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1. Luciferase gene carrying an intron (from human B-globin)
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Figure S1. Luciferase gene carrying an intron (from human B-globin) including an aberrant splice
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site (705). Untreated cells result in non-expression of Luciferase, whereas blocking the aberrant splice

site via PNA conjugation leads to splice correction and restoration of luciferase expression.

2. RT-PCR analysis of the corrected luciferase mRNA
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Figure S2. RT-PCR splice correction analysis of the luciferase gene carrying an intron including an
aberrant splice site (705). Blocking the aberrant splice site via PNA conjugation leads to splice
correction and restoration of luciferase expression. PNA antisense activity when conjugated to: A) 6-
aminohexanoic acid (Ahxg, 4653) and the guanidino (Ghxg, 4680) Dab dendron. B) 6-
guanidinohexanoic acid Dab dendron (Ghxg, 4680) and an analogous linear (D-Arg)s-CPP (2787). C)
Dab-dendron conjugates differing at the terminal carbon chain length, guanidinopentanoic acid
(Gpng, 4779), guanidinohexanoic acid (Ghxg, 4680), guanidinoheptanoic acid (Ghps, 4780) and
guanidinooctanoic acid (Gocg, 4758). D) Dab-dendron conjugates differing by the number of terminal
amino groups: Ghxg (4680), Ghxy (5066), Ghx,, (5054) and Ghx (4912). E) Dab dendron conjugates
modified with fatty acids of different length and with different ratios such as octanoic acid (Oc1, 4934
and Oc2, 4925) and decanoic acid (Decl, 4939 and Dec2, 4926). F) Dab-dendron conjugates
containing different aromatic moieties such as quinolinecarboxylic acid (Quing, 5171), naphthoic acid

(Naphg, 5172), phenylacetic acid (Phen A.g, 5173) or phenylalanine (Pheg, 4965).



3. PNA antisense activity when conjugated to dendrons containing 8-amino-3,6-
dioxaoctanoic acid (eg)
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Figure S3. Comparison of the PNA antisense activity when bounded to dendrons containing eg in
different positions: Gegs(4936), Ghxs-egs(5124) and Gegs-Pheg (4963). A) Representation of ligands
structure. B) Luciferase assay. C) ATP toxicity assay. Data are expressed as mean % SD (n=4; Student’s t

test *P < 0.05, **P< 0.01). p-values are indicated as compared to the corresponding Ghx; data.



4. Cooperative enhancement effects
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Figure S4. Study of the mismatch MM,-asPNA (4 switched base pairs) antisense activity both when

bounded to Ghxg and Pheg dendrons. Additionally, we study the increasing concentration effect of MM,-

asPNA upon non-mismatch asPNA. A) Luciferase and B) toxicity assay for Pheg-MM, (5501) effect on Ghxg

(4680). C) Luciferase and D) toxicity assay for Pheg-MM, (5502) effect on Pheg(4965). E) Luciferase and F)

toxicity assay for Ghxg-MM, (5501) effect on Pheg (4965). G) Luciferase and H) toxicity assay for Ghxg-

MM, (5502) effect on Ghxg (4680). Data are expressed as mean * SD (n=4).



5. Relative Mean Fluorescence Intensity
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Figure S5. Relative Mean Fluorescence Intensity extracted from confocal microscopy images of
Hela-pLuc cells treated with 1 uM Ghxs-AF568 (5267) after 5, 10,30 min and 1, 2, 3, 4 and 24h
incubation time. Data are expressed as mean * SD (n=4; Student’s t test *P < 0.05, **P< 0.01). p-values

are indicated as compared to the 24h data.

1. Thermal stability (Tm) of the Dab dendron-PNA-DNA duplexes

Table S1. Thermal stability (Tm) of PNA-DNA duplex.

