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INF-y CISH protocol for paraffin-embedded mouse tumors
Mar 08,2010 Chen

Slides Preparation

1. Deparaffinize : preheat slide at 65°C for 10 min; xylene 3 times 5 min each;
100% ETOH; 95%ETOH; 70%ETOH; dH,0 with 1% Tween-20

2. Steam in 0.5mM EDTA + 1mM Tris-HCI (PH7.5) for 15 min. Remove and put in
PBST, allow to cool at RT for 5 min

3. Rinse with dH,0 3 times; 2x SSC rinse one time

Pepsin treatment 3-4 drops per slide, cover with PARAFILM, incubate at 37°C

for 2 min (about 200 ul for each slide)

2x SSC rinse

Rinse with dH,O 3 times

Through 70%ETOH; 95%ETOH; 100%ETOH and air dry

Put in 80°C Denature solution (preheated) for 3 min

Dehydration in cold 70%ETOH; 95%ETOH; 100%ETOH 2-5 min each

10. Air dry (Remember to mark tissue after air dry)

>

O o oW

Probe preparation
Denature RNA probe (sense and antisense) probe at 80°C for 3 min, put on ice

quickly (avoid light)

Slide 34 : antisense 0.5 pg/ml, anti-AF488 : 1 : 400
Slide 35 : antisense 0.3 pg/ml, anti-AF488 : 1 : 400
Slide 36 : antisense 0.7 ug/ml, anti-AF488 : 1 : 400
Slide 37 : antisense 0.7 ug/ml, anti-AF488 : 1 : 1000
Slide 38 : antisense 0.7 ug/ml, anti-AF488 : 1 : 2000
PCDNA(+)INFy product is Sense

PCDNA(-)INFy product is Antisense

Hybridization
Add 15 pl probe for one slide (prediluted with hybridization buffer to concentration of
1 ug/ml), cover with PARAFILM, put the slides in the humidified container and



incubate at 55°C overnight

Washes and signal detection

Before starting, warm wash solution to 55°C

O 0 o kWD =

10.

11

12.
13.

14.
15.
16.

17.
18.

1.5M urea/0.1Xssc (PH7.2) 55°C for 10 min twice

2xSSC/0.1%Igepal CA-630 55°C 10 min twice

2xSSC for 5 min at RT

PBST rinse once

3% Hydrogen peroxide (fresh made) in dH>O 10 min, on ice

Rinse with PBST once

Block with Universal IHC Blocking/Diluent (Powervision) 4 drops for 10 min
Rinse and soak with PBST for 1 min, once

Apply primary antibody 200 pl (anti-AF488, dilute in Antibody dilution buffer
(Ventana) ) 200 ul

(Slides 34-36 : 1 : 400; slide 37 : 1 : 1000, slide 38 : 1 : 2000)

Cover with PARAFILM, 45 min at RT

Rinse and soak with PBST for 2 min, 3 times

. Apply secondary antibody (Powervision poly-HRP anti-rabbit AB) 3 drops per

slide, cover with RARAFILM, 30 min at RT

Rinse and soak with PBST for 2 min, 3 times

Apply DAB for 3 min, rinse with PBST once

(For DAB © mix one drop (33 ul) DAB substrate solution & one drop (33 pl)
DAB chromogen Solution with 0.93 ml dH»O, filtered by 0.45 pm filter)
Hematoxylin for 2 min (Hematoxylin filtered by 0.45 pum filter )

Rinse in running tap water for 2-5 min

Through warm water (preheated in 40°C ), 70%ETOH; 95%ETOH; 100%ETOH,;
and xylene 2x

Clear in xylene for 5 min

Coverslip
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Combined F4/80 THC and INF-y ISH protocol for paraffin-embedded mouse
tumors
Mar 16,2010 Chen

Solution preparation : PBST : 0.01M PBS, 0.05% Tween 20, PH 7.4

Slide labeling :

Slide 49 case (IHC and ISH)
Slide 50 only IHC

Slide 51 only ISH

IHC (Slide 49, 50)

(Slide 51 start with step 13)

