Affinity purified polyclonal SCA-2 antibodies

SCA2 1080 Genscript

SCA2 714 Proteintech Group




mouse 280-293 / human 309-322 SCA2 280

271y 271 280 290 300 310 320 330 340 350 364
(271) ; ; . .

070305_ATX2_MOUSE (239) VHILTSVVGSKCEVOVENGGI YEGVEFRTY SPECCLVLECAAHEK STESSSCPEREEIMESYLFECSCEFVVVOFKLTLSSY ARRDAFTDSALSAKY
Q99700_ATX2_HUMAN (268) VHILTSVVGSKCEVOVENGGI YEGVEFKTY SPECCLVLECARHEK STESSSGPKREEIMESTILFECSCEFVVVOFKLMESSY AKRDAFTDSAT SEKY
sz )-———r—rmrrriiic——— ERSTESSSGPFREEC——"F""""""""""""""""" """~~~ —————

Consensus (271) VHI LT SVVGSKCEVOVENGGIYEGVEFKTY SPRCCLVLLAAHEKSTESSSGPEREEIMESTILFECSLEFVVVOFKD LSSYAKRDAFTDSATSAKY

(126) 126 140 150 160 170 180 150 200 217
Q7TQHO_ATX2L_MOUSE (124) FLTAVVGSTCDVKVKNGTTYEGT FKTLSSKFELAVDAVHRKASFPAGGPRR EDTVETMYFKESTVLLVHFRNVEFNY ATKDKFTDSATAMN S
QBWWM7 ATX2L HUMAN (126) FLTAVVGSTCDVKVENGTTYEGI FKTLSSKFELAVLAVHRKASEPAGGPRREDIVLTMVFKESCVMLVHFRNVEENY ATKDKFTDSATAMNS
GS17 (1) ——— EKElESHsGEfREllC————————————————————— -

Consensus (126) FLTAVVGSTCDVKVENGTTYEGI FKTLSSKFELAVCAVERKASEPAGGPRREDIVLTMVFKESCVLLVHFRNVLFNY ATKDKETDSATAMNS

mouse 714-730 /human 748-764 SCA2 714

(720) 720 /30 740 50 80 g0 780 790 800 513

0Q70305_ATX2_MOUSE (687) EAVSMPVPAASPTPASEASNRALTESTEAKLSRLCDCRCN SPAGSKENVEASETSESFSEAENKEGMSEVVSEHRKC I CDLEKFENCFRLCPSST
Q99700_ATX2 HUMAN (717) EAVAMPIPAASPTPASEASNRAVTESSEAKLSRLCDCRCN SPAGNEENTIKPNETSESFSEAENKGI SEVVSEHRKCTICDLEKFENEFRLCPSST
PT743 (1) CEAKCSELCDCRCNSPAG—————————————————————————————————————————————————

Consensus (720) EAVAMPTPAASPTPASEASNRALTES ERKLSRLCDCRCNSPAG KENIE ETSESFSKALMEGISEVVSEHREKCICDLEKEFENLCFRLCPSST

(274) 274 280 290 300 310 320 330 340 350 365
Q7TQHO_ATX2L_MOUSE (272) LSSYTVELEKLNSEEFRQRELRAACLAREIESSPCYRLRIAMENCDGRTEEEKHSAVCROGSGRESPSLVSREGKYI FLEQRVREGPRGGVR
QBWWM7_ATX2L_HUMAN (274) LSSYTVELEKLCNSEEFRQRELRARCLAREI ESSPCYRLRIAMENLDGRTEEEKHSAVCRCGSGRESPSLASREGKY I FLEQRVREGPRGGVR
PT743 (1) ———————————— CEAKDSRLOBCRCNEPAG—————————————————————————————————

Consensus (274) LSSYTVELEKCNSEEFRQRELRAACLAREI ESSPCYRLRIAMENCDGRTEEEKHSAVCRCGSGRESPSL SREGKYIFLEQRVREGPRGGVR




mouse 790-804 / human 820-834 SCA2 790

(779) 779 750 800 810 820 830 840 850 860 872

070305_ATX2_MOUSE (746) KAENKGMSEVVSEHRKCT CDLKKFKNLFRLEPSSTSESMDCLL SKNRECEK SRCLTKCKTEASAKDSFIE S 888S SNCTSGSSKTNSESTSESH
Q99700_ATX2_HUMAN (776) KAENKGISEVVSEHRKCTCDLKKFKNCFRLCPSSTSESMDELINKNRECEK SRCLTKCKTEESAKLSFT ENSSS—-NCTSGSSKPNSESTSEST
PI820 (1) — CHNREGEKSREL TKLK —— ———— =~ e e