No. Name Sequence®? Tm (2C)*f
2389 Naked asPNA® H-CCT CTT ACC TCA GTT ACA-NH, 69
3380 MM, Naked asPNA® H-CCT CAG ACCTCA TTT ACA-NH, 44
4680 Ghx, H-Ghxg-(Dab),-(Dab),-Dab-asPNA 76
4758 Goc, H-Gocg-(Dab) ,-(Dab),-Dab-asPNA 74
4965 Pheg H-Ghxg-Pheg-(Dab),-(Dab),-(Dab),-Dab-asPNA 73
4926 Dec, H-Ghxg-(Dab),-(Dab),/(Dec),-(Dab),-Dab-asPNA 76
5051 Ghx;-MM, H-Ghxg-(Dab),-(Dab),-Dab-MM,asPNA 53

*Antisense PNA (asPNA), PNAs targeting splicing correction of mutated luciferase gene in the
b
Hela pLuc705 cells. Mis-match asPNA (MM asPNA), asPNA with two. “The sequences of the
d
PNAs are written from N-terminal to C-terminal end. Abbreviations: Guanidinhexanoic acid

(Ghx), guanidinooctanoic acid (Goc), decanoic acid (Dec), Phenylalanine (Phen). eMelting
temperatures (accuracy +/-1 °C) of duplexes were measured in 10mM sodium phosphate (pH

‘
7.0) containing 0.1 mM EDTA, 100m M NaCl. Sense DNA sequence, 5’-TGT AAC TGA GGT AAG
AGG-3'.



2. Characterization

Crude product of all different DAB dendron were purified by RP-HPLC. Afterwards,
purified fractions were characterized by MALDI-TOF MS and RP-HPLC. MALDI-TOF
MS offers information about the mass of the product and RP-HPLC offers information
about the purity. SPPS allows accurate control of the synthesis procedure and as
consequence of the products structure. Therefore, these two characterization techniques

offer enough information even if information on the actual structure is limited.

Analytical HPLC programs:

100-60-A 100-0-A-400

Time Flow | %A %B Time | Flow | %A %B°
0 0,8 0 100 0 0,8 0 100
30 0,8 40 0 2 0,8 0 100
40 0,8 100 0 32 0,8 100 0
45 0,8 100 0 35 0,8 100 0
50 0,8 0 100 40 0,8 0 100
60 0,8 0 100 55 0,8 0 100

C18 column
%A 95% milliQ water, 5% Acetonitrile, 0,01% TFA
%B?%: 95% Acetonitrile, 5% milliQ water, 0,01% TFA



- (D-Arg)s (2787)
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Analytical RP-HPLC trace of 2787. Tg = 17.7 min (program: 100_60_A, 40 min, A = 260 nm)



PNA4653 fr 3 Mw=6371.65

Ahxg (4653)

Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 110, Blanked, P.Ext. @ 4000 (bin 85)
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SAMPLE INFORMATION
Sample Name: PMNA4653 fr 3
Injection Volume: 20.00 ul
Run Time: 40.0 Minutes
Processing Method purity peak
Channel Name: 260nm
Acq. Method Set: 100 60 A
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Analytical RP-HPLC trace of 4653. Tz = 18.0 min (program: 100_60_A, 40 min, A = 260 nm)
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- Ghxg (4680)

PNA 4680 G2 fr3/2 Mw=6711.21
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 110, Blanked, P.Ext. @ 4000 (bin 85)
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Analytical RP-HPLC trace of 4680. Tz = 19.9 min (program: 100_60_A, 40 min, A = 260 nm)
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- Gocg (4758)

PNA4758 fré Mw=6934

Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
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MALDI-TOF MS spectrum of 4758. Mass calc./found 6934/6932

Analytical RP-HPLC trace of 4758. Tz = 30.7 min (program: 100_60_A, 40 min, A = 260 nm)
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- Gpng(4779)

PNA 4779 fr3/3 Mw=6599.21
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 110, Blanked, P.Ext. @ 4000 (bin 85)
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MALDI-TOF MS spectrum of 4779. Mass calc./found 6599/6604
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Analytical RP-HPLC trace of 4779. Tz = 18.8 min (program: 100_60_A, 40 min, A = 260 nm)
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PNA 4780 r3/3 Mw=6823,21
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 110, Blanked, P.Ext. @ 4000 (bin 85)
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Analytical RP-HPLC trace of 4780. Tz = 21.4 min (program: 100_60_A, 40 min, A = 260 nm)
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- GhX15 (4912)

