓將氣泡趕出)
15. Store slides in the dark (注意:用黑色且乾燥的濕盒即可，蓋上盒蓋並留一指縫的空隙，再放於有抽氣的空間內) at room temperature. (20-25(C)

16. 長期保存: dark at room temperature. (20-25(C)
Notes:

1. Do not allow tissues to dry during the staining.

2. Use moisture box for staining.
3. 若有背景太強的問題，則可於原H2O2 blocking後新增加一個blocking的步驟:Thermo Ultra V Block solution / 1:8 / 5 mins.
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