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GLOSSARY
sobreviton /serorym | Deserpron
TNNI3 Troponin I (Cardiac muscle)
TNNI1 Troponin I, type 1 (Cardiac slow muscle)
iPSC Induced pluripotent stem cells
CRISPR Clustered regularly interspaced short palindromic repeats
WCB Working Cell Bank
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AIM

The project aims at generating a heterozygous insertion of IRES-H2B-mCherry at the C-terminal

end of the TNNI3 gene in the BIONi010-C wt Induced pluripotent stem cell (iPSC) line. When the

insertion and line has been evaluated, a heterozygous insertion of IRES-d2EGFP at the C-terminal
end of the TNNI1 gene will be carried out resulting in a dual reporter iPSC line.

EXECUTIVE SUMMARY

This report details the generation of a reporter line in the BIONi010-C wt iPSC line containing an
IRES-H2B-mCherry in the C-terminal part of the TNNI3 gene. Furthermore, the TNNI3 reporter line
was used to establish the a dual TNNI3/TNNI1 reporter iPSC line containing an additional IRES-
d2EGFP in the C-terminal part of the TNNI1 gene. The project was carried out upon request of
Pfizer Inc. Primary Pharmacology Group, Groton, CT, USA

Following gene editing and single cell cloning, first a TNNI3 and subsequently a dual TNNI3/TNNI1
iPSC reporter line were successfully isolated. The lines were expanded to cell banks of 10 vials and
characterized for the following analyses: Sterility, Viability/morphology, Mycoplasma testing,
Identity by STR analysis, Genotyping, Karyology (G-banding), Single Nucleotide Polymorphism
(SNP) analysis. 10 vials of each line containing 2-3 million cells each were shipped to Pfizer, US.
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BRIEF PROJECT DESCRIPTION - TNNI3-IRES-MCHERRY REPORTER

The gene TNNI3 encodes the Troponin I (Cardiac muscle) protein which is expressed in mature
cardiomyocytes.

In brief, a homologous donor construct encoding an IRES-H2B-mCherry flanked by homologous
arms matching the C-terminal part of the TNNI3 gene was designed and ordered from GeneArt.
The endofree plasmid was co-nucleofected together with the Cas9 protein and a sgRNA designed to
target the last exon (Exon 7) of the TNNI3 gene after the STOP codon (Figure 1 and Appendix).

CRISPR + homologous
donor construct

|

Figure 1: A single sgRNA and a CRISPR-Cas9 protein was used to insert the reporter in the last
Exon after the STOP codon of the TNNI3 gene.

MAIN SECTION

Gene editing

The wt iPSC line BIONi010-C was nucleofected with CRISPR-Cas9 and edited clones were analyzed
using TNNI3 screening and absence primers (see appendix). Several potential clones were
identified and isolated for further analysis by PCR and sequencing. A TNNI3 reporter clone, hamed
TNNI3-IRES-mCherry reporter cl. 84-4, was sequence verified and subjected to further single cell
cloning to ensure the purity before expansion and banking in 15 vials.

QC of TNNI3-IRES-mCherry reporter cl. 84-4

Following banking of 15 vials, a single vial of each line was thawed and the following QC analyses
were performed:

1) Sterility, Viability Test and Morphology
2) Identity by STR Analysis

3) Mycoplasma Test

4) Sequencing Analysis

5) Karyology by G-Banding
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Sterility Test

1 ml of the supernatant from the BIONi010-C TNNI3 reporter line was transferred to 10 mL of LB
medium without antibiotics. After 48 hours incubation in a 37°C shaker, the LB medium was still
clean, indicating that no bacterial contamination was present in the bank.

Viability Test and Morphology

Survival of the BIONiO10-C TNNI3 reporter line and typical iPSC morphology was confirmed by
microscope analysis 1 day after thawing in 2 wells of a 6-well dish (Figure 2).

Figure 2: Microscope analyses was carried out 1 day after thawing in 2 wells of a 6-well dish.

Mycoplasma Test

A mycoplasma test by PCR revealed that no mycoplasma contamination was present in the culture
of the TNNI3 reporter line (Figure 3).

Figure 3: Mycoplasma test for the TNNI3 reporter cl. 84-4
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Identity by STR Analysis

17.06.2021

To confirm the correct identity of the gene-edited clone, an STR analysis was carried out on the
TNNI3 reporter line after banking, which was identical to the original BIONi010-C wt iPSC line

(Table 1)

Table 1: STR analysis of TNNI3 reporter clone

TNNI3-IRES-mCherry
BIONi010-C reporter cl. 84-4
Marker Allele 1 Allele 2 Allele 1 Allele 2
AMEL X Y X Y
CSF1PO 10 12 10 12
D13S317 11 12 11 12
D16S539 10 12 10 12
D18S51 13 16 13 16
D19S433 13 14.2 13 14.2
D21S11 28 32.2 28 32.2
D2S1338 22 23 22 23
D3S1358 15 16 15 16
D5S818 11 13 11 13
D7S820 9 11 9 11
D8S1179 13 14 13 14
FGA 21 24 21 24
THO1 9.3 9,3
TPOX 8 11 11
vWA 17 17
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PCR and Sequencing

PCR and Sequencing analysis confirmed that the TNNI3-IRES-mCherry reporter cl. 84-4 contained
both the IRES and the mCherry in one allele, as well as an intact wt allele (Figure 4).

DaImcCharms DAT Fw

TNNI3 cl. 84-4 sequencing validation of IRES sequence

Clat
BspDI Blpt HindITT

cct 6GOAGACT TanrscAcrsAﬁmsumaAsvmccﬁcAAGAAAAAernoAsAGcrsAﬁccIIcc1cvcclAcwccccrucccrowsmrsscccrsAﬁGAAnAAr.cncrcrcwmcmnag(gnct

qgagglccVYT'uG(( CTCCACCOTCTOACEOCOTTCTTOTAGCTACOTOACTCACCTTACCTCCCO000TTCTTTTTCARACTCTCOACTCOOAAGOACOOAT ACOOOOACOAOACTCCTECCOBOACTECTTATTTCOAAGAGAGACTCOAE 'V!ciclgi