PNA4912 fr3.2 Mw=8757
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 120, Blanked, P.Ext. @ 4000 (bin 85)
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Analytical RP-HPLC trace of 4912. Tz = 20.9 min (program: 100_60_A, 40 min, A = 260 nm)
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Oc, (4934)

PNA4934 fr=6/2 Mw=6955

Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 120, Blanked, P.Ext. @ 4000 (bin 85)
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Analytical RP-HPLC trace of 4934. Tz = 22.8 min (program: 100_60_A, 40 min, A = 260 nm)
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- Dec; (4939)

PNA4939 fr=3 Mw=6983

Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
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Analytical RP-HPLC trace of 4939. Tz = 24.2 min (program: 100_60_A, 40 min, A = 260 nm)
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- Oc;, (4925)

PNA4925 fr=2 Mw=7178 _ _
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
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MALDI-TOF MS spectrum of 4925. Mass calc./found 7178/7161
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Analytical RP-HPLC trace of 4925. Tz = 26.00 min (program: 100_60_A, 40 min, A = 260 nm)
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Dec, (4926)

PNA4926 fr2/2 Mw=7220
2.5 mV[sum= 248 mV] Profiles 1-100 Smooth Av 5 -Baseline 150
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SAMPLE INFORMATION

Sample Name: PNA4926 fr2/2

Injection Volume:  20.00 ul

Run Time: 40.0 Minutes

Processing Method purity peak
Channel Name: 260nm
Acq. Method Set: 100 60 A

Peak Results

Retention Time

{min) Height

Area

% Area

29379 | 167875

2064863

100.00 ‘

e —_
5.00

“z000  asee  asoeo | asoo

LETw,

Analytical RP-HPLC trace of 4926. Tz = 29.4 min (program: 100_60_A, 40 min, A = 260 nm)
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Intens. [a.u]

Gegs (4936)

1 PNA4936 fr5 Mw=6368

300
_ 6974.148

250
i 3483.230
_ 3483.230

200 -

150

100
I T T
1000 2000 3000 4000 5000 6000 7000 8000 9000

MALDI-TOF MS spectrum of 4936. Mass calc./found 6968/6974

AU

0.140

0.130

0120

0.110

0.100

0.080

0.080

0.070

0.080

0.050

0.040

0.030

0.020

0.010

0.000~

SAMPLE INFORMATION

18544

Sample Name: PNA4936 fr5
Injection Volume: 20.00 ul

Run Time: 40.0 Minutes
Processing Method purity peak
Channel Name: 260nm

Acq. Method Set: 100 60 A

Peak Results

Retention Time

(min) Height | Area | % Area

19.544 | 136479 [ 2390121 | 100.00

" I |
4.00 6.00 8.00 1000 1200 14 00 16.00 18.00 2000

Minutes

gty
3200 34 00

R R
3600

Analytical RP-HPLC trace of 4936. Tz = 19.5 min (Program 100_60_A, 40 min, A = 260 nm)
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AU

Intens. [a.u]

MALDI-TOF MS spectrum of 4963. Mass calc./found 8148/8155

400

Gegs-Pheg (4963)

PNA4963 fr3 Mw=8148

4071.160
28 .10

bt st

8154.741
£lag.ral

2000 3000 4000

6000

5000

7000

‘8000

————
9000 miz

0.384

0.36+

0.34+

0.32+

0.30+

0.28

0.26+

0.24+

0.224

0.20+

0.18+

0.164

014+

0.12+

0.10+

0.08

0.06+

0.04+

0.0249

0.00

SAMPLE INFORMATION
Sample Name: PNA4963 fr3
Injection Volume: 20.00 ul
Run Time: 40.0 Minutes
Processing Method purity peak
Channel Name: 260nm
Acq. Method Set: 100 60 A

Peak Results

Retention Time
(min)

Height

Area

% Area

27.151

375335

4755601

100.00

Ly ET=<

\
|

|
|
\
I
|I
|l

-

|
\
\

"200 ' 400 800 800 1000 1200 1400 1600 1800 2000

Minutes

T e T e e T L o B B B TN AL A B B
2200 2400 28600 2800 3000 3200 3400 3800 3800

Analytical RP-HPLC trace of 4963. Tz = 27.1 min (Program 100_60_A, 40 min, A = 260 nm)
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Pheng (4965)

PNA4965 fr=6/2 Mw=7889
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 120, Blanked, P.Ext. @ 4000 (bin 85)
1.3 mV[sum= 128 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

%Int.

