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¥ Mouse Genome
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AAGTACCAAAATAATTACCAAC Al1462015

(437 bp)

TTTGTCTGTAAARATCTGTTTAATAAATATACATCTTAGARGTACCAAAR
TAATTACCAACAAARTACAACATATACAACATT TACARGARGGCGACACA
GACCTTAGTTGGGGGCGACTTTTARGCACATGCCACTGRACACCTGGCTC
TTACATGGGAGGACRCACTGGGCTCACTTACTAGGTCTATGGTGGTTCAR
TCAARAAGCACAATARATARAACGTGGTCCTTTCATTAGGTTCTGGARAAT
CACCTCCCCCUCCCCCRRARARAATCCCACARACRTGARCCT TAAGAGAC
ATTTTCTTTGAAT TTCRGTGATC TGTTTCCCCGGATTTCACAARGACARS
AGCCGAATCACCCCAGTRRAATGCCTGGGTCTAGGCGCTGTGTGGTGTGG
TGCTARGTATACCCTTTCTCATTTTTTTTCTTTTTCT

LOCUS AI462015 437 bp mRNA linear EST 05-MAR-1999

DEFINITION ub69d10.x1 Soares_mammary_gland_NMLMG Mus musculus cDNA clone
IMAGE:1382995 3' similar to gb:M6%043 MAJOR HISTOCOMPATIBILITY COMPLEX
ENHANCER-BINDING PROTEIN (HUMAN);, mRNA sequence.

ACCESSION AK62015

VERSION Al462015.1 GL:4316045
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Figure 3

Al462015 GAPDH

30000

25000

20000

15000 |

10000 |-

Signal Value

5000 -

1 2 3 4 1

[ =]
i
LS

[ ] 1~ Strongly TAUT-expressing DXB11s cell

7] 2— Strongly CSAD-expressing DXBI11s cell

V] 3- Strongly AEl-expressing DXB11s cell

. 4— Strongly MAb2 (anti-glypican 3 antibody)-expressing DXBI1s cell

Figure 4
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D 1- Strongly MAb2 (anti-glypican 3 antibody)-expressing DXB11s cell

. 2—- Strongly MAb2 (anti-glypican 3 antibody)- and TAUT-expressing DXB11s cell
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Figure 5

Al462015
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. 1- Strongly MAb2 (anti-glypican 3 antibody)-expressing DXB11s cell

D 2- Strongly MAb2 (anti-glypican 3 antibody)- and TAUT-expressing DXB11s cell

Figure 6
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D 1- Strongly MADb]1 (anti-IL-6R antibody)-expressing DXB11s cell (Hy-Fish added)

2- Strongly MAb1 (anti-IL-6R antibody)-expressing DXB11s cell (Porcine Lysate added)
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Figure 7
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Figure 9
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M- DNAMW marker { A/HindIl + ¢X174/Haelll )
1-  Strongly TAUT-expressing DXB11s cell

2-  Strongly CSAD-expressing DXB11s cell
3= Strongly MAb2 (anti-glypican 3 antibody)-expressing DXB11s cell
4-  Strongly MAD2 (anti-glypican 3 antibody)- and TAUT-cxpressing DXB11s cell

Figure 12

A part of Hamster Nfkbia mRNA (134 bp)

10 20 30 40 50
agtaccecggatacageagecagotgggecagetgacecgggaaaatettea

60 70 80 90 100
gatgctgceccgagagtygaggatgagaagagetacgacacagagtcagaat

110 120 130
tecacggaggatgagetgocctatgatgactgtgt

TaqMan Probe Set for Hamster Nfkbia mRNA

5/~ cagetgacccgggaaaate T™m 59°C 19%mer
5f - tgactctgtgtegtagetctcete Tm 59°C 24mer

5’ ~ FAM-tcagatgcotgecccgagagtgagga-TAMRA Tm 68°C  24mer
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Figure 13
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1- Strongly TAUT-expressing DXB11s cell