= an——— ]
1 10 It 0
i Asn Ar Lys & sp Als Leu Ser Gy Met Giu Gy

5
ys Lz Phe Giu Ser

A Urs

vove: || [

Abgned Sequences: -
driginal Sequence  [«[7][»] cct GGGAGACTGOCG! TCOGATGCACTGAGTGOAATGOAGGGCCGCAAGAAAAAGTTTGAGAGCTOAGCCTTCCTOCCTACTGCCCCTOCCCTOAGGAGOOCCCTOAGGAATAAAGCTTCTCTCTGAGCTOAAagtgact
¥ TNNI3 d 84-4-A4 Iv_2021 @= cCT TGGGAGACT TCOATGCACTGAGTGBAATGOAGGOCCECAAGAAAAAGTTTGAGAGCTOAGCCTTCCTOCCTACTOCCCCTGCCCTOAGBAGGGCCCTGAGBAATAAAGCTTCTCTCTAGCTGAAAGTGACT

¥ TNNI3 d 84-4-DA1 fw_20; = CCTCCA

=m

w0

TNNI3 cl. 84-4 sequencing validation of mCherry sequence

Exon 7

Exon

,_220 " 225

s s 230 P, 235 .
Aln Glu Giy Arg His Ser Thr Gly Gly Met Aso Glu Leu

T lys

TNNI3 right homology arm

Agned Sequences -
Original Sequence | [] »| CACCATCGTGGAACAGT T TGTACAAATGAGAATAAAGCTTCTCTCTGAGCTGAAgLgactccatgtotatt e t gcaggtygggete
¥ TNNI3 mChenry_2021011 == CACCATCGTGGAACAGT T TGTACAAATGAGAATAAAGCTTCTCTCTGAGCTGAAAGTGACTCCATETCTATT TTA T TGCAGGTGGEGCTC

=41

Original Sequence | ¢|[] s et TOOGAOACT ACATCOATOCACTOAGTOOAATOOAGOGCCOCAAGAAAAAGTTTOABAGETOAGCCTTCCTOCETACTOCCECTOCCCTOAGOAGGOCCCTOAGBAATAAAGCTTCTCTCTOAGCTOAARggacte
¥ TNNID 0 B4-4-AA 1v_2021 @= CTCCAGGAAAACCOGGAGOTGOOAGACTGOCOCAAGAACATCOATGCACTOAGTGOAATOOAGGOCCOCAAGAAAAAGTTTGAGAGCTOAGCCTTCCTOCCTACTOCCCCTOCCCTOAGOAGGOCCCTOAGOAATAAAGCTTCTCTCTGAGCTOAAAGTOACT

Figure 4: PCR and sequencing analysis of the TNNI3 reporter. Sequencing showed a 100% match
with the expected sequence.
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Karyotype

The Karyotype of the TNNI3 reporter line was investigated by a conventional G-banding analysis.
The analysis revealed a normal male karyotype (46, XY) (Figure 5 and appendix).
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Figure 5: G-banding karyotype analysis revealed a normal male karyotype (46, XY).
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BRIEF PROJECT DESCRIPTION - BION1010-C-55

The gene TNNI1 encodes the Troponin I, type 1 protein (Cardiac slow muscle) expressed in mature
cardiomyocytes.

In brief, a homologous donor construct encoding an IRES-d2EGFP flanked by homologous arms
matching the C-terminal part of the TNNI1 gene was designed and ordered from GeneArt. The
endofree double stranded plasmid was nucleofected together with the Cas9 protein and an sgRNA
designed to target the 3’UTR of TNNI1 (Figure 6 and Appendix).

CRISPR + homologous
donor construct

|

Figure 6: A single sgRNA and a CRISPR-Cas9 protein was used to insert the reporter in the 3° UTR
of the TNNI1 gene.

MAIN SECTION

Gene editing

The iPSC line TNNI3-IRES-mCherry reporter cl. 84-4 described above was used for establishment
of the dual TNNI3/1 reporter. The line was thawed and nucleofected using CRISPR-Cas9 and edited
clones were analyzed using TNNI screening and absence primers (see appendix). Several potential
clones were identified and isolated for further analysis by PCR and sequencing. A single TNNI1
reporter clone, named BIONi010-C-55 (dual TNNI3/TNNI1 reporter cl. 74) was sequence verified
before expansion and banking in 50 vials.

QC of BIONi010-C-55 dual reporter
Following banking, a single vial was thawed and the following QC analyses were performed:

6) Sterility, Viability Test and Morphology

7) Identity by STR Analysis

8) Mycoplasma Test

9) Sequencing Analysis

10) Karyology by G-Banding

11) High Resolution Karyotype (SNP) using ddPCR (StemGenomics)
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Sterility Test

1 ml of the supernatant from the BIONi010-C-55 dual reporter line was transferred to 10 mL of LB
medium without antibiotics. After 48 hours incubation in a 37°C shaker, the LB medium was still
clean, indicating that no bacterial contamination was present in the bank.

Viability Test and Morphology

Survival of the BIONi010-C-55 dual reporter line and typical iPSC morphology was confirmed by
microscope analysis 1 day after thawing in 2 wells of a 6-well dish (Figure 7).

Figure 7: Microscope analyses was carried out 1 day after thawing in 2 wells of a 6-well dish.

Mycoplasma Test

A mycoplasma test by PCR revealed that no mycoplasma contamination was present in the culture
of the BIONi010-C-55 dual reporter line (Figure 8).

Figure 8: Mycoplasma test for BIONi010-C-55 dual reporter
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Identity by STR Analysis

17.06.2021

To confirm the correct identity of the gene-edited clone, an STR analysis was carried out on the
BIONi010-C-55 dual reporter line after banking, which was identical to the original BIONi010-C wt
iPSC line (Table 1)

Table 2: STR analysis of BIONi010-C-55 dual reporter

BIONi010-C-55 (dual
TNNI3/TNNI1 reporter
BIONi010-C cl. 74)
Marker Allele 1 Allele 2 Allele 1 Allele 2
AMEL X Y X Y
CSF1PO 10 12 10 12
D13S317 11 12 11 12
D16S539 10 12 10 12
D18S51 13 16 13 16
D19S433 13 14.2 13 14.2
D21S11 28 32.2 28 32.2
D251338 22 23 22 23
D3S1358 15 16 15 16
D5S818 11 13 11 13
D7S820 9 11 9 11
D8S1179 13 14 13 14
FGA 21 24 21 24
THO1 9.3 9.3
TPOX 8 11 8 11
VWA 17 17
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PCR and Sequencing

PCR and Sequencing analysis confirmed that the BIONi010-C-55 dual reporter contained both the
IRES-mCherry as well as an intact wt allele in TNNI3 and the IRES-d2EGFP as well as an intact wt
allele in TNNI1 (Figure 9).

