How to submit samples for processing and sectioning
 

1. Submit prepared and labeled sample to Histology Core -20oC freezer
  
1st step: Prepare your sample
 
All samples submitted to histology core must be fixed and dehydrated up to 100% ethanol. Large samples should be trimmed to proper size to ensure good fixation and paraffin penetration for further sectioning. See our Protocols.

If your samples can be processed in the same container, please transfer your sample into the same container before submission. 

 

2nd step: Label your sample
 

Please have your samples clearly labeled on the container not on the cap. Use Marking Pencil to label your samples. You must label your samples with name of sample, vial#, total pieces and leave Histo# blank. There are printed labels and pencils on the Histology Core supply table outside Room 949. To identify the samples from each Lab please put a color sticker on the cap: Red for Epstein Lab, Orange for Kahn Lab, and Yellow for Morrisey Lab, Blue for Parmaceck Lab, White for Gruber , Patel Lab, and Green for Service Customer. You should label the color sticker with your initials and vial# such as: SL1, SL2, SL3, SL4.
Printed Label:

Name 

of sample: _______________

Vial #:       _______________

Total pieces: _____________

Histo#:          _____________

 3rd step: Submit your sample
 

The sample should be put on the 4th shelf of the Histology -20oC freezer located in the hallway near room 950. There is a container labeled Samples For Processing. 

 

2. Submit the Tissue Form and Project Form 
 
1st step: Get the forms
 

Submission of Tissue Form and Project Form 

2nd step: Fill out the forms

You need to fill out a Project Form for each new project. Project Form is designed with File Maker Pro 7. Following is how to use Project Form:

Open your file to Layout: Report. You will see all your projects. 

Go to Layout: Projects. You will see individual project. 

To add new project you need click on “New Records” button to create a new record then fill out your new project.

When you submit your tissue form, you should write the project name as first sentence under Brief Description of Experiment. For example: Project: PlexinD1-CKO. You need submit a new project form for each new project prior to submitting your samples.
Please fill out the Tissue Form carefully according to the following instructions.

(You must fill out every column except Histology#)

 

 Histology#: Leave it blank.

 

Name of Sample: Use the following format and abbreviations for this column 

* For wild type mice.   Write:  CD1, Black 6, etc.

* For transgenic mice.  Write: 1. Gene name; 2. Tg; 3. Mut or WT;  

* For knock out mice.  Write: 1. Gene name;   2. KO; 3. -/-, +/- or +/+. 

         For example, Wnt7B KO -/-, Wnt7B KO +/+.

* For multiple genotypes. Write: 1. Gene name / gene name;  2. -/-, +/- or +/+. 

    For example,  Ch16del/P3proCre +/-.

 

Vial #: You should label the vial with your initials such as: SL1, SL2,  SL3, SL4.

 

Age: Write E11.5 for embryo of 11.5, 2W for 2weeks, 2M for 2 Months etc.

 

Organ & Pieces: Write the name of each organ or embryo. Write the total number of  

           pieces in each vial. For example: heart x3

 

Section Orientation & Interested Area:
 

Orientation: Cross (or Transverse), Sagittal (or Longitudinal), Frontal (or Coronal).

 

Interested Area:
You must specify in detail the area that you are interested. 

For example:  Heart: you should write atrium, ventricle or whole heart, from outflow tract (OF) to middle of ventricle.

Artery: aorta, aortic arch, dorsal aorta.

For mouse embryos you should use the Atlas of Mouse Development (Kaufman) as a reference and write down both page and picture numbers. For example: interested area is from outflow tract (OF) to middle of ventricle of E11.5 embryos. The page and picture number is 136h (P136h) to page 138f (P138f). For your convenience we posted a Mouse Embryos Section Reference Table for different age with interested area. 

Sample form 1

LAB NAME:
Edward Morrisey
        
CONTACT NAME:  Shanru Li
DATE: 07/01/07

       
     

 TELEPHONE: ( for outside MCRC )

FIXATIVE: 4%PF             Fixation TIME: O/W(E13.5)
       SAMPLE IN SOLUTION: 100% ethnol.