2— Strongly CSAD-expressing DXBI11s cell

3- Strongly MAb2 (anti-glypican 3 antibody)-expressing DXB11s cell
4~ Strongly MAb2 (anti-glypican 3 antibody)- and TAUT-expressing DXB11s cell
Figure 14

ctetggectcgaatggcatggeggacagcetittatatggttaacteegece glittatgactagaaccaatagttittaatgccaaa
tgcactgaaatcccctaatttgcaaagccaaacgccccctatgtgagtaatacggggactttttacccaatttcccaagc’ggaaa
gececctaatacactcatatggeatatgaatcageacggtcatgeactctaatggeggeccatagggactttceacataggog

gegttcaccatticceageataggggtagtaactcaatggcctitacecaagtacatigggteaatgggaggtaagecaatgg

glttticecattactggeaageacactgagtcaaatggpactitccactgggttttgeccaagtacattgggteaatgggagptoa
gecaatgggaaaaacceatigetgecaagtacactgactcaatagggactttecaatggptitttceattgtiggcaageatata

aggtcaatgtgggtgagtcaatagggact‘ttccattgtattctgcccagtacataaggtcaatagggggtgaatcaacaggaaa
gleceattggagecaagtacactgegteaatagggactitecattigggttttpcceagtacataaggteaataggggatgagte

adatgggaaaaacccatiggagecaagtacactgactcaatagpgactiteeattggattttececa gtacataggotcaatagge
gegtgagtcaacaggaaagttccatiggagecaagtacattgagtcaata gggactitccaatgggtittgcceagtacataag
gtcaatgggaggtaagecaatgggtttticecattactggeacgtatactgagteattagggactitecaatgggtittgcccagt

acataaggtcaatagggotoaatcaacaggaaa gicceattggagecaagtacactgagtcaatagggactttecatiggottt
tgcccagtacaaaaggtcaatagggggtgagtcaatgggtttt‘tcccattattggcacgtacataaggtcaataggggtgagtc
attgggﬁtttccagccaatttaattaaaacgccatgtactttcccaccat‘tgacgtcaatgggctattgaaactaatgcaacgtga

cctttaaacggtactttcccatagctgattaatgggaaagtaccgttctcgagccaatacacgtcaatgggaagtgaaagggca
gccaaaacgtaacaccgccccggttttcccctggaaattccataﬁggcacgcattctattggctgagctgcgttctacgtgggt
ataagaggcgcgaccagegteggtacegtegeagtcitg
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Figure 15

Method for Analysis of microRINA Expression
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Figure 16
Highly MAbl-proeducing  Highly MAb1-producing
Highly MAbl-producing and strongly TAUT- and strongly TAUT-
DXBIL cell  pywpyg canl expressing DXB11 cell  expressing DXBII cell
1 2 3 4

1,2,3 — APES40-61 5 oprimer / mRQ 3’ primer
4 — U6 snRNA 5’ primer / mRQ 3’ primer
C)> - microRVA (APES 40-61)

<:| — U6 snRNA
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Figure 17
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Figure 18
B Amount of antibod
MAbI1-producing Highest cell density production '
strain (x10e6 cells/mL) (g/L/14 days)
Strongly APES165-
expressing strain 11.5 £1.7 4.420.6
I ALT1-
Strongly T1 8.9 +1.8 4.0%0.6
expressing strain
Parent strain 4.1 3.4

Shaker fed-batch culture (n=3)

Figure 19

1L-jar fed-batch culture O Strongly APES165-expressing strain 5.3 g/L/12 days 6.0 g/L/14 days

O Strongly ALT1-expressing strain 4.4 g/L/12 days 5.9 g/L/14 days

4 Parent strain 3.2 g/L/N12 days 3.9 g/L/14 days
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Figure 20

Figure 21
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Figure 22

Identification of APES Active Transcript
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Figure 23

Mouse Genome Chromosome : 12

¥SBSHEK S50 [SSE03K  PSRSIASOD GSpSEmK ¥55531 500 Fs5.591 % +5650500
Genes
3840 [4ETE 0B nes  SOHIE 261 HIIE 4BEAE SwM
N 010207.2 L R — e Rt B o R B R e W e NP_OYHIT 2

A——

437

Mus musculus nuclear factor of kappa
light poly peptide gene enhancerin B
cells inhibitor, alpha (Nfkbia), nRNA