THHI3A

THHi 1 @C
BIOHiD10-55
20210617

THHI3 primer RGS

Al

BIONi010-C-55 dual reporter sequencing of TNNI3-IRES-mCherry at the 5’ end

Bsu36l Acit
GGCCOCAAGAAAAAGTTTGAGAGCTOAGCCTTCCTOCCTACTOCCCETOCCCT T TAACGTTACTGOCCOAAGCCGCTTGOAAT TOTGCOTTTGTCTATATOTTATITTCCACCATATTGCCOTCTTTTO0
CCGCGTTCTTTTTCAAACTCTCOACTCGGAAGGACGGATGACGGGGACGEGACTCCTCCCGGBACTCGGCGG6GGG6GGATTGCAATGACCEOCTTCOGCGAACCTTATTCCGGCCACACGCAAACAGATATACAATAAAAGGTGGTATAACGGCAGAAARACT
TNNI3 left homolog 0 TRES.
More: CRISPR 1
Algned Sequences .
riginal Sequence | «|[](»] GGCCOCAAGAAAAAGTTTGAGAGCTOAGCCTTCCTOCCTACTOCCCCTOCCCT T TAACGTTACT TTGGAAT. TGTGCOTTTGTCTATATGTTATTTTCCACCATATTGCCETCTTTTGO)

TNNI3 DAL IRES Rv_2021 #= GGCCGCAAGAAAAAGTTTGAGAGCTGAGCCTTCCTGCCTACTGCCCCTBCCCTBAGGAGGGCCCTGABCCGCCCCCCCCCTAACGTTACTGGCCGAAGT

L) oottt b

BIONi010-C-55 dual reporter sequencing of TNNI3-IRES-mCherry at the 3’ end

CTTGGAATAAGGCCGGTGTGCOTTTGTCTATATGTTATTTTCCACCATATTGCCGTCTTTTGY)

Wt A

AhdI Pasl
AGCTBOACATCACCAGCEACAACGAGBACTACACCATCETGEAACABTAC ABBCABA ATGBACBAGCTBTACAAATGAGAATAAAGCTTCTCTCTBABCTGARAgtgactccatgtctattaccoaggget taggeag
[CBACCTETAGTBOTCGETETTECTCCTGATETGOTAGCACETTOTCATOCTCTCTCOBCTTCCOTCTGTETCOTGTCCOCCTTACCTGETCOACATGTTTACTCTTATTTCGAAGAGAGACTCGACTTtcactgaggtacagatantgggtcccgaatcgte
Exon 7
Exon
L 210 215 220 225 230 235
5 Tie Thr Ser His Asn Glu Asp Tyr The lle Val Glu Gin Tyr Gl Arg Ala Glu Gy A Fis Ser Thr Gy Met Asp Glu Lev Tyr ys B
Codan opt. mChe: R TNNI3right homologyarm |
Move: [ mChemy Tseqfv |
slgred sequences -

riginal Sequence  [«|[](»] \OCTEOACATCACCABCCACAACGAGBACTACACCATCETGOAACABTACGAGABAGCCOARBOCABACACAGCACABGCOOAATOOACEABCTETACAAATGAGAATAAAGCTTCTCTCTOAGCTEARAgtgactccatgtctattacceagygcttaggeag

CAGCACAGBCGBAATGBACBAGCTBTACAAATGAGAATAAAGCTTCTCTCTBAGCTBAAAGTGACTCCATETCTATTAL

GBAACABTACGAGAGABCCBAABGCABA

ﬂﬁf\ .‘ll‘lﬂl Iﬂﬂn ﬂ"A 'll'fhll‘. "'\ﬂ !M ﬂﬂ)f\ il

[* TNNI3 DAZ_20210604_09 == AGCTGEACATCACCABCCACAACGAGBACTACACCA

BIONi010-C-55 dual reporter wild-type TNNI3 sequencing

Clal
BspDI Blpt HindITt

JARAACCGEGAGBGTOGBAGACTOOCOCAAGAACATCOATOCACTGAGTBGAATGOAGGGLCECAAGARAAAGTTTGABAGCTGAGCCTTCCTGECTACTECCCCTBCCCTOAGBAGOGCCCTOAGGAATAAAGETTCTCTCTBAGCTBARAGT aCteCatgtel

TTTTEGCCCTCCACCETCTOACCBCOTTCTTETABCTACGTBACTCACCTTACCTCCCOGEOTTCTTTTTCAAACTCTCOACTCOGAAGBACOGATBACBAGGACGECACTCCTCCCBGOACTCCTTATTTCOAAGAGAGACTCOACTTtcactgaggtacag:

TNNLS leR homology arm 2 T
Exon
1 s 15 20
Gl Asn Arg Glu Vol Gly Ass Tip Arg Lys Asn Tie Asp Ala Leu Ser Gly Mei Giu Gy g lys (ys Lys Phe Giu Ser @
C-terminal R CRISPR
wove: |4
Aigred sequences -

riginal Sequence | «|[][+] /AAAACCOEGAGGTOGBAGACTGECOCAAGAACATCOATOCACTOAGTGOAATG0ACOGCCOCAAGARAAAGTTTEAGAGCT GAGECTTCETGLCTACTGECECTBCECTOAGBAGBOCCETGABGAATARAGETTCTCTCTOAGCTOARAGEgACtecATgte!

[* THA3 AA_20210604_090 = |AAAACCOGGAGETGOBABACTGOCOCAAGA

=1 v

[ THNI3 AA_20210615_101 *= AAAACCOBGAGGTGOBAGACTGECOCAAGAACATCOATGCACTGABTEBAATGOAGGGCCOCAAGAAAAAGTTTBABAGCTGAGCCTTCCTGCCTACTECCCCTOCCCTBABBABGGCCCTOAGBAATAAAGCTTCTCTCTBAGCTOAAAGTGACTCCATGTET

ol Al

cus

L L m\aﬂc
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BIONi010-C-55 dual reporter sequencing of TNNI1-IRES-d2EGFP at the 5’ end

‘mr

g:auengneu.:g“uun-|“:u‘n:en-.u|q:.:ceucnan.c:g.:ceu.:cer.uu:nc|u.:gguqnnccqucgquunggc:gngq:gnzgxuunnunuuucuunnccq:nnzgquuqq.gqg:ce”n

cq:gtg:cnqgggcecztqa:uccgna:qg-guacagqgngzcceggcggqugqggnzg:u:g-ccggu:cggcg--ccuuu:gqc:ac-:gca--cag-uu:-auuaggtqguua:qgcagn--ccgmcuccc:w;cu
..