Consensus (779) KATNKGTSFVVSEHRKCTTDLKKFKNCFRLCPSSTSESMDCLI, KNREGEKSRELTKDK E SAKDSFIT SSS  NCTSGSSK NSESTSEST

(592) 592 600 610 620 630 640 650 660 670 683

Q7TQHO_ATX2L _MOUSE (589) LLTSDPMGSPVSSKTESILDEELKVEMAGVGGTEGPEQLPAPCPSOTGSPEVGL T KGEEKEEGFVTECVERSTLNENAREFNPTKEL LSVIE
QBWWM7_ATX2L HUMAN (586) LLTSEPMGSPVSSKTESY SDEECKEPLAESGGTEGPEQFPEPCPSOTGSPEVGL I KGEDEDEGEVAECVERSTLINENAKEFNPTEELLSVNE
pr820 1)-—————-—r—r—————————— CKMREGEKSRDLIFKDK-—""——"—""—"————————————————————

Consensus (592) LLTSDEMGSPVSSKTEST DKELCK PLA GGTEGPER P PCPSQTGSPEVGLIKGLDEDEGEV ECVEKSTLNENAKEFNPTKELLSVNE

mouse 1080-1093 / human 1106-1119 SCA2 1080

(1068) 1068 1080 1090 1100 1110 1120 1130 1140 1150 1161

070305_ATX2_MOUSE(1035) HPHVYSEVIQGNARMMAPEAHACPGLVSSSAACFGAHECTHAMY ACEKLEYNKET SPSFYFAT STGSLACOYAHPNAALHPHTFHEFQESATETG
Q99700_ATX2 HUMAN(1061) HPHVYSEVIQGNARMMAPEFTHACPGLVSSSATCY GAHECTHAMY ACEKLEYNKET SPSFYFAT STGSLACOYAHPNATLHPHT FHEQESATETG
G2 )-——rinn——n—H—r—r—r———————————— CERKLEYNEKETSPSF—————————————————————————————————
Consensus{1068) HPHVYSEFVIQGNARMMAPE HACPGLVSSSE CFGAHECTHAMYACFKLEYMKETSPSFYFAISTGSLACOYARHPMA LHPHTEFHEQESATETG

(747) 747 760 770 780 790 800 510 520 538

Q7TQHO_ATX2L_MOUSE (744) QGKYRGAKGSLPFQRSCOHQFASAFPMMCARARARGEPLVAATPYSSY I PYNPCOFPGOEAMMCPMAHY ESCPVEAPMLESNPRMLT SGSHE
Q8WWM7_ATX2L_HUMAN (741) QGKYRGAKGSLPEQRSCOHQFASAFPMMCAARRAG-FPLVAATPYSSY I PYIPCOF PGQEAMMCPMAHY ESCPVEAPMLGSNPRMLTSGSHE
G527 (1) ——— CEKBPYNKET SPSF———————————— == ———— - — - ————————————

Consensus (747) QGKYRGAKGSLPFQRSCOHQFASAFPMMCARARAR EPLVAATPYSSYIPYNPCOFPGQEAMMCPMAHY FSCPVEAPMLGSNPRMLTSGSHE




Proteintech

Proteintech

Genscript Genscript Pacific Immunology | Group Group
SCA2 280 SCA2 1080 SCA2 790 SCA2 714-1 SCA2 714-2
boosts 8 3 8 4 4
Elisa rabbit 1 A 1:128.000 1:512.000 2213 1:200.000 1: 10.000

Elisa rabbit 2 B 1:64.000 1: 512.000 2214  1:500.000 1: 1,000.000

affinity purified 60 ml 60 ml 25 ml 30 ml 30 mi

amount of antib. 9 ml 6 ml 4.2 ml 6.5 ml 10 ml

conc. of antib. 0.552ug/ul 0.46pug/ul 0.60ug/ul 0.75ug/ul 0.75ug/ul

left over bleeds

30ml final (rab.A)

30ml final (rab.A)

70ml final (rab.2213)

1ml prod.bleed (P2)

1ml prod bleed(P2)

30ml final (rab.B)

30ml final (rab.B)