11. Deparaffinize : preheat slide at 65°C for 10 min; xylene 3 times 5 min each;
100% ETOH; 95%ETOH; 70%ETOH; dH,O0 ; citrate buffer

12. Steam in Target retrieval solution (PH 6)(preheated), 40 min
Remove and put in PBST, allow to cool at RT for 5 min

13. Rinse with PBST 2min, twice

14. Block with Universal IHC Blocking/Diluent (Powervision) 4 drops for 10 min

15. Rinse with PBST once

16. 3% Hydrogen peroxide blocking 10 min (Room Temperature)

17. Rinse with PBST for 2 min, 3 times

18. Apply First primary antibody 200 pl (Rat anti-mouse F4/80, 1 : 100 dilute in
Antibody dilution buffer (Ventana))
Cover with PARAFILM, Room Temperature 60 minutes

19. Rinse with PBST for 2 min, 3 times

20. Apply First secondary antibody (Goat anti-Rat polyclonal-HRP), 1 : 100 diluted in
PBS), cover with RARAFILM, 30 min at RT,

21. Rinse and soak with PBST for 2 min, 3 times

22. Apply DAB for 3 min, PBST for 2 min, 3 times

11



(For DAB © mix one drop (33 ul) DAB substrate solution & one drop (33 pl)
DAB chromogen Solution with 0.93 ml dH,O0, filtered by 0.45 pm filter)
For slide 50, proceed directly to steps 37

Prepare for ISH (Slide 49, 51)

23. dH,O with 1% Tween-20 rinse for 1 min
For Slide 51, preheat slide at 65°C for 10 min; xylene 3 times 5 min each; 100%
ETOH; 95%ETOH; 70%ETOH; dH,O with 1% Tween-20

24. Steam in 0.5mM EDTA + 1mM Tris-HCI (PH7.5) for 15 min. Remove and put
in PBST, allow to cool at RT for 5 min

25. Rinse with dH,O 3 times; 2x SSC rinse one time

26. Pepsin treatment 3-4 drops per slide, cover with PARAFILM, incubate at 37°C
for 2 min (about 200 pl for each slide)

27.2x SSC rinse

28. Rinse with dH,O 3 times

29. Through 70%ETOH; 95%ETOH; 100%ETOH and air dry

30. Put in 80°C Denature solution (preheated) for 3 min

31. Dehydration in cold 70%ETOH; 95%ETOH; 100%ETOH 2-5 min each

32. Air dry (Remember to mark tissue after air dry)

Probe preparation
Denature RNA probe (sense and antisense) probe 1 pg/ml at 80°C for 3 min, put on
ice quickly (avoid light)

Hybridization

33. Add 15 pl probe for one slide (prediluted with hybridization buffer to
concentration of 1 pg/ml), cover with PARAFILM, put the slides in the
humidified container and incubate at 55°C overnight

For slide 20, add sense probe: For slides 19, 21, 23, add antisense probe

ISH signal detection

Before starting, warm wash solution to 55°C

34.1.5M urea/0.1Xssc (PH7.2) 55°C for 10 min twice
35. 2xSSC/0.1%Igepal CA-630 55°C 10 min twice
36. 2xSSC for 5 min at RT

12



37.
38.
39.
40.

41.
42.

43.
44.

45.
46.

47.
48.
49.
50.
51.

PBST rinse once

Block with Ultra V Block (UltraVision LP) 5 min at RT (3-4 drops)
Rinse and soak with PBST for 1 min, once

Apply second primary antibody 200 ul (Rabbit anti-AF488, 1 : 400 dilute in
ABD (Ventana) )

Cover with PARAFILM, 45 min at RT

Wash with PBST, 4 times

Apply Primary Antibody Enhancer (UltraVision LP) for 20 min at RT
(3-4drops)

Wash with PBST 4 times

Apply second secondary antibody (UltraVision LP AP polymer anti-rabbit AB)
3-4 drops per slide, cover with RARAFILM, 30 min at RT