Brief Description of the Experiment: 

	Project: Foxp4XFoxp1

	These embryo samples are from Foxp4XFoxp1  knockout mice. We want to define how Foxp1, 4 

	gene affects Mouse development together by doing In Situ, HE staining, immunocytochemistry

	experiments.  Samples should be cut in cross, grouped as follows: Vial#1-3 in one block, 


	Histology #
	Name of Sample

1. CD-1 or black 6

2. Gene KO +/+,-/-

3. Gene Tg Mut,WT

4. Gene/Gene +/+
	Vial #
	Age
	Organ & Pieces
	Section Orientation & Interested Area
	# of Sets or # of Slides
	Staning HE, Eosin IHC, InSitu

	07-410a-c
	DH533XDH50-5

 (1K4H) 4X OPH ip
	SL-1
	E13.5
	Embryo
	Cross, head through heart
	Head 1set 20 slides P184a. Heart 8 sets

P192d to 194d


	H+E and in situ

	
	DH533XDH50-2

 (1H4H) 4X OPH ip
	SL-2
	E13.5
	Embryo
	Cross, head through heart
	Head 1set 20 slides P184a. Heart 8 sets

P192d to 194d


	H+E and in situ

	
	DH533XDH50-3

 (1H4H) 4X OPH ip
	SL-3
	E13.5
	Embryo
	Cross, head through heart
	Head 1set 20 slides P184a. Heart 8 sets

P192d to 194d


	H+E and in situ


 

If your area of interest is not show on the Atlas or you don’t know the interested area exactly. We will cut more slides than requested for each new project. You need to show us the appropriate sections which you are interested to guide future sectioning.

# of sets, # of slides:
 

# of sets will have adjacent sections on each slide. For example, 4 sets means you will have the slides to test 4 different genes on adjacent sections.

# of slides will obtain a number of desired slides with sections in consecutive order. 

Please see explanation of # of sets & # of slides.

Generally, 8-12 sets will be used for sets. Tissue or organs will be sectioned up to 10 slides. There will be one or two sections on each slide. Multiple organs or the same kind of organ with different genotypes will be on same slide.

 

Following is the guide for sectioning mouse embryos:

	Age
	Orientation
	1 set
	Sets (8-12 sets)

	E9.5-10.5
	Cross
	Branchial arch to heart

6-8 section per slides 

Total 24 –30 slides 
	 Branchial arch to heart

6-8 section per slides

 Total 24-30 slides

	
	Sagittal
	All heart

6-8 section per slides 

Total 18-24 slides
	All heart

6-8 section per slides 

Total 18-24 slides

	
	Frontal
	Branchial arch to heart

6-8 section per slides 

Total 18-24 slides
	Branchial arch to heart

6-8 section per slides 

Total 18-24 slides

	E11.5-12.5
	Cross
	Branchial arch to heart

6-8 section per slides 

Total 18-24 slides
	Branchial arch to heart

6-8 section per slides 

Total 18-24 slides 

	
	Cross
	Lung and gut

6-8 section per slides 

Total 12-16 slides
	Lung and gut

6-8 section per slides 

Total 12-16 slides 

	
	Sagittal
	Heart, lung and gut

6-8 section per slides

Total 20-24 slides
	Heart, lung and gut

6-8 section per slides

Total 20-24 slides 

	
	Frontal
	Branchial arch to heart

6-8 section per slides 

Total 18-24 slides
	Branchial arch to heart

6-8 section per slides 

Total 18-24 slides

	E13.5-14.5
	Cross
	Aortic arch to AV valve 

6 section per slides

Total 30 slides
	Aortic arch to AV valve 

6 section per slides

Total 30 slides

	
	Sagittal
	60%-80% heart, lung, gut

4-6 sections per slides

20-30 slides
	

	E15.5-18.5
	Cross
	Aortic arch to AV valve

4-6 section per slides

Total 30 -40 slides

1 set , 10 slides maximal for other organ. 1-2 sections on each slide
	Aortic arch to AV valve

4-6 section per slides

Total 30-40 slides

1 set , 10 slides maximal for other organ. 1-2 sections on each slide

	
	Sagittal
	50% heart, lung gut

4-6 section per slides

Total 20-30 slides
	


Staining HE, Eosin, IHC, InSitu:
 

HE staining is a routine staining for general cell morphology. (HE is Hematoxylin and Eosin staining. Hematoxylin is used for nuclear staining and nuclei show blue staining. Eosin is used for cytoplasmic staining and cytoplasm show pink staining.) 

 

Use Light Eosin for Beta-gal counter-stain

 

IHC (Immunocytochemistry) 

 

In Situ (In Situ Hybridization)

Two to four same age embryos can be embedded in the same block. When you fill out the tissue form, you should group your samples and fill in your samples in order on the form. Have wild type or control sample as first sample then follow with other genotypes.