o Shemdeayam
FggatgtecOalel
CRISPR 1
oee: [ [0
A seauences -
briginal Sequence (4[] »] facacacaggtecccqugaactgatggettgectettigtacctacagoccegecccceecctancgtract gete ggtgtgcgtttgtctatatgrtattttecaccata treggeas cegga:
[F THNI1 DA1_20210604_0 = 1GCACACAGGTCCCCOBGAACTOATAGCTTTOCETCTTTATCCCTAC, TAACGTTACT! TTEGAATA GTGCOTTTBTCTATATGTTATTTTCCACCATATTGCEGTCTTTTGGCAATGTBAGGECEEGGAL

TAACGTTACT! COCTTEGAATA BTGCOTTTOTCTATATGTTATTTTGCACCATATTOCCGTCTTTTOGCAATGTGAGGECECGEA/

BIONi010-C-55 dual reporter sequencing of TNNI1-IRES-d2EGFP at the 3’ end

TOTACAAGAAGETG TCCCACCTGAGGTGHA T BCCTATOAGCTOT! CTOBCAT! ATCCTOCCOECTET AGAATCAATGTGTAACABCTTGCTETGCTOCOCTCTOAGCTC

ACATGTTCTTCOACAGEATGCCOAAGBETABACTCCACCTTCTTATCCTOCTACCGTABOACO0ATACTCOACACOOGTTCTCABACCATACCTETCTETAGOACEOCEGACACOATCOCOETCTTAGT TACACATTATCAAACGACACBACGCEABACTCOAG
s . |

Tyr Lys Ly Leu Ser Wi Gy Fhe Pro Pro Giu val Glu Gl Gin Asp Asp Gy Thr

Teu Pro Wet Eer Als Gin Glu_Ser Gly Wet Asp Ao W

Tz asn val

o [ Low cRE
T
DE TETACAAGAAGCTG TCCCACCTGAGET T GCCTATGABCTGT CTGHCAT! ATCCTGCCGCCTHT AGAATCAATGTGTAACABCTTGCTETGCTGCGCTCTGAGCTC)
[© TNNI1 DA2 EGFP Seq_20; = BCCTATGABCTGT! ET}!BEIT TCCTGCCGCCTHT GAATCAATGTGTAACAGCTTGCTEGTGCTEGCGLTCTGAGCTC
595 bsses =

GCCTATGAGCTGT! CTGBCAT! ATCCTGCCACCTOTS AGAATCAATGTGTAACAGCTTGCTGTGLTECGLTCTGAGETE

BIONi010-C-55 dual reporter wild-type TNNI1 sequencing

tntgctuuggtngtc-“g.nuzgcguquuc."tccccg“nc:gngg:uxgcctcrnutccc:-c-gucwcnocvnmcvucocvcmucvccrncvrcuocvn:vvcvccAAcccAacvcAcchccrcvcmccmmvcwul

tecat taagt atg ttgac T T

TT000TCOAGTOAGTGOAGAGACOOACACAGACE

] L
Low CRE Low CRE
A
Py TRES-EGFP.
999t gtcCOGTCGAACGACALG)
BSpo) Sveimcay CRISPR 1
Joriginal Sequence  [<|[7][3] itatgctgt tcat tgatggctttgectotttgtccctacagbCCAGCTTOCTOTGCTOCOCTCTOAGCTCCTOCTTCATOCTTCTTCTCCAACCCAGCTCACTCACCTCTCTOCCTOTOTCTO0/

[* TNNI1 AA Rv_20210610_ = | TGTGCTGTAGGTAAGTCAGGGAT TCATGCOCTOCACACAGOTCCCCOEOAACTGATGOCTTTOCCTCTTTGTCCCTACAGBCCAGCTTOCTGTOCTGCOCTCTGAGCTCCTECTTCATOCTTCTTCTCCAACCCAGCTCACTCACCTCTCTOCCTOTOTCTGG,

Figure 9: PCR and sequencing analysis of the BIONi010-C-55 dual reporter showed a 100% match
with the expected sequences.
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Karyotype

The Karyotype of the BIONi010-C-55 dual reporter line was investigated by a conventional G-
banding analysis. The analysis revealed a normal male karyotype (46, XY) (Figure 10 and
appendix).
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Figure 10: G-banding karyotype analysis revealed a normal male karyotype (46, XY).
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High Resolution Karyotype Analyses

Single nucleotide polymorphisms (SNP) was analyzed using digital droplet PCR detection of the 24
most common SNP’s in iPSC’s (Stemgenomics). The dual reporter BIONi010-C-55 did not show any

abnormalities (Figure 11).

stemgenomics

cell integrity

iCS5-digital™ PSC test report

CONTACT PERSON

Mame: Bjgrm Halss | Phane: 4545160888 -
INSTITUTION / COMPANY

Hame: Bioneer 4/5

Address: Kogle Alle 2- DK-2970 Hoershobm- Denmark

PURCHASE DRDER [DATE) REMAINING TEST
| PO972 (9/20/2020) - QUOTZ10423-1 (/23/2021) | 0-46
TEST DATE CONTROL VALIDATION
| June 0, 2021 | Normal DMA control for the 24 probes: Passed

SUMMARY OF THE DETECTED COPY NUMEBER VARIATIONS
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Copy number values:

e e : o oo ;
oo [N | | |
Loss Trand to loss Nommal Trend to gain Gain

SUMMARY OF THE DETECTED COPY NUMEBER VARIATIONS

CHROMOSOME | 1p | 1g | 2q | 3p| 4q| Sgq| 6| 7p| Tq| Bg| 9q|1lp|1Zp|13q|1dq |15q|16q |17p|17q (18g | 19p | 20q | 22q| Xp

BIONICA0-C-55
COPY NUMBER VARIATION

BIONID10-C-55
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4
£:
-
E e e 1w 2!15 A gge 20 g 2.13 1ar 200 2;5 205 g 205 ygn 208 1.'3 1em 20
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o
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¥
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Pl=tform Manager

Figure 11: High resolution karyotype revealed a normal SNP profile in the BIONi010-C-55 dual

reporter.
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CONCLUSION

One TNNI3-mCherry reporter and one TNNI3-mCherry/TNNI1-EGFP dual reporter were successfully
established in the BIONi010-C wt iPSC line using CRISPR-Cas9 technology. The cells were banked
and QC’ed in detail and the QC results were all normal. 10 vials of each of the iPSC lines were
shipped to Pfizer Inc. Primary Pharmacology Group, Groton, CT, USA. Furthermore, 30 vials of
BIONi010-C-55 will be shipped and deposited at EBiSC2.
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APPENDIX

Gene editing strategy of TNNI3 and TNNI1

Alignment of TNNI mRNA with corresponding chromosomal region showing how the CRISPR'’s are

designed to target the last part of Exon 7. Screening and absence primers are also indicated.