Wash with PBST, 4 times

Apply Fast Red Substrate for 15 min

prepare :

a. 1 Fast Red Tablet to 5 ml Naphthol Phosphate Substrate

b. Shake until tablet is dissolved

c. filtered by 0.45 pm filter

Wash with PBST 4 times

Hematoxylin for 2 min (Hematoxylin filtered by 0.45 pum filter )

Rinse in running tap water for 2-5 min

Apply Aqueous mounting medium (DAKO Glycegel)

Coverslip

13
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IDO IHC staining in mouse

May 25,2010 Chen
Solutions :
1. Washing Buffer (PBST) : 0.01M PBS(1XPBS), 0.1% Tween-20, PH 7.4

2. Antibody Diluent : 5% BSA/0.5% Tween-20 (To 5ml, 250mg BSA and 25ul
Tween-20in 5 ml 1X PBS)

3. Block : 5% BSA0.5% Tween-20 (To 5ml, 250ul BSA and 25ul Tween-20 in 5 ml 1X
PBS)

IHC

52. Deparaffinize : preheat slide at 65°C for 10 min; xylene 3 times 5 min each;
100% ETOH; 95%ETOH; 70%ETOH; dH,O

53. PBST washes twice

54. 3% Hydrogen peroxide blocking 10 min (Room Temperature)
Then Proteinase K (DAKO 3020) 10 min

55. PBST washes twice

56. Block with 5% BSA/0.5% Tween-20 4 drops for 10 min

57. Rinse with PBST once quickly

58. Apply primary antibody 200 ul (Rabbit anti-mouse IDO, polyclonal, Enzo life
science, dilute in 5% BSA/0.5% Tween-20, Cover with PARAFILM, Room
Temperature 2 hours

59. Rinse with PBST for 2 min, 3 times

60. Apply secondary antibody (anti-Rabbit poly-HRP, PowerVision), diluted 1 : 100 in
PBS, cover with RARAFILM, 30 min at RT,

61. Rinse and soak with PBST for 2 min, 3 times

62. Apply DAB for 3 min
(For DAB © mix one drop (33 ul) DAB substrate solution & one drop (33 pl)
DAB chromogen Solution with 0.93 ml dH»O, filtered by 0.45 pm filter)

63. Decant excess chromagen, place in dH,O and rinsed with dH,O for 1 min

64. Hematoxylin for 2 min (Hematoxylin filtered by 0.45 pum filter )

65. Rinse in running tap water for 2-5 min

66. Through water, 70%ETOH; 95%ETOH; 100%ETOH; and xylene 2x

67. Clear in xylene for 5 min

14



68. Coverslip

Results :

1.
2.

Proteinase K treatment is OK, but citrate buffer is not suitable for IDO

IDO (rabbit to mouse, polyclonal, Enzo life science) dilution is 1: 100, incubation

time 2 hours at RT

For rabbit poly to mouse, block and dilute AB with 5% BSA/f0.5% Tween-20 is OK

Next time try to diminish mild background :

a. Prolong hydrogen peroxide block to 30 mins

b. Prolong 5% BSA/0.5% Tween-20 block to 30 mins
Reduce Ab incubation time to 1 hour

Try other block :

o o

Protein block
Serum block
Negative control :

Purchase negative control for rabbit polyclonal (boicare medical or thermo

scientific)
Whole pre-immuned rabbit serum fro Shi-Wen and Sabacini both don’t work

(strong positive results)
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BREAST PATHOLOGY: CURRENT CONCEPTS AND CONTROVERSIES

Course Directors: Stuart J. Schnitt, M.D. and Laura C. Collins, M.D.

June T-8, 2010
The Fairmont Copley Plaza Hotel, Boston, MA

MONDAY, JUNE 7. 2010

Registration and Continental Breakfast

Weleome and Introduction
Lewra C. Collins, MO,

SESSION I: Benign and Precursor Lesions of the Breast

Moderator: Stuart J. Schmitt, M.D.

Iy Benign Breast Disease and Breast Cancer Risk
Jean Simpson, M.D.