100]
90.

8

3938 46(r

1084}

7893.16(r230}

7902.30{r217}

7886 8] {r209)

2000 4000

mz

6000

8000

MALDI-TOF MS spectrum of 4965. Mass calc./found 7889/7893

10000

1.10+

28002

107 SAMPLE INFORMATION
090+ Sample Name: PNA4965 fr=6/2
Injection Volume: 20.00 ul
0.80 Run Time: 40.0 Minutes
Processing Method purity peak
Channel Name: 260nm
0707 Acg. Method Set: 100 60 A
- 0o Peak Results
080 ""“‘;:':.I':]“"* Height | Area | % Area
1 28.002 | 1089463 | 11301077 | 100.00
0.40-
030+
0.20
|
0.10 |
|
X Ju
000 200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 3400 3600 3800

Minutes

4000

Analytical RP-HPLC trace of 4965. Tg = 31.0 min (Program 100_60_A, 40 min, A = 260 nm)

-22-



- Gth-MM1 (5051)

PNAS051 fr=6 Mw=6711

Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)

%Int. 15 mV[sum= 1535 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

6725.78{r122}

% |
3353.11(1311}

3367.06(r153} ,
204036.13(r255} I

10_042. {r101} |'\
i N S P j,./M\'/"\

T L T T v T T

2000 4000 6000 8000

MALDI-TOF MS spectrum of 5051. Mass calc./found 6711/6725

10000

1.00 ;E
[-R-1 2 1
o SAMPLE INFORMATION
O as
e Sample Name: PMNAS051 fr=6
Injection Volume: 20.00 ul
o Run Time: 40.0 Minutes
o.70 Processing Method purity peak
Channel Name: 260nm
oo Acg. Method Set: 100 60 A
0.0
- Peak Results
2 e Retention Time | ;ohe | Area | % Area
{min)
o.48 1 19.767 | 1022509 | 9997336 100.00
O 40
-1 2
-1 2
o 20
o118
0.10
[ N1 2
©.00 —
°°% sbo ~ ~  “salee’  asleo’ o'ac”’ as'oa’ 3c'oa “as'oo

Analytical RP-HPLC trace of 5051 Tz = 19.8 min (Program 100_60_A, 40 min, A = 260 nm)
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- Ghxs, (5054)

PNA5054 fr=4 Mw=7847
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
%Int. 13 mV[sum= 1278 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

- 7845.24{r328}
100 ‘

901 ‘
801 ‘
704 ‘
60
3922.53(1762)
50
407
301

20+

Ay
0 . ! . . . SAMN

2000 ‘ 4000  e000 8000 " ‘o000
m/z

MALDI-TOF MS spectrum of 5054. Mass calc./found 7847/7845

o
H
029

o.ec SAMPLE INFORMATION

0.0 Sample Name: PNAS5054 fr=4
Injection Volume: 20.00 ul

ose Run Time: 40.0 Minutes
Processing Method purity peak

o= Channel Name: 260nm

Acg. Method Set: 100 60 A

Peak Results

0.40 —
= Ratentlc_bn Time Height Area % Area
{min)
0.3s
1 20289 774110 | 7725635 | 100.00
o.30
o.2s
o.20
0.1
|
©.10
o.0s
©.00
eoo  s&bo ' igeo  asee ' =zoo '  =asee  soee a3seo 4c.00

AMinutes

Analytical RP-HPLC trace of 5054. Tz = 20.3 min (program: 100_60_A, 40 min, A = 260 nm)
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- Pheg-MM; (5055)