Overview of TNNI3 gene and placement of Crispr in the last Exon 7 after the STOP codon

gaagtgcatgagggggacaggaagtgcatgagggagacaggaagtgcatggggaaaattggcagggattatcttgaaaagacaggaagtgctecagaactagatacttaggcatccagggtagagtggccccacaggetggagggaagacagggattctt
¢ 1 L i i ¢ t L i + 1 1 ' i ' h

cttcacgtactccccctgtccttcacgtactccctctgtccttcacgtaccccttttaaccgtccctaatagaacttttctgtccttcacgaggtcttgatctatgaatccgtaggtcccatctcaccggggtgtccgacctcccttctgtccctaagaa

TNNI3 left homolog

Clal
BspDI ‘Bln]

gagagactggagaccaagaagagaccctaacctctgactcatcgccatcctccagGAAAAGCGEEAGBTGEGAGACTGGCECAAGAACATCGATGCACTGAGTGGAATGGAGGGCCGCAAGAAAAAGT TTEBAGAGCTGAGCCTTCCTGCCTACTGCCECT

ctctctgacctctggttcttctctgggattggagactgagtagcggtaggaggtcDTTTTGGDDDTD[}ADDDTGTGADDGDGTTDTTGTAGDTADGTGA[‘,TDADDTTADDTG[‘.DGGDGTTDTTTTTDAAADTDTDGAOTDGGAAGGADGGATGADGGGGA
- TNNI3 left homolog
—_

Gl g cl e Gy A T Ay b e AcoNA Leu St cly e Gl Gy g s s s e Cli s @

HindIIT
GCCCTGAGGAGGGCCCTGAGGAATAAAGCTTCTCTCTGAGCTGAAagtgactccatgtctattacccagggcttaggcaggagacagatgggaagactgcaggtggggctccccz:aaagccacacagz:aggttggggaccagatgggtctcccatgtgaa

t t t
DGGGADTDDT[‘.DDGGGADTCCTTATTTDGAAGAGAGADTDGADTTtCactgaggtacagataatgggtcccgaatccgtcctctgtctacccttctgacgtccaccccgagggggtttcggtgtgtcgtccaacccctggtctacccagagggtacactt

g4 TNNI3 left homolog TNNI3 right homolog >
__
AfiIT

gcactcttggctgtgttattgaaaagaatcccggggttcatgaatttggagagcggagctttgtttcttaagaagcggatcacaacctgaagaccagaagcatggcttcttgccaaaaaacaaaagcaggcactttaagggagggaagggcaaggcagga

cgtgagaaccga:a:aataacttttcttagggccccaagtacttaaacctctcgc:tcgaaa:aaagaattcttcgcctagtgttgga:tt:tggtcttcgtaccgaagaacggttttttgttttcgtccgtgaaattccctcc:ttcccgttccgt:ct
< TNNI3 right homolog

5760

5020

6080

6240

Overview of TNNI3 homologous donor reporter construct

Sphl (1157)
BamHI (1244)
Agel (:250) PuuTl (1841) Xmal (2143)
(737) Kpnl BsaWl Bsgl (1857) TspML
(284) Bsu361 (733) Acc651 BsiEl (1255) Alel (1905) Smal (2145)
(210) Clat (443) Avrit (641) Mmel (#35) BmgBI HincIl (1067) Miscl (1293) BseYT (1702 MslT BsrBI (2166)
BspDI (403) BsrDI (637) Bmerl (782) Pail Afel (1125) EcoRI (1305) Stul (1488) PspF1 (1706) Ahdl (2007) AfIIL (2180)
(0) Start a71) Plol* | (315) AdT (s08) Pmil || (753) Apall Tsol (1175) BssSal (1350) BSIEIT (1559) AMNI (1769) Past (z019) | End (z273)
T o0 oo oo
TNNL left homology arm | TRES. el Codonoptmchemy 0 TNNI3 right arm homology
|__Exon ]
Kozak Kozak Exon
C-terminal end
TNNI3_IRES_H2B_mCherry with optimized mCherry.pdf
2273 bo
(5951) Clal (se91) Agal
BspDI AdIT (6056) PmiT (6349) saWT BsiET (6956) AR (7521)
b 000! 5001 70001 75001 80001 fee
TNMIZ DA1/AA Fw TNNI3 AA Ry
Exon
[ e A Codonoptmchey 2
TNNIZ left homolagy arm TNNIZ right homology arm
]
Ceterminal  CRISPR 1 TNNI3 DA1 IRES Rv Kozak Kozak TNNI3 DA2 mCherry Fw
TNNI3 resulting gene edting
o e Custers 738 b
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Overview of TNNI1 gene and placement of Crispr in the 3'UTR

TNNIL W
gaagggcatgttgaagg

gaagggcatgttgaagggetgatggtgeaacagaageatggaggtgggaattaagcagceacagagtageatggcaaggctaggtaagagctgagggcegeagtgtggaggageggtgtgaggggteccaaaaggggageaactgtgeecgagggecgag
1 4 i ' + + 1 P 1 i ' + 1
t t t t t t t t t t t t 1

ctteccgtacaacttcccgactaccacgttgtottcgtacctecacccttaattegtoggtgtcteategtacegttccgatecattetegacteccggegteacacetoctegecacactocccagggttttcccctegttgacacgggcteccggete

>

aagctgaggttttgtaggageecttatgaatgaagatccagteeggggtgegetagggetgagaagecetggggactgeatgtgetgtaggtaagtcagggattcatgegetgeacacaggtcecegggaactgatggetttgectetttgteectacag
+ P 4 4 1 + 4 ' 1 P 1 i ' + 4 1
t t t t 1 t t t t t t t t t t 1

ttcgactccaaaacatcctcgggaatacttacttetaggtcaggceccacgcgateccgactottcgggacccetgacgtacacgacatecatteagtecctaagtacgegacgtgtgtecaggggcccttgactaccgaaacggagaaacagggatgte