2) Duetal Carcinoma in Situ
Lawra C Collins, M.,

3} Lobular Carcinoma in Sitw and Problematic in Sitw Lesions
Jean Simpsan, M0,

4} Panel Discussion'Questions & Answers

BREAK

T:30-8:00

BO0-8:10

B 10-8:40
B:d0-5:10
S:10-9:40
G:40-10:00

10:00-10:30

SESSION I1: Prognostic and Predictive Factors in Invasive Breast Cancer

Moderator: Laura C. Collins, M.D.
1} Traditional and Mewer Prognostic and Predictive Factors
Deborah Dilfon, M.
2) Update om AJCC Staging System and
Sentinel Lymph Mode Evaluation
Swsan C. Lesver, MLD., Ph.D.
3} Special Type Breast Cancers
James L. Comnolly, M.D,

LUNCH (on your own)

SESSION 1I: Diagnostic Challenges 1
Maderator: Stuart J. Schnitt, M.D.
1} Spindle Cell and Vascular Lesions of the Breast
Christopher I M, Fletcher, M.D.
2} Important Inflammatory and Reactive Lesions
Stwart J. Sclhiv, M.D.
3) Panel Discussion/Cuestions & Answers

130-11:00

11:00-11:30

11:30-12:00

12:00-1:15

1:15-1:45

“1:45-2:15

2:15-2:30
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BREAK

SESSION IV: Issues in Radiologic Pathologic Correlation
Moderator: Laura C, Collins, M.D,

Iy A Pathologist™s Guide to Breast Imaging
Swsan C. Lesier, MLD., Ph.D.

2} Controversies and Problematic Issues in Core Needle Biopsies
Timoaity W, Jacobs, M.D,

3y Panel Discussion/Questions & Answers

SESSION V: Casc-Based Presentations 1
Moderators: Lawra C. Collins, M.D. and Stuart J. Schnitt, M.D.

TUESDAY, JUNE 8 2010

Continental Breakfast

SESSION VI: Diagnostic Challenges 11
Muoderator; Stuart J. Schoait, M. DL
I}y Papillary Lesions
Lavwra C. Colling, M.
2} Combined Epithelial/ Myoepithelial Lesions
Swsan C, Lester, MDD, Ph.D.
3y Mucinows Lesions
Nicale A, Johnyon, MDD,
4} Fibroepithelial Lesions
Timoaity W, Jacobs, M.D,
5} Panel Discussion/Questions & Answers

BREAK

SESSION VII: Contemporary Issues in Breast Pathology
Moderator: Laura C, Collins, M.ID,
Iy Molecular Classification of Breast Cancer:
What the Practicing Pathologist Needs to Know
Stwvarr J. Schivs, MO,
2} Pathology Evaluation of Breast Cancers After Neoadjuvant
Chemotherapy
Deborah Dilfon, WD
3} Panel Discussion/Questions & Answers

LUNCH (on your own)

2:30-2:45

2:45-3:15
3:15-3:45
3:45-4:00

4:00-5:00

TA0-B:00

B:00-8:30
B:30-9:00
G:00-9:30
G:30-10:00
10:00-10:15

10:15-10:45

10:45-11:15

L1:15-11:45

11:45-12:00

12:00-1:15
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SESSION VIII: Immunohistochemistry in Breast Pathology
Moderator: Stuart J. Schnitt, M.D.

1. Immunohistochemistry in Breast Pathology I-Therapeutic Issues
Deborah Dillon, M.D.

2) Immunohistochemistry in Breast Pathology I1-Diagnostic Issues
Stuart J. Schnitt, M.D.

3) Panel Discussion/Questions & Answers

BREAK

SESSION IX: Diagnostic Challenges in Breast Pathology 111
1) Medico-Legal Issues in Breast Pathology

James L. Connolly, M.D.
2) Hereditary Breast Cancer
Laura C. Collins, M.D.
3) Panel Discussion/Questions & Answers

SESSION X: Case-Based Presentations 11
Moderators: Laura C. Collins, M.D. and Stuart J. Schnitt, M.D.

ADJOURN

1:15-1:45

1:45-2:15

2:15-2:30

2:30-2:45

2:45-3:15

3:15-3:45

3:45-4:00

4:00-5:00

5:00
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