60ml final (rab.2214)

extended protocol

extended protocol

total boosts

6
amount of antib. 17 mi 29 ml
conc. of antib. 0.60ug/ul 0.60pug/ul

left over bleeds

1ml final bleed

1 ml final bleed




SCA2 antibodies
aa on ATXN2 (mouse) 280 - 293 714 -730 790 - 804
epitope N- ... EKSTESSSGPKREEC CEAKDSRLQDQRQNSPAG CKNREGEKSRDLIKDK
antib. concentration 0.552 pg/pl 0.75ug/ul, 0.6pg/ul(ext.) 0.6ug/pl

conc. for westernblot 0.5 pg/ml 0.5 pg/ml 0.1-0.5 pg/ml
results on westernblot no yes yes
antibody-conc. for IHC 4ug/ml 8ug/mi 9-10ug/ml

IHC staining yes yes no

cereb.staining results
with antibody

staining of Purk.cells
and dentr.spines,
contrast to rest of
tissue

staining of Purk.cells
and dentr.spines,
contrast to rest of
tissue

staining of all tissue
layers, weaker
contrast

antiserum-conc .for
ICH

1:350, 1: 1000 (rb.A)

1:1000 (rb.2)

1:100, 1:350 (rb.2214)

cereb.staining results
with final antiserum

staining of Purk.cells
and dentr.spines,
contrast to rest of
tissue

staining of Purk.cells
and dentr.spines,
contrast to rest of
tissue

staining of Purk.cells
and dentr.spines,
contrast to rest of
tissue




SCA2 714 HEK 293 lysates

SCA2 714 rabbitl 0.5 pug/ml SCA2 714 rabbit 2 0.5 pg/ml

Sec.antib.: donkey anti rabbit  1:7500



SCA 2 790 0.5 ug/ml HEK 293 cells

GFP- GFP- GFP- GFP- pCMV pCMV- pCMV- Cereb. Cereb.

5B WT
lysate lysate

SCA2 SCA2 SCA2 SCA2 -HA SCA2- SCA2-
Q23 Q108 Q23 Q108 control HAQ23 HAQ108




anti-GFP (Chemicon) 1:750 (HEK 293 lysates)

GFP- GFP- GFP- GFP- pCMV pCMV- pCMV- Cereb. Cereb.

SCA2 SCA2 SCA2 SCA2 _HA SCA2- SCA2- 5B WT
Q23 Q108 Q23 Q108 control HAQ23 HAQ108 lysate lysate




SCA2 790 0.5 ug/ml HEK 293 cells sca2-Ggep lysates

Sec.ab
goat anti
rabbit
1:7500




Westernblot SCA2 790 0.1 ug/ml HEK 293 cells

127 -FLAG

O]
< <
T
NI

ol lysate

Sec.antibody: HRP anti rabbit 1:50.000




Olympus - Protocol for Confocal Microscopy - free floating staining

Solutions:

PBS

Triton —PBS(containing 0.05% Triton X-100)

Permeabilization Sol.: 0.2% Triton in PBS, sonicated for 30-60 minutes

Blocking solution: Triton-PBS containing 10% Normal Serum

Primary-and secondary antib. Sol.: Triton PBS containing 5% Normal Serum

Triton-PBS wash buffer : 0.05%Triton PBS containing 1% Normal Serum
(after ab. incubation)

Staining:

1.Wash 4 x 15 mins with PBS on a orbital shaker
2.Permeabilize with 0.2% Triton-PBS for 2 h.

3.Block for 2- 4 h at room temperature or at 37 C.
4.Incubate 15t antib. in 5% serum Triton-PBS for 48 h at 4C.

5.Wash sections 4 x 30mins in 1% Serum wash buffer

6.Incubate 2" antib. in 5% Triton-PBS for 48 h at 4C.

7.Wash sections 4 x 30 mins in 1% Normal Serum wash buffer

8.Add additional 3 x 15 mins wash in PBS to remove serum and Triton.




SCA2 280 on B6 wt

SCA2 280 6ug/mi
Calbindin (mse) 1:600

Cy 2 1:200
Cy3 1.600
Dapi 1:7000




SCA2 280 on B6 wt

SCA2 280 6ug/ul
Calbindin (mse) 1:600
Cy?2 1:200
Cy3 1:600

Dapi 1:7000




SCA2 280 6ug/ul
Calbindin (mse) 1:600
Cy?2 1:200
Cy3 1:600

Dapi 1:7000

SCA2 280 on SCA2 knockout (-/-)



SCA2 280
4ug/mi
Cy2 1:200
on B6 wt

SCA2 280 4ug/ml
Cy2 1:200

on

SCAZ2 knockout (-/-)



SCA2 280 on SCAZ2 kout (-/-)

SCA2 280

4ug/mi

Dy Light 488 rb 1:1700

Dapi

1:10.000




SCA2 280 on SCAZ2 kout (-/-)