B
& 1 3938.080
» 1500 —r
c -
g
E 1 PNAS5055 fr3 Mw=7889
i 7890.922
7890.922
1250 4
1000
750
500
] i
250 Lkl
4 niftl J‘i’u I [
1 i I Wil
0...
' ‘20l00' o ‘30100' o ‘4QI)0I o |50|00' o IS&)O' o K7OI00I n VSOIOOY o '90I00'

MALDI-TOF MS spectrum of 5055. Mass calc./found 7889/7891

e SAMPLE INFORMATION
. Sample Name: PNASO055 fr=3
] Injection Volume: 20.00 ul
240 Run Time: 40.0 Minutes
2201 Processing Method purity peak
] Channel Name: 260nm
2.00{ Acqg. Method Set: 100 60 A

| Peak Resuilts
1.80| Retention Time
{ {(min)

1.40] 1 28872

Height Area % Area

50325440

100.00

3678740

oo = seo = iweee | isee = =2oeo = =z2s800

Analytical RP-HPLC trace of 5055 T = 28.9 min (Program 100_60_A, 40 min, A = 260 nm)
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- Ghxe (5066)

PNASQOG6E fr=3 Mw=7080
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
%Int. 20 mV[sum= 1985 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

; 7081.60({r292}
100

- w

8

70 {

3530.79{r755}

8 8 .5 8 38

-
o

7305.83(r288)
|

o
o

2000 4000 " 8000 " 8000 10000

MALDI-TOF MS spectrum of 5066. Mass calc./found 7080/7082

1.30-]
R
1.20 e
9
1.10+
SAMPLE INFORMATION
o Sample Name:  PNAS5066 fr=3
Injection Volume: 20.00 ul
0.90] Run Time: 40.0 Minutes
Processing Method purity peak
0.80-} Channel Name: 260nm
Acq. Method Set: 100 60 A
0.70 Peak Results
= Retention Time .
2 L eo] (min) Height Area % Area
1 19.983 | 1252053 | 10477910 | 100.00
0.50-
0.40 ‘
0.30
0.20-] |
0.10-] | ‘
3
0 ‘r pay
T T T T T T T T T T T T T T T T T T T
0.00 200 4.00 6.00 8.00 10.00 1200 14.00 18.00 18.00 2000 2200 2400 2600 2800 3000 3200 3400 3600 3800 4000

Minutes

Analytical RP-HPLC trace of 5066. Tz = 20.0 min (program: 100_60_A, 40 min, A = 260 nm)
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- Ghxg- €gs (5124)

PNAS5124 fr3 Mw=7876
Shimadzu Biotech Axima Assurance 2.8.5.20090305. Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
%Int. 1.5 mV[sum= 145 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

i 7888 69{r425)
100

90
80+ i

704 ’

40
30
201
10 |

2000 4000 6000 8000 10000
mz

MALDI-TOF MS spectrum of 5124. Mass calc./found 7876/7889

—21001

SAMPLE INFORMATION

ez  Sample Name: PNA5124 fr3
ose] Injection Volume: 20.00 ul
! Run Time: 40.0 Minutes
! Processing Method purity peak
022] Channel Name: 260nm

5 Acg. Method Set:  100_60_A

Peak Results

Retention Time
{min)

1 21.007 | 291643 | 5516949 | 100.00

Height Area % Area

Analytical RP-HPLC trace of 5124. Tz = 21.0 min (Program 100_60_A, 40 min, A = 260 nm)

-27-



- Quing (5171)

5
o PNA5171 fr5 Mw=8756
4 5000
5 i
= 4373.397
4373397
1 8760.665
4000
3000
2000
1000
G_
o ™ W\ w e o

miz

MALDI-TOF MS spectrum of 5171. Mass calc./found 8756/8761

°"‘°§ SAMPLE INFORMATION

Sample Name: PNA5171 fr5
{ Injection Volume: 20.00 ul
o.130] Run Time: 40.0 Minutes

o.130] Processing Method purity peak
Channel Name: 260nm
N Acg. Method Set: 100 60 A
ooso] Peak Results
- o_oé Reter;::‘c;n’Time Height | Area | % Area
o.070] 1 25914 | 459863 | 8905951 | 100.00