>

gggatgtc

CRISPR 1

GCCAGCTTGCTGTGCTGCGCTCTBAGCTCCTGCTTCATGCTTCTTCTCCAACCCAGCTCACTCACCTCTCTGCCTGTGTCTGBAGCATCCCTTCECACCTCTCCCCCACTTCTTCCCTCCAGCCTGCATGCCETCCTCTGGAACTGBGATTAAACAGATA
v ! Y y f | ! I v ! ! y ' v ! f

t t t t 1 t t 1 t t t t 1 t t 1
CGOTCGAACGACACGACGCGAGACTCGAGGACGAAGTACGAAGAAGAGGTTGOGTCGAGTGAGTGGAGAGACGBACACAGACCTCGTAGGGAAGGGT TGAAGA, TCGGACGTAC CTTGACCCTAATTTGTCTAT

"

5 homology arm
= =
Low CRE Low CRE
A
IRES-EGFP

CGGTCGAACGACACG]

CRISPR 1

CCCAAGAGGCAGBAAAAACGCGAGTETCTGAAGACCTCACCCTGECAGGGTGEGCTTCTATCCACCCATGAGGCACCTGGGGCTTCTCAGCCACCCCOTGGTGTAACAAGTGOAGGAGGAGGAGGEGGTGAGAACACCTTTCCTCCAGCCCTETECCACA
N n N ' ! ’ N ’ n ! ' ! f
t t t 1 t t t t t t 1 t 1

GGETTCTCCGTCCTTTTTGCGCTCACAGACTTCTEGAGTGGBACCGTCCCACCCGAAGATAGGTGGGTACTCCETGGACCCCBAAGAGTCGGTGEGECACCACATTGTTCACCTCCTCCTCCTCCCCCACTCTTGTGGAAAGGAGETCGGGACACEETGT

CTCCTTCTATGTGTGTACAGTGTCCACAGGCATCACAGCTTCTTCATTAAAAAGCCAGTTTCCTGGTCATTTCTGCAGCTCTOACTGTGAGECCTGAGAAGAAAGGGAAGACTTGGGGCTTGGOAAGAGAGGGCTETECTGGGCTCCAGTCACCCTETCT
h ’ n h f h h | f n h f h h H

GAGGAAGATACACACATGTCACAGGTGTCCGTAGTGTGGAAGAAGTAATTTTTGGGTCAAAGGACCAGTAAAGACGTCGAGACTGACACTCGGBACTCTTCTTTCCCTTCTGAACCCCGAACCCTTCTCTCCCGACACGACCCGAGBTCAGTGEGACAGA

CTTTCCCTTCTGAACCCCGA]
TNNIL AA

|- Cutters (Monredundant) |

Overview of TNNI1 homologous donor reporter construct

(655) Dralll
(641) Mmel
(631) Aarl
(a43) Avell BfuAL (762) peil
e BspMI | | (765) ApaLl
Banil (soe) Pmit | | | (74s) Pt
(405) PspOMI Bsahl | (737) Konl
(403) BSrDL (s34) Ball | (733) AccSl EDEE — ey
(51) BseBl (315 Adt | (562) MSPAIL | (634) Smil (1080) Btsar E,g;gg'ﬂ_g,wl BSLAPT (1656) “g};,g*’;;g,)
(85) Btsal (291 .. 304) CRISPR 1 \||(s04) Xmm1 (626 705) IRES-F (855) Neal (1047) BssSal (1576] BsrGI | Banll (1738) Dralll
0 start ko oany i e | ‘ i nIanL {res) Bmost | (588 BtoZT |m1= aen a9} Taall ‘ Mmel (1782) End (2012)
| ] L A
2 Too 500 oo
(S hamologyam > IRES
d2EGFP
|
FUTR Kozak
I
Low CRE | Low cRe
Low CRE
TNNI1 homology construct with IRES-Kozak-d2EGFP rev 010221
2012b0
(12.721 .. 12.740) TNNI1 DAL IRES_Rv
(12,616 . 12.635) TNNIL DAL IRES 360 RY | gorat (y5,076)
(12497} Adt TNNIL DA2 Seq_Rv (14.231 .. 14.250)
(12.473 .. 12.488) CRISPR 1 TNNIL DAZ/AA_Rv (14.313 .. 14.332)
(12.285 .. 12.304) TNNI1 DAL Seq Fw | | zrar t19.465)
= (12158 .. 12.177) TNNT1 DAL/AA Fw AT (14.467) ECoRV (17.224) salt (5,625
start ) Pact (2860) onn Sy | GRon oo sae ‘ '\ [/ e sz el (37.454) x ahory d Gm3om
L I
5000 10.000! N " 15.000] 20.000]
1 1 | 1 0 L} || | e w
SUTR Exon Exon Exon  Exon Exon Exon Exon
|
SUTR c-tarminal d26GFP 3 homology arm
5' homology arm
|
Kozak Low CRE
gDNA TNNI1

20.359 bp
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GeneArt reporter plasmids

invitrogen

Quality Assurance Documentation by Thermo Fisher Scientific
ProjectlD: 2020ABHEWP ConstructlD: 20ACZMJP

Gene Name: THNI3_IRES_H2B_mCher Gene Size: 2273 bp

Designation: E.coli K12 DH10B™ T1R Vector Backbone: pME-RQ (KanR)
Manufacturing Date: 14 September 2020 Cluantity: ~5 pg Plasmid DMNA
Product Description: The synthefic gene TNNI3_IRES_H2ZB_mCher was assembled from synthetic

oligonucleotides andfor PCR products. The fragment was inserted into pMEK-
RQ (KanR). The plasmid DNA was purified from transformed bacteria and
concentration determined by UY spectroscopy. The final construct was venfied
by sequencing. The sequence identity within the insertion sites was 100%. 5 pg
of the plasmid preparation were vacuum dried for shipping.

Product Handling: The delivered DNA amounts are indicated on the individual tube labels.
Centrifuge tubes prior to opening. Do not store vacuum dried DNA for a
prolonged time. Add an appropriate amount of distilled water or 10 mM Tris-
HCI (pH 8.5) and incubate for 1 hour at room temperature (opfionally followed
by an overnight incubation at 4°C). Resuspend DMA by gently pipetting up and
down a couple of times. If not to be used immediately, resuspended DNA
should be stored at -20°C or -80°C. Storing as aliquots helps to reduce
unfavorable freeze-thaw cycles. We recommend sequence verification after
each subcloning respectively transformation step.

. T
Plasmid Map: Kant '

POACZMJIP_TNMI3_IRES
H2B_mCher_pME-RQ (Kank)
4551 bp

Sod E1 arigin —
~THNHI3_IRES_HZB_miher

angzend) -

Data Handling: If you have subscribed to our convenient service to deliver all Quality Assurance
Documentation (QAD) for your GeneArt orders electronically through Thermo
E E Fisher Cloud, please follow this link to access your information:
#ﬁ _h htips/fapps thermofisher. com/apps/geneari-qa. Aliematively, you can scan the

QR code.