SCA2 280

4ug/mi

Dy Light 488 rb 1:1700

Dapi

1:10.000




B6 WT

SCA2 280
4ug/mi
Cy2 1:200

Final bleed
SCA2 280
1: 350

Cy2 1:200

SCA2 280
4ug/mi
Cy2 1:200

Final bleed
SCA2 280
1: 1000

Cy2 1:200



SCA2 280 final bleed
1:900

Dy Light 488 rb 1:1700
Dapi 1:10.000




SCA2 714

8ug/ml
on B6 wt

SCA2 714
8ug/mi
on B6 wt

Final bleed g . % | Final bleed
SCA2 714 L e SCA2 714
on B6 wt K o g - on B6 wt
1: 1000 e - A 1: 1000



SCAZ2 714 on SCA2 kout (-/-)

SCA2 714 Sug/ml
Dy Light 488 rb 1:1700
Dapi 1:10.000



SCA2 790
10ug/ul

Final bleed
SCA2 790
1: 350

Final bleed
SCA2 790
1: 1000



Final bleed SCA2 790 on SCAZ2 kout (-/-)

Final bleed SCA2 790
1:500

Dye light 488 rb 1:1700
Dapi 1:10.000



SCA2-D on 5B (Q58) wt

SCA2-D 10ug/ml
Cy3 1:500




SCA2-GFP- Lysates (HEK 293 cells)




SCA2-GFP- lysates (HEK 293 cells)




SCA2-A (359-371 human/ 330-342 mouse)

(328) 328 340 350 360 370 380 390 400 410 421
070305_ATX2_MOUSE (299) LEKCSDEVVVCFKDTDSSYARRCAFTLSANSA KVNGEHKEKDLEEWCAGELTA SEELE- LENDVSNGWDENLMERYNEENYGVVSTYLSSLSSY
SCA2-A (1) ———————————— ARVNGEHKEKDLE——————————————————————————————————————————————— ———

Q99700_ATX2 HUMAN (328) LFECSDFVVVCEFKDMDSSYAKRLAFTLSAT SAKVIGEHEEEDLEFWEAGELTANEELEALENDY SNGWDENTCMERYNEENY GVVSTYLSSLSSY
Consensus (328) LFKCSDEVVVCEKD DSSYAKRCAFTLSAI SAKVNGENKEEDLEFWCAGELTA EELE LENDVSNGWDENLMERYMEENYGVVSTYLSSLSSY

(186) 186 200 210 220 230 240 250 260 277

SCA2-A (1) ~—————————————————————————————] W NGERRERDLE ———— —— ——————————— —— ———————— —————————————————————
Q7TQHO_ATX2L_MOUSE (184) KESCVLLVHFRNVDENYATKCKFTLCSALAMNSKVNGEHKEKVLQRWEGGDSNSCDYDLESDMSNGWDENEMFKFNEENY GVKTTYLSSLSSY
QBWWM7_ATX2L_HUMAN (186) KESCVMLVHFRNVDFNYATKCKFTLSATAMNSKYNGEHKEKVLQRWEGGDSNSLDYDLESDMSNGWDEN EMFKENEENY GVKTTY LSSLSSY
Consensus (186) KESCVLLVHFRNVDFNYATKCKFTLSAT AMNSKVNGEHKEKV LORWEGGDSN SCDYDLESDMSNGWDEN EMFKFNEENY GVKTTY LSSLSSY

SCA2-B (904-921 human/ 878-893 mouse)

5CA2B (1) —————————— ECVRRSTLNENAREFN—— —— —————————— —— —————— —— —— —— ———— —————————————
Q99700_ATX2_HUMAN (873) HRRGEEVTSQOGVCT SSFACKCERDLREERKLAAECVRKST LNENAKEFNERSE SOFRESTT FT SPRECACPSPSMVGHOC P TPVY TOFVCEARN
070305_ATX2_MOUSE (845) HKRGEEVTSQGVCT SSFACKGEKDLREERKLT TECVRKST LN ENAKEFNERSESQFKESTT FTSPRPCACPSPSMVGHOCEAPVY TOEVCEAEN
Consensus (875) HKRGEEVT SQGVCTSSEACKEEKDLKEEKKE — ECVRKSTLNENAKEFNERSF SQFKESTTETSPRPCACPSPSMVGHQCE PVYTQEVCEAFN