0.00 8.00 10.00 1800 20.00 2800 30.00 3800 40.00
[Tty

Analytical RP-HPLC trace of 5171. Tz = 25.9 min (program: 100_60_A, 40 min, A = 260 nm)
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- Naphg (5172)

.;:. 4346.104
§ 1 8750.737
PNA5172 fr3 Mw=8748
6000
4000
2000 I
1
0-
T '20|00l o ‘30|00| o l40I00l o ISOIOOI T ISDIOOI o l'."OIOG‘ o .SObOI T nl1.iz
MALDI-TOF MS spectrum of 5172. Mass calc./found 8748/8751
s SAMPLE INFORMATION T
:: Sample Name: PNA5172 fr3
o180 Injection Volume: 20.00 ul
oo Run Time: 40.0 Minutes
0.100] Processing Method purity peak
oio] Channel Name: 260nm
0.140 Acq. Method Set: 100 60 A
;t Peak Results
b Retentiqn Yime Height Area % Area
it (min)
o 1 31.028 | 238190 | 4963600 | 100.00

Minutes

Analytical RP-HPLC trace of 5172. Tz = 31.0 min (Program 100_60_A, 40 min A = 260 nm)

-29-



- Phen A.5(5173)

e ]
S,
s 1 PNA5173 fr4 Mw=8460
§ 2000
£ : 4242289
| I 8504.187
8504.187

1500

1000

500]

D.—
B e s e e T S e e
2000 3000 4000 5000 6000 7000 8000 9000 il
MALDI-TOF MS spectrum of 5173. Mass calc./found 8460/8504
SAMPLE INFORMATION
:: Sample Name: PNAS173 fr4
Injection Volume: 20.00 ul
o-1eey Run Time: 40.0 Minutes
o170 Processing Method purity peak
o100 Channel Name: 260nm
o180 Acq. Method Set: 100 60 A
o Peak Results
0.130
Retet;::::,‘hm Height Area % Area
1 26.860 | 291643 | 5516949 | 100.00

CMK)E
00'\0;
QO—!O;
uwo; i =

Plinutes

Analytical RP-HPLC trace of 5173. Tz = 26.9 min (Program 100_60_A, 40 min, A = 260 nm)
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Ghxg-AF568 (5267)

PNAS5267 fr5 Mw=7694
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)

%int.
1007
90.
801
701
601
504
409
30.
201

104

1.1 mV[sum= 113 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

7703.50{r275}
‘ |
2000 4000 6000 8000 10000

MALDI-TOF MS spectrum of 5267. Mass calc./found 7694/7703

Analytical RP-HPLC trace of 5267 Tz = 17.4 min (Program 100_0_A_400, 40 min, A = 260 nm)

{1319

Acq. Method Set: 100 60 A

Peak Results

SAMPLE INFORMATION
Sample Name: PMNAS267 frS
Injection Volume: 20.00 ul
Run Time: 40.0 Minutes
Processing Method purity peak
Channel Name: 260nm

Retention Time
(min) Height Area % Area
1 17.379 | 4049093 (17693637 100.00
. 6'00 N N N N 10.00- N . ) ll'OO- -26.00- N N -30.00 . N 35‘00-
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Gth-M M, (5501)

PNAS501 fr6 Mw=6710
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)

%Int.

1007

20

101

4.8 mV[sum= 478 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

6714 94{r289}

W
A

e,
6000

m/z

gooo 10000

MALDI-TOF MS spectrum of 5501. Mass calc./found 6710/6715

1.90

1.80-{

1707

1,60

1.60

1.40

1.30

1.20

1.104

1.00

AU

080

0.80+

0.70+

0.60

050

0.40+

0 30+

0.20

0.10

10.516

SAMPLE |INFORMATION

Sample Name: PNAS501 fré
Injection Volume:  20.00 ul

Run Time: 40.0 Minutes
Processing Method purity peak
Channel Name: 260nm

Acg. Method Set: 100 60 A

Peak Results

Retention Time

" Height Area % Area
(min)

1 19516 | 1816289 | 17693637 | 100.00

|

U

T T T T T T T T T T T T T T
2.00 400 6.00 a.oo0 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 3400 3600