If you have not subscribed to this service, the QAD can be found on the CD
included in your shipment. The QAD includes a gb file containing the full vector
information, a .fas file for your insert seguence only and if applicable, your
ordered raw sequencing data.

xRS

=
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invitrogen

Quality Assurance Documentation by Thermo Fisher Scientific
ProjectlD: 2021AANACP ConstructlD: 21AASIAP

Gene Name: TNNI_IRES_dZEGFP Gene Size: 2012 bp

Designation: E.coli K12 OmniMAX™ 2 T1R Vector Backbone: pMA-T

Manufacturing Date: 9 February 2021 Quantity: ~5 pg Plasmid DNA
Product Description: The synthetic gene TNNI1_IRES_dZEGFF was assembled from synthefic

oligonucleotides andior PCR products. The fragment was inserted into pMA-T.
The plasmid DMNA was purified from transformed hacteria and concentration
determined by UV spectroscopy. The final construct was verified by
seguencing. The sequence identity within the insertion sites was 100%. 5 pg of
the plasmid preparation were vacuum dried for shipping.

Product Handling: The delivered DNA amounts are indicated on the individual tube labels.
Centrifuge tubes prior to opening. Do not store vacuum dried DMA for a
prolonged time. Add an appropriate amount of distilled water or 10 mM Tris-
HCI (pH 8.5) and incubate for 1 hour at room temperature (opticnally followed
by an overnight incubation at 4°C). Resuspend DNA by gently pipetting up and
down a couple of times. If not to be used immediately, resuspended DNA
should be stored at -20°C or -80°C. Storing as aliquots helps to reduce
unfavorable freeze-thaw cycles. We recommend sequence verification after
each subcloning respectively transformation step.

4 T 0]
¢

Plasmid Map: o L
Pk ]~

AmpR -~ 4

F1AASIAR_THNH_RES_d2EGFF_nMA-T
30 ep

-~ THMI1_IRES_dZEGFP
Cal E1 arigin -

s

Data Handling: If you have subscribed fo our convenient service fo deliver all Quality Assurance
Documentation (QAD) for your GeneArt orders electronically through Thermo
E E Fisher Cloud, please follow this link to access your information:
#ﬁ - hitps-fapps thermofisher com/appsigensar-gqa. Altemnatively, you can scan the

QR code.

If you have not subscribed to this service, the QAD can be found on the CD
included in your shipment. The QAD includes a .gb file containing the full vector
information, a fas file for your insert sequence only and if applicable, your
ordered raw sequencing data.

e 4

=
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Crispr-Cas9 gene editing protocol
Mikkel Rasmussen 10.10.2020

Project: Generation of a dual reporter iPSC line (Pfizer #10514)
Cells and culture conditions: BIONi010-C P27 iPSC line in mTeSR+/Matrigel without P/S

Day 0: Cas9 Protein nucleofection:

1. Place required amount of culture medium (mTesR) at RT and add 1:100 Revitacell.

2. Add 1 ml Matrigel (diluted 1:25 in cold DMEM/F12) pr. 2 wells of a 6-well dish pr.
nucleofection. Incubate for min. 30 min at 37°C.

3. Prepare sgRNA’s by diluting synthetic sgRNA’s to 100uM in duplex buffer (IDT; e.g. 20l to
2nmol).

4. Mix RNP complex by adding the following in a 1.5 ml Eppendorf tube and incubate at RT for
15 min:

a. 2 ul sgRNA (100uM) + 2 pl Cas9 protein

5. Accutase cells for 10 min at 37°C. Transfer to 15 ml Falcon tube containing 1:3 culture
medium

6. Count and spin down 1x10° cells pr. nucleofection at 120g for 5 min.

7. Suck off medium and resuspend cells gently in 100 ul P3 solution (82 pl P3 buffer and 18 pl
supplement) pr. nucleofection.

8. Add the following to the RNP mixes from step 4 just prior to nucleofection:

a. 5yl endofree donor plasmid (1 pg/ul)

9. Transfer 100ul cells in P3 solution to the Eppendorf tube with the first RNP mix, resuspend
briefly up and down and transfer to tubes containing the RNP complex and further to the
nucleofection cuvette without bubbles. Repeat the process for the next
reaction/nucleofection.

10. Nucleofect cells using program CA167

11. Immediately add 500 pl RT culture medium (mTeSR) without P/S + 1:100 Revitacell and
incubate for 5-10 min at 37°C while preparing culture dishes.

12. Suck off Matrigel from the 6-cm dishe and add 1,5 ml RT culture medium without P/S +
1:100 Revitacell to the upper wells only.

13. Transfer the nucleofected cells to the upper well of the 6-well dish, resuspend gently and
transfer 1 ml to the lower wells (1:1 dilution).

Day 1: Change culture medium without Revitacell. Change medium every or every second day.

Day 5: When the cells are around 80% confluent, Accutase treat and split 250.000 cells from the
upper well in a new 6-well with 1:100 Revitacell and place in the low O2 incubator for 2-3 days for
single cell sorting. Spin down the remaining cells for QC lysis and PCR validation.

When confluent, EDTA split the lower well and freeze in 2 vials as a backup.

Day 7: Perform sorting of single cells into Matrigel-coated 96-well dishes in 50 culture medium +
1:100 P/S containing 1:10 CloneR using the Cytena f.sight dispenser.

Day 14: Change the medium to 200pl culture medium + 1:100 P/S without CloneR. Replace
culture medium every 2" or 3™ day.

D21: When colonies cover a good part of the wells, replica plate the 96-well dish with EDTA.
Transfer half of the cells for DNA purification and the rest to a new Matrigel-coated 96-well dish
with culture medium + P/S. Spin down the PCR plate and proceed with PCR screening and
sequencing in the DNA lab to detect gene edited clones.

