Gene Targeting and Transgenic Resour ce
Roswell Park Cancer Institute
Transgenic Service Request Form

Please fill out as completely as possible. Provide as many of the detailsin section |1 that apply to your

construct. Return to Aimee Stablewski (aimee.stablewski@roswellpark.org or fax 845-5908; tel 845-5843).

l. Investigator Name:

Indtitution: = Roswdl Park = SUNYAB

. DNA construct to beinjected:

1. Congtruct name:
2. Gene
3. Promoter:

4, Poly A ste

5. Splice sites (Needed at the 5 end of your gene for good expression):

6. Epitope tags (Optional but useful for detecting transgene expression):

7. Cloning vector:

8. Insert Sze:

9. Restriction erzymes used to remove the insart from the vector (Note that successful expression of transgenes

requires that they are removed from surrounding vector sequences!):

10. Any other features that are relevant to the transgene (e.g., Locus contral regions, enhancers, etc.):

11. Please attach a detailed map of the clone.

[I1.  Success|ssues:
1. Has a congtruct like this been previoudy used, anywhere, to make transgenic animals?
= Yes & No Reference;

2. Have you tested the construct for expression in mouse cdlls?
In many cases, thisisa simple control that is very easy to do and can tell you ahead of timeif thereisa
problem with your construct!

& Yes & No
3. If expression has been tested, how was this done and what was the result? If it was not tested, is there areason

this cannot be done?
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V1.

Do you have any reason to anticipate lethaity problemsin utero, or implantation problems?
& Yes & No

Do you have any reason to anticipate heath problems with positive pups?
& Yes & No

Founder Detection

How will tranggene integration be confirmed in of potentia founder mice?

Typically, Southern or PCR analysisis done using tail DNA, but other methods are possible as well.
& Southern & PCR 5 Other (describe below)

Have the probes or primers aready been tested using mouse DNA only as a negative control and mouse DNA
spiked with single copy amounts of transgene-containing plasmid as a positive control? For this control, use
about one picogm. linearized transgenic congtruct per microgm of mouse DNA.
A robust founder detection method is critical to set up before we begin to make mice! 1f you need mouse
DNA to use as a control, we can provide this. Check dl the boxesthat apply.

5 Yes, testing was done &5 The probes work well (we can show the results)

& Teding in progress £ No, testing was not done 5 Please send control DNA

How will transgene expression be confirmed in founder mice? Describe below.
This typically involves RNA or protein detection with a transgene-specific assay.

Animal Issues:
What protocol number will the mice be under when they are transferred to you?
Approval date

Do you have approved space to house these animals from Lab Anima Resources?

Getting us going on your microinjections

Use your preferred method for preparing DNA but be sure to do 2 CsCl gradients

Digest approximately 20 ugm of plasmid and use haf for isolating the fragment for microinjection. Use OUR
protocol for preparing fragments (next page). Do not gd purify the remaining haf of your digested DNA,
giveittousasis.

Provide a concentrated stock solution of DNA dissolved in sterile microinjection buffer (10 mM TrispH 7.5,
0.1 mM EDTA) that we can dilute.

Provide a photo of the ga showing the DNA with concentration standards and size markers.

Unless you have a particular need for a different mouse strain, we will do microinjectionsin F2(C3Hf/HeRos X
C57BL/10Rospd) embryos. Note that the requirement for different mouse strains may incur additional costs.
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LYSOZYMETRITON PLASMID PREP