The following table tells you the number of embryos that can be embedded in each block.  This table will help you to group your samples when you fill out the tissue form. You should put same block (group) of embryos in order and indicate your groups on the form: 

	
	Cross
	Sagittal
	Frontal

	E9.5-10.5
	4 
	3
	3

	E11.5-12.5
	3
	2-3
	2

	E14.5
	3
	2 without head
	

	E16.5
	2 or 3 with ribs removed
	1 or 2 with head and abdominal removed
	

	E17.5-PO
	2 with ribs removed
	1 or 2 with head and abdominal removed
	


 Sample form 2:
LAB NAME:
Epstein 
        CONTACT NAME: Chinmay Trivedi
DATE: 06/05/07

                     TELEPHONE: (for outside MCRC)

FIXATIVE: 4% PFA             Fixation TIME: 24 Hrs.
SAMPLE IN SOLUTION: 100% Ethanol.

Brief Description of the Experiment:

	Project: HDAC2

Total 13 different vials of Embryos or Heart. We would like to see differences in heart structure and morphology. Note: Please embed vial #CT1-2-3 on same block, vial #CT4-5 on same block, vial #CT6-7 on same block, vial #CT8-9-10 on same block.


	Histology #
	Name of Sample

1. CD-1 or black 6

2. Gene KO +/+,-/-

3. Gene Tg Mut, WT

4. Gene/Gene +/+
	Vial #
	Age
	Organ & Piece
	Section Orientation & Interested Area
	# of Sets or # of Slides
	Staning HE, Eosin IHC, InSitu

	
	WT 

3576-1
	CT1
	E14.5
	EmbryoX1
	Cross Sections 
	Heart ventricle

8 setsX2 
	HE, IHC with HDAC.

	
	HDAC3 Tg 

3576-2-3
	CT2
	E14.5
	EmbryoX2
	Cross Sections 
	Heart ventricle

8 setsX2 
	HE, IHC with HDAC.

	
	HDAC2-/- 

3512-2 
	CT3
	E14.5
	EmbryoX1
	Cross Sections 
	Heart ventricle

8 setsX2 
	HE, IHC with HDAC.

	
	HDAC2+/- 

3512-3
	CT4
	E14.5
	EmbryoX1
	Cross Sections 
	Heart ventricle

8 setsX2 
	HE, IHC with HDAC.

	
	HDAC2 WT 

3512-7
	CT5
	E14.5
	EmbryoX1
	Cross Sections 
	Heart ventricle

8 setsX2 
	HE, IHC with HDAC, 

	
	WT 

4402
	CT6
	2M
	HeartX2
	Frontal Sections to see the ventricles with septum.
	10 slides
	HE, IHC with HDAC, Insitu HOP

	
	HDAC2-/- 

HOP-/- 4499
	CT7
	2M
	HeartX2
	Frontal Sections to see the ventricles with septum.
	10 slides
	HE, IHC with HDAC, Insitu HOP

	
	HDAC2+/+HOP+/+

4417-1
	CT8
	E12.5
	EmbryoX1
	Cross Sections to see the whole heart.
	Entire Heart Heart ventricle 8 setsX2 Rest heart 1 set
	HE, IHC with HDAC, Insitu HOP

	
	HDAC2-/- HOP+/-

4417-10
	CT9
	E12.5
	EmbryoX1
	Cross Sections to see the whole heart.
	Entire Heart Heart ventricle 8 setsX2 Rest heart 1 set
	HE, IHC with HDAC, Insitu HOP

	
	HDAC2-/-HOP+/+

4417-12
	CT10
	E12.5
	EmbryoX1
	Cross Sections to see the whole heart.
	Entire Heart Heart ventricle 8 setsX2 Rest heart 1 set
	HE, IHC with HDAC, Insitu HOP


3rd step: Send the Tissue Form and Project Form
 

Send the Tissue Form and Project Form through Email as attachment to: mlu2@mail.med.upenn.edu
Write “Tissue Form and Project Form” on the e-mail subject line.
The weekly sample submission deadline is Wednesday

You should submit tissue and tissue form on Wednesday. If your samples are not ready on Wednesday, you can submit samples on Thursday morning but you should submit tissue form on Wednesday. Generally your samples will be processed the first week (starting from Thursday) and sectioned the second or third week. You will be informed if there are questions regarding your sample submission. You may need to come to our core on Thursday morning to check if your samples and forms are all correct. If the samples are not prepared as required or the form is filled not correctly, the samples will not be processed.

You will receive an E-mail with attached Tissue Form when the sections are done. The sections are kept in slide boxes and stored in the Histology Refrigerator located in the hallway near room 950. Each box is labeled with color tape and slides #. There is different color for each Lab: Red for Epstein Lab, Orange for Kahn Lab, Yellow for Morrisey Lab, Blue for Parmacek Lab, White for Gruber, Patel Lab and Green for Service. 

 

 
 