. Conserved Sequence (7-91)

nmmwmmmmmmmmmmmmmmmmmm@cm
mo’:rnm'nx;mmmmmmmmmmummmmmmmmmmmmmGmcrrcm
mmmmmmmmmmmmmmmmmmmmmmm TTARGAGAL
mmmmmmmmmmmmmmmmmmmmaxmcmmmxmcmcmm
TGCTAAGTA TACCCT TTC TCATTT TTT TICTTT TICT

AI462015 (437 nucleotides)
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Figure 24

>gb| JHDO1217.1! Queryl on Cricetulus griseus cell line CHO-K1 unplaced genamic scaffold
scaffeld4235, whole genamne shotgun sequence Length=486540 Score = 378 bits (418), Expect = 3e-102
Identities = 352/440 (80%), Caps = 33/440 (7%) Strand=Plus Minus

Query 3 TG TCTGTAMAATCTGTT TAATARATATACATCT TAGAAGTACCAMAATAATTACCAACA 62 (AT462015})

RN N N R RN IR RN RN AR R IR NN R TR NI NIRRT RV IREIRY
Sbjct 385673 TGTCTGTAMMATCIGTT TAATAAATATACATCTTAGALGTACCABAATAATTACCAACA 385614 {CHO-K1 genome)

Query 63 PAATACAACATATACARC A TT TACAAGAAGS CEACACAGACC T TAGT LG BSCBACT TT 122 {AT462015)
RN R RN N R RN NN I A N A RV NI N TR I TR
Shjct 383613 AAATACACCATATACAMATTTACAAGAGEG TAACARPAACE TCAGT COBGAG TGACT— 385556 ((HO-K1 genome)

Query 123 TAARACATGCCACT GAACACCT GEC TCT TACATGRGASGACACACT GEGC TCAC T TACT 182 {(AT462015)
FEETRUD 0P ERIEREEEE 0 ey e ee 10 iy
Sbjct 385555 —AGCACATACCACTCAACHSCTGGT TC~ TACATGTGAGGAC ATROCAGGC TCAGC TACS  38549% ([CHG-KL genome)

Query 183 AGGICTATAZTGG ITCAA TCARAAGCACAAT AMTAANCOTGGT -CC TT TCATTAGSTT 241 {AT462015)
CELTEE THEEE ERIE T e EE Ny v U L o |
Sbjct 385498 MEATCTA- -~ CCGTTCAG TCAMAAGCACART AN TAGAA TG GGTOCC TP TCATCAG- T 385444 {CHO-K1 genome)

Quary 242 CTGEAMATCACCTeCOe et arcoaaan 3aa aTOCCACARMCATGAROS T TAMGAGACA 301 (AT462015)
R I e NN I T R AR N VRN
Sjct 385043 CTCRAAMALCACCICEC- - -~ —— - — - —~AAAACCTCACCMATGTRAGCTTIAMAGACA 385396 (CHO-K1 genome)

Qiery 302 TTTICTTTGAAT T TCAGTGATCT GTT TCC O GEATT TCACAAAGACAACA - ~+ -GCOGA. 357 {AT462015)

VLN Ier o LVER e ey 1y 1l
Sbjot 385355 TTTICTTTGAATTCCAATGATCTGTT TOCOS~-ATTTCACAARPATAACAATCTOCC- -A 385340 {CHO-K1 genome}

Quary 358 TCACCCCAGTRAAATGOC TEIGTC TAGEC G TRTGT G CT G TGG TGCTARG TATA-COCTT 416 (AT462015)

N e e R O IR R TN AR R T RS RN AT A Y
Sojet 385339 TCACCAGAGTAAGATGCT TO3GEGCAGEE ISTGTGUAGT G IGG TACTAMG TATATCCUTT 305280 (CHO-K1 genome)

Query 417 TC-TCAbtttttttettttt 435

v rbetan i
Sbjct 385279 TCTTTCTTTTITTTCTICTT 385260

Figure 25a

5374500 G874 K +35,873,500 |45 873K 1 ISET2500 FISEZK 71 500 FBENK L5050
Genas
HFEE 1065 1579
NIA_OZ0622 2 &35 ERREHER st Sl i R o Y o SN SR e 7T M NP 0ES3601