D28: When positive clones are identified by PCR and sequencing, EDTA treat and transfer
individual clones to a well in a Matrigel 6-well dish for subsequent expansion and banking.
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Karyotype reports

&= Universitatsklinikum
~———  Tubingen

Institut fir Medizinische Genetik und
Angewandte Genomik

Arztlicher Direktor
Prof. Dr. med. Olaf RieR

Irsttut K Medizinische Genetik und Angewsscte Genomik

CalwerstraRle 7 - 72076 Ntingen Med, Versorgungszentrum des UKT
Fachgebiet Medizinische Genenk

Dr. rer. nat. Benjamin Schmid Hoppe-Seyler-StraRe 3

Universitat Kopenhagen

72076 Tubingen
Bloneer A/S nge
xogle Alle 2
DK-2870 Horsholm
.{g‘
Seite Lvon 1
Report of chromosome analysis
- Patient: ZELLSEDIMENT, Bioneer date of report: 26.01.2021
case number (e number)  SEDK210006 {20202836)
specimen received: foated IFSC arrival date: 2101.2021
description: Zelllinien-Charakterisierung - TNNI3 cl§4-4 P10 14-01-2021 bms, P10, m, 10551, BMS, 20.01.21

Dear Dear Dr. Schmid,

we got the above mentioned fixated cell suspension for chromosome analysis. After preparation of the fixated cells, banding and
evaluation we found the following

Karyotype (ISCN 2016): 46,XY
conclusion: normal male karyotype

Humangenetic interpretation:
Chromosome analysis revealed a normal male karyotype. :::,':':::‘
Up to the reached banding quality there Is no hint for a numerical or structural Banding quaiity

abnormality (variable single cell abnormalities will not be reported). o of banding
Trecta wariant

§ag~=

Limitations:

Very smali aberrations (e.g. microdeletions) 3s well as low level mosaicism might not be detected. Molecular genetic changes (DNA
level) can not be diagnosed by karyotyping.

General directions:

Please find more Information concerning cytogenetic analyses, imdication, withdrawing of blood or other probes and
shipment/malling In www.uni-tuebingen de/Klinische_Genetik/de/d-cytogenetik html.

The use of theses results for scientific or other reasons needs authorizaton of cur institute,

Thank you very much for sending the sample. For today we remain with kindest regards
With kind regards,

Prof. Dr. med. O, RieR Or. med. U. Mau-Holzmann

MLt n Cytog

Cytogenetische Diagnostik: Ted : +49 7071 25-72304 oder -72305 | Fax: +49 7071 25.4433

Universitdtskinbkues Tabingen Aufsichrset Banken

Anstalt des offerdliches Rechts, Stz Jubngen Ulrich Steistach (Vorsazerder| Eaden Wirmtembergache Nank Stuttgart:
Stever-Nr. 26156/09802 Vorstang (BLZ 600 501 01] Komto-Nr. 7477 5037 93
USe. ID: DE 145 889 674 Prof De Michae! Barmbaryg (Vorstamrder| IBAN: DE 41 5005 0101 7477 5037 93
Geissweg 3 Gabritie Sonntag (SRedv. vorytende) EIC (SWIFT-Code): SOLADESTRO0

72076 Tukingen Pred De Karl Ulrich Bartz-Schmidt Kroispatkesse Tutingen:

Tl +45 2071 250 Pred Do Bere Pichler (8LZ 541 500 20| Komto-Nr. 14 144
wWwwmedizinuni tueingen de Klaus Tischler AN DL 79 6415 0020 0000 0141 84

BIC (SWIFT-Code): SOLADESITUR
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Antlicher Direktor
Prof. Dr. med. Olaf RieR
MVZ/insoaut hor Genetk und
Calwerstraie 7+ 72076 Tubingrs Med. Versorgungszentrum des UKT
Fachgebiet Medizinische Genetik
Dv, rer, nat. Benjamin Schmid Ho,
. ppe-Seyler-StraBe 3
U.nimmat Kopenhagen 72076 Tabingen
Bioneer A/S
Kogle Alle 2 .
DX-2870 Horsholm [=
BeZ
Seite 1won1
Report of chromosome analysis ;
Patient: ZELLSEDIMENT, Bionear date of report: 14.06.2021
case number (file number):  SEDI-210059 (20202836}
specimen received: fixated iPSC arrival date: 28,05.2021
description: Zelllinien-Charakterisierung - BIONi010-C-55 iPSC P18 Karyo 20.05.2021 RGS, BIONi010-C-55 iPSC Karyo

20.05.2021 RGS, P18, m, 10551, RGS, 26.05.2021

Dear Dear Dr. Schmid,

we got the above mentioned fixated cell suspension for chromosome analysis. After preparation of the fixated cells, banding and
evaluation we found the following

Karyotype (ISCN 2020):  46,XY

conclusion: normal male karyotype

Humangenetic interpretation: £
CUTIed metIgnItes

Chrom lysi led 3 | male karyotype. :vmwuwm .

Up to the reached banding quality there is no hint for a numerical or structural  songeg sy 350

abnormality (variable single cell abnormalities will not be reported). Type of bandieg 616
Wrctued wenam nose

Limitations:

Very small aberrations (e.g. microdeletions) as well as low level mosaicism might not be detected. Molecular genetic changes (DNA
level) can not be diagnosed by karyotyping.

General directions:

Please find more Information concerning cytogenetic analyses, indication, withdrawing of blood or other probes and
shipment/mailing in www.uni-tuebingen.de/Klinische_Genetik/de/d-cytogenetik.html.

The use of theses results for sclentific or other reasons needs authorization of our institute.

Thank you very much for sending the sample. For today we remain with kindest regards

With kind regards,

Prof. Dr. med. O, Rief Dr, med. U. Mau-Hol:mann
Facharet for Humangenetik Fachar2tin fur Humangenetik
Instrtutsdirekton Qberdranin Cytegenetik

Cytogenetische Diagnostik; Tel.: +49 7071 29-72304 oder -72305 | Fax: +49 7071 29-4433

Universititsilinikem Tobingen Aufsichtsrat Banken

Anstalt cos Ofentichen Rechey, Sitz Tubmges Ulrich Steinbach (Varsitnender| Baden Wirnembergiuche Bank Stutgare:
. Steuer-Nc 86156/09302 Vorstand (BLZ 600 501 O1) Komio-Nre. 7477 5037 9%

USL.1D: DE 146 883 674 Prof. Or. Michacd Bamberg (Vorsitiender| 1BAN: DE 41 6005 0101 7477 5037 53

Geissweg 3 Gabriele Sonetag (Stellr, Vorsaoende ) BIC (SWWT-Code): SOLADESTEDD

72076 Tebingen Prof. Or. Karl Ulrich Bartz-Schmidt Kressparkasse Tobingen:

Tel, +43 7071250 Prof. O Bernd Pichier (BLZ 641 500 20§ Konto-Nr. 14 144

wwwaediiauni-teebingen.de Waus Tischler 1BAN: DE 73 6415 0020 0000 0141 &2

02 (SWFT-Cade): SOLADESITUR
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