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1. Tissue Processing system

o

8 3 1 S
MeFuBeNAnTauSaaLAnlu casseltes WALYIINIA19ASI

80 % Alcohol 0.5 hr|= 185 % Alcohol 2 hr| =*195 % Alcohol 1 hr.i -

100 % Alcohaol 1 hi = {100 % Alcohol 1 he) —P[100 % Alcohol 1 hr '““*‘

Xylene 1 hr| = [Xylene 25-30 min =*Xylene 2 hi —*Melting paraffin 2 hrl

~*Melling paraffin 1.5 hi = Embedding = |Attack to bleck holder™

Ribbon paraffinized section —*Microtome section 4-7 micron thick put ribbon 9791

water bath 43-45° C 1 hr, ™ Ribbon paraffinized section 1M91% glass slides —

Piace on the rack into hot air cven for deparaffinization 1 hr| —Air dry for cooling

down 1 hrl) =F9u rack for staining




2. Tissue staining

Tissue sections on glass slides|™* Xylene 2 min| —*Xylene 2 min| ™

Distilled water1| = |Distilled water2| —*Heamatoxylin stain 15 min| —*

Running

water 20 min] —HEosin stainn 2 minl. = ©5 % Alcohol 2 minl —95 % AicohoiJ

Mount in

Z ming "?1100 % Alcohol 2 min; —*Xylene 2 min) ~?*Xylene 2 min.] N

per-mount—*Dry on tray 1 hr, ~*Examine under light microscops
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M$ANEA Immunohistochemistry Aag sildes paraffin

1. De-wax tW
xytene 10 min - —»  xylens 5 -+ min -+ 99 % —+ 95 % aic. /0% alc.
utlu slides lu methanol 240 ml. + 30 % H,0, 4 ml =+ 10 -+ min A9

slides lurnAan (Tatnlua)
2. st slides T Citrate bufer fasudion lunsiefiipanads 4unan 1 -+ min Wil
Tnfan
3. fiaw slides FaTuABLNG
WHAEMR antibody WA lFediu vianasde 1 udodnwliden sides Tdae
«i?um@umset”ﬂm slides Parafin section
1. fieenann vnAan &9l TBS 1 Al
2. uidlaslu T8S Wauaudon
3. AT antibody, blocking, 2, 3
4. neim blocking serum 100 ul asuualad —  incubate 10 - W @esalas
Lﬁﬂ%ﬁ blacking
5, %t antibody 100 ul WmRsamnalas d2u negative Tl TBS waaunu Uatdn —+
incubate 30-60 W1
6. d1alaslu TBS 2 ﬂg’ma: 5 Wil (Wazu TBS wnﬂg’e)
7,98 2° 100 - uofdlm - #1 incubate 30 UF
8. funlasiu TBS 2 Aftjar 5107 (wanu TBS nneky)
9. %am 3° 100 =+ ul —+  nelr incubate 30 W
10. Analadiu TS 2 ﬂ?&jﬂ: 5 unfl (Wanw T8S ynass)
11 mtind DAB vida Fow 7 maaanas Wi Tadt - ~  incubaie
Fraglaflutinlua (uﬁqmné’wéﬂuﬁfaﬁwxﬁ@u double stain AGNTuReUT 4 Yol

12, qualas iy Hematoxylin ~ 30 TuW - Analadluiilva

13. qualagiii Scott solution ~ 5 -+ Uil ansalas lainlve
14. dehydrated 114 70 % aic. -+ 95 % - alc. - 05%alc. —
99 % alc. -+ 99% - szl xylene xylene (Tt an)*

15. U@ cover slip fioe DPX

16. satialaduis - glindes
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1. 10x Phosphate buffered saline

14 80 g of NaCl, 2 g of KCI, 11.5 g of Na,HPO,, 2 g of KH,PO,, aranglunindy
waztlfnanms 1,000 SaRans iufanmyiites
2. 4% Formaldehyde

Formaldehyde 20 nin az@ely phosphate buifered saline kaziiuiBunms 500

fafans ngwidesiesld water bath fianmnd 60 aergaFeg
3. 0.5 M Sucrose in phosphate buffered saline
Sucrose 171.15 nfu azaalu phosphate buffered saline waztlff5uans 1,000

S =T (] -:; =u &7
HARKHAT INUND LU UNDY

4. PFATANUIELRRRNS (dilute) sperm

NaCl 091 g
1% formalin 1 mi
Trypan blue 1 mi

aranadeuraning o avhsiingu udodfuiBunnglild 100 us.