Human Nfkbia 1562: TGTAAAAATC TGTTTAATAA ATATACATCA TAARAGTACC ARAATAATTA 1511
Hhkkkkkdk khkd Kk hkhkkdkdhk FoAkhkhkd kkd FEk kk kkhhkk ktkkdk kkkkok

Al462015 7: TGTARAAATC TGTTTAATAA ATATACATCT TAGAAGTACC AAAATAATTA 56

1512: CCAACAA-~T ACATTATGTA CACCATTTAC AGGAG 1478
kkk kkhk ok kR kk kb kk kR kR Ak ok kx

57: CCAACAAAAT ACAACATATA CAACATTTAC AAGAA 9l

Mziching = 75/35 (88%)



Figure 25b
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Rat Nikbia 1562: TGTAARAATC TEYTTAATAA ATATACATCT TAGAAGTACC ABRAATAATTA 1511
EEXTERRNELL Shdrtirhrsy FEIXETEFETI,T *tREkkErih kR txrtrwn
ATd62015 7: TGTAAARATC TGITTAATAXL ATATACATLCT TAGARGTACT ARAATAATTA 5§
1512: CCAACARAAAT ACACCATATA CRACATTTALC AACAA 1478
FHAEEXRETETRE AKX EWHEIEE FEELEXEhh TEAEE
57: CCRACARZRAT ACBRACATATA CRACATTTAC AAGRA 91
Matching = $4/35 (992%)
Figure 25¢
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LY, 178 2223
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Chimpanzee Nflkbia 2209; TCTARAAATC TGTTTARTAZ ATATACATCA TAAAACTACC ABAMTARTTA 2158
BAEXXHXAEN TR hthk ek LA 2 X2 o T2 o) TN HrAATRE o eE Rk kR
ATI62015 7: TCTAAAAMATC TGTTTAATAR ATATLCATCT TAGAACTACC ARADTAATTA 56
2155: CTAAC-~RAT ACZTTATGTA CATCATTITAC AGGAGGGTAA C 2121
*x Whx L B 2 22 *® AXh k¥ HrxEFRRE * 2 -
57 : CCARCAMMAT ACARCATATA CAACATTTAC A--AGC-——3X & 91
Matching =7
Figure 25d
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HFEES 1508 2433
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Rhesus monkey Nflbia  1995: TGGAAMAATC TGTTTAATAA ATATACATAA TAAAACTACC ARAATANTTA 19¢4

EE XFXTERRE AEXXRTAETET FRAEAXEXH

Al462015 : TGTARARATC TGTTTAATAR ATATACATCT

CCAMC--2AT ACACTATGTA CACCATTTAC

TRRE N *Ekxr hww *E XX ¥t AeExhuk

: CCAACRRARAT ACARCATATA CARCATTTAC

Matching = 14:35 (87%0)

TR EXRTETE FXXFERAERT

TAGAAGTACC AMAATAATTA

AGAAGGGTAN C 1907

Tk *

--MAG—--2 A 91

58
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Figure 25¢
45,491 500 748,831 K 148470 50 b AN K 146,428 500 AN K 45,423,500 FABAIK +46,427,50
Genes
HFKBtA a5
Mat K31 D45559.1 10 BTN 25 : FHP_ 0036335 .
Cattle Nfkbia 1570: TGTAAAAATC TGTTTAATAA ATATACATCT TARAAGTACC AAAATAATTA 1519
Tk kkkddk kkd ok kdkdkk kkkd A kkdkb kb ok kkkhkkk khddk kb ok
Al462015 7: TGTAARAATC TGTTTAATAA ATATACATCT TAGAAGTACC AAAATARTTA 56

1520: CTGACAAAAT ACACTATGTA CACTATTTAC AGGAGGGGRA 1481
*  kkkdk Ak R kK ok ok ki kA Ak okkwx % ek

57: CCAARCARAAT ACAACATATA CAACATTTAC A-—--- AGAD, 91

Matching = 76/85 (89%)