Grow up 5ml culture during the day; inoculate O/N culture—500 ml and LB Broth in a 2L flask. Add
appropriate antibiotic.
Harvest cells, 5K, 15 minutes. Beckman JA-10rotor.
Resuspend into 12.0 ml, 25% sucrose, 0.05M trispH 8.
Makefresh - add 2.0 ml, 10mg lysozyme/ml.
%5 0.05M tris. pH 8
%< | ncubate on icefor 15 minutes.
Add 4.0 ml 0.25M EDTA, pH 8. Incubate on icefor 15 minutes.
Add 16.0 ml 2% triton.
225 0.05M tris, pH 8
£%50.0625M EDTA, pH 8
% |ncubate on icefor 15 minutes
Pour into screw-top bottle.
%5 Boil 10 minutes
%< Tighten lids
%5 Spin 18K (30 minutes) in Beckman JA-10 rotor
25 30 minutes
Recover supernatant into 50ml plastic tube. (Should produce 28-30 ml, if not, re-boil and re-spin).
Add 0.96 g CsCl/ml of lysate recover ed.
Add 0.036 ml of 10 mg EtBr/ml per ml of lysate recovered.
Pour into screw-top bottle, spin 18K, 30 minutes (to clear).
Filter through glass wool into Beckman Quick Seal (30 ml size) tubes. (12 cc syringe & 18 g needle, a
bit of glasswool).
Balance tubesto within 0.01g, add oil (light mineral oil) and seal.
Spinin VTi 50rotor, 48K, 16 hours.
Recover the bottom band and placeinto Beckman Quick Seal (5ml) tube, spin again in Vti 65, 55K, 5
hr or 48K O/N.
Recover bottom band and extract 4 times with Butanol/water saturated.
Add 2 volumes of TE to the bottom layer (contains DNA).
Add 2 volumes of 100% EtOH and precipitate O/N. (Don’t add salt, want to get rid of CsCl).
Spin 7.5K, 15 minutesin JS-13 rotor.
Wagsh 2 timeswith 70% EtOH and then dry.
Re-suspend in 200-400 ?| of TE.
Add 3M NaOAc to makea 1:10 dilution of the NaOAc.
Transfer to Eppendorf tubesand do 2 PCI extractions (25:24:1) and 2 CIA (24:1) extractions.
Precipitate DNA with 2 volumes of 100% EtOH O/N.
Wash 2 timeswith 70% EtOH and then dry.
Resuspend in 200-400?1 of TE and take ODs.
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Purification of Plasmid DNA for Microinjection

D

2

3

4

6)

8

D

Prepereplagmid from bedteriausing your prefarred method (elkdinelysis lysozyme-triton or ather methods), but be sureto
perform 2 CsCl gradients. Alsonoethat phend killsinjected emloryosso an ethendl predipitation and ethendl wesh MUST
fdlow dl phed edradions

S upanovanight digest Lang 20 ?g of plaamid DNA with the gopropriste restridtion enzymeto aut theiinsat from thevedtor (use 100
2l totd vdumefar diget mix).

Peparea08% egaroeminicd (X TAE buffer with ehidium bramide) utsng acombwith~6 mmwidetegh

Add 20?1 of bromophend blugauroselceding dyeto thedigest mix and loed evenly over 4wdls Dot useaszeor conoaniraion
dandard onthisgd inorder to preveant posshle contamingtion of theinsat DNA.

Runin1X TAE + ehidum bromidea alow valtage (~35) for severd hoursor until theinsart and vedior bendsare dearly sperated.
Photoggphthedd initstray in order to prevert cortamiretion from thetransiliuminetor sufece: Limit thetimedf UV light eqoosreso
the DNA doesnat become dameged.

Withanew, dailescdpd blade exdsetheinsat bend fromthegd. Trimaway excessegaroseand avad dregging theldedear the
exdsed bandsaorosstheareadf the gd wherethevedtor bendsare

For transgeneslessthen 10 kiop, purify theinsat DNA using aQ1Aquidk Gd BExtradion Kit (Qiagen, 800-426-8157,
www.gagenoom;, Cat. No. 28704). Usethevendor’ sprotocdl

(hitpz/Amww.diapen.comfiteraturehandbooksioggain/opsain gdexdradtpdf or get thepratoad from ug) using thefdllowing modifications

a cary out $ep 3a roomtamparaure or 37°Cif necessary, for dissalution of the.agaroseand mix gantly by hand insteed of
vatedng
b) gy eque vdumesaf the DNA sluioninto two cdlumns et sep 6.
0 indudethegpiond sep 9 and repeet for atatd of two Buffer QX1 rinsss
d) repest g0 10twicefor atatd of 3 Buffer PE wadhes Idting the cdumn gand for 5 min befare aantrifugetion ter thefirt
addtionof Buffer FE.
€ agep13 add 307 of inedtion buffer toonedf thecdumnsand et gand 1 min befare cartrifugetion. Usethe 3071 of cdllected
sampefar duionfromtheraraningadum Do assoondinseeanthiscdumnwith 10?2 of freshinjedion buffer for atotd of
407,
Ona08% agaosegd, run 2 and 521 diquatsof the punified, duted DNA next to Szeand concartration sendards: Desired injedtion
conocartration for mogt corgtrudsin25ng'?. Donat dilutedl of thedock. After diluion of apartion of thestodk with injedion buffer,
filter LangaMilliporeHV 045 ?munit (attadhestoal ac syringe). Patidefresultradesn DNA isamud!

*Inedion Buffer is10mM TrisC1 pH 75 and 0.1mM EDTA medefram deilemilliporesysem punified wate.
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