(875) 875 880 550 500 510 520 530 540 550 968

(635) 635 640 650 660 670 680 690 700 710 726

Q7TQHO_ATX2L_MOUSE (632) PSOTGSEPVGLIKGEERBEGEVTECVRKST LNENAKEFNPTRELLSVNKSTSTETSPGPRTHSTPST EVLTAGESGLY SEQYI SYIPCIHMG
QBWWM7_ATX2L_HUMAN (629) PSQTGSEPVGLIKGEDKDEGEVAECVKKSTLNENAKEFNPTKELLSVNKSTSTET SFEGPRTHSTPSI EVLTAGCSGLYSEQYI SYIPCTHNMG
SCA2B (1) ———————————————————— ECVRSTLNENAKEFN ——————————— ——— —— —— ———— ——

Consensus (635) PSQTGSFPVGLIKGLDKDEGEV ECVKKSTLNENAKEFNPTKELLSVNESTSTFTSPGPRTHSTRSI FVLTAGCSGLY SFQYISY IPCTIHMG




SCA2-C  (241-250 human/ 212-221 mouse)

(205) 205 210 220 230 240 250 260 270 280 298
Q99700_ATX2_HUMAN (205) ASEANAESESBSEv ssS8ATAPSEvVRATEGEEREGLGRGRI SNKGLPE ST SEDGT Y ANMRMVET LTS VVGSKCEVCVRNGEIY EGUERTYSE
070305_ATX2_MOUSE (176) FGARFASAAVISASVVENEAAEVASSEANAGGGREGLGRGRISSKGLPGFTISEDGIYANVRMVETLTSVVGSKCEVEVENGGIY EGVFKTYSE

SCA2C (1) —————————— LGRGRNSNKG——————————————————— o ——

Consensus (205} A A A SSBA A AP A  AA AGGGREGLGRGENSNEGLPL TISFDGIYANMEMVHILTSVVGSRCEVCVENGGIYEGVEETYSE

(61) 61 70 80 90 100 110 120 130 140 152
Q7TQHO_ATX2L _MOUSE (61) PAAARGSGLRRGAESILAASAPE-—QHOEREGAVAIGSVRGOITCKGPEQSEVFEGYYNNSRMLEFLTAVVGSTCCVRVKNGTTY EGIFRTL
QBWWM7_ATX2L_HUMAN (61) PVAAAGSGLRRGAEGILAFQFPEPCOHOEREGAAATGSARGRSTGKGPEQSEVEFEGYYNNSRMLEFLTAVVGSTCCVEVENGTTY EGIFKTL
SCA2-C (1) —————————— = LERGRMBNKG—————————————————————————————————————————————

Consensus (61) P ARAGSGLRRGAE ILA PE QHOERFGA ATGSARGQSTGRGPEQSEVEEGVYNNSEMLHFLTAVVGSTCEVEVENGTTY EGIFETL

SCA2-D (867-879 human/ 839-851 mouse)

(827) 827 840 850 860 870 880 890 500 510 920
Q99700_ATX2_HUMAN (827) SRDLIKDKI EPSAKDSEIENSSS-—NCTSGSSKENSPSISPSI LSNT EHKRGPEVTSCEVOTS SPACKOEKCDREEKKDAA EQVRKSTLNENAK
070305_ATX2_MOUSE (797) SRDLIKDKTEASAKDSEIDSSSSSSNCTSGSSKTNSPSI SPEMLSNAEHRRGPEVTSEGVQTS SPACKQERCDREEKKDTT EQVRKSTLNPNAK
L B B I LSNIEHKRGPEY ———————————————————————————————————————

Consensus (827) SRDLIKDK E SAKDSFID SSS MNCTSGSSK NSPSISPSILSNTEHKRGPEVTSQGVQTSSPACKQEKCDKEEKKD —EQVRKSTLNENAK

(615) 615 620 630 640 650 <] 670 630 690 706

1 1 1 1 1
Q7T QHO_ATX2L_MOUSE (612) KVPMAGVGGTEGPEQLPAPCPSQTGSPEVGLIKGDEKEEGFVTEQVKKSTLNPNAKEFNFTKPLLSVNKST STFT SPFGPRTHSTPSI FVLTA
QBWWM7_ATX2L_HUMAN (609) KFPLAFSGGTEGPEQFPFPCPSQTGSPEVGLIKGELKLEGPVAEQVKKSTLNPNAKEFNFTKPLLSVNKSTSTFT SPGPRTHSTPSIFVLTA
SCA2D (1) ~———————————————— ] BN TRHKRGEEV —— —— —————————— —— ——

Consensus (615) ¥ PLA GGTEGPEQ P PCPSQTGSPEVGLIKGDEKELEGEY EQVEKSTLNPMAKEFMETKPLLSVMKSTSTETSPGPRTHSTRSIEVLTA
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