Minutes

T
3soo

40.00

Analytical RP-HPLC trace of 5501 Tz = 19.5 min (Program 100_60_A, 40 min A = 260 nm)
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AU

Ph88-MM2 (5502)

PNAS502 fr3 Mw=7889

%Int. 2.5 mV[sum= 252 mV] Profiles 1-100 Smooth Av 5 -Baseline 150
. 7888.06{r503}
100
90
80
704
60
504
40] 3944 10{r1480}
304
20
104
0_ T T T LI 1
2000 4000 6000 8000 10000
m/iz
MALDI-TOF MS spectrum of 5502. Mass calc./found 7889/7888
0.075-
0.070
0.0685+
SAMPLE INFORMATION
0.060
0.085.] Sample Name: PNAS502 fr3
Injection Volume: 20.00 ul
0050 Run Time: 40.0 Minutes
Processing Method purity peak
0,045 Channel Name: 260nm
Acq. Method Set: 100 60 A
0.040
Peak Results
oo Rata';::;:)nm Height Area % Area
oo 1 28.002 | 1022509 |17693637 | 100.00
0.025-
0.020+
0.015- |
0.010+
(
0,005 | \I
(W
0.000
0.00 200 400 600 800 1000 1200 1400 1600 18.00 2000 22000 2400 2600 2800 3000 3200 3400 3600 3800
Minutes

Analytical RP-HPLC trace of 5502 Ty = 28.0 min (Program 100_60_A, 40 min, A = 260 nm)
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- GhX15-MM1 (5534)

';‘ 4
©,3000 8775.730
> 1 PNA5534fr6 4378.562
= - - r
s
= ] 2760.708
] 2760.708
2500
2000
1500
] 2243.104 3579.305
10001
500
1 nL.u. desk TR PR Y AL, L... " N Alad
o A ~evhibod
B S S S S S B B S S S S S S S S S S S S e S e e S S S S e S S e e S S e
2000 3000 4000 5000 6000 7000 8000 9000 miz
MALDI-TOF MS spectrum of 5534. Mass calc./found 8757/8776
a0 SAMPLE INFORMATION
4 a0
.40 Sample Name: PNA 5534 fr6
az0 Injection Volume:  20.00 ul
400 Run Time: 40.0 Minutes
380 Processing Method purity peak
300 Channel Name: 260nm
340 Acg. Method Set: 100 60 A
s ;o Peak Results
2 2% Retention Time | ocont | Area | % Area |
280 (min)
240 1 20014 | 4603938 | 95970769 | 100.00 ‘
220
1.20
o 80
|
020 / I|
U;:.n:' T Tebe 7" Tiolee " Taelee’ 77 azolee” ] " as'oo 7 Tadlea’ T Taslee’ T 7 Tacoe

Kirutes

Analytical RP-HPLC trace of 5534 T = 20.0 min (Program 100_60_A, 40 min, A = 260 nm)
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- Gocg-MM, (5538)

PNAS538 fr7 Mw=6934
Shimadzu Biotech Axima Assurance 2.8.5.20090305: Mode Linear, Power: 140, Blanked, P.Ext. @ 4000 (bin 85)
%Int. 2.5 mV[sum= 251 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

- 6932.79{r402}
100
901
80+

701

40

30

20+

e e , . . . —

2000 4000 5000 8000 10000
m/z

MALDI-TOF MS spectrum of 5538. Mass calc./found 6934/6933

- ]
e ©°

2.40] SAMPLE INFORMATION

1 Sample Name: PNAS538 fr7

e Injection Volume: 20.00 ul

. Run Time: 40.0 Minutes

| Processing Method purity peak

v ool Channel Name: 260nm

Acq. Method Set: 100 60 A

' eoé Peak Results

: :: RB‘G';::':}T“ Height Area %% Area
2 130 1 29.699 | 2639370 | 31289226 100.00

.70 1

eve | sbe | aeleo | asleo \Zoleo” zs'oco so'oo ssoco

Analytical RP-HPLC trace of 5538 Tz = 29.7 min (Program 100_60_A, 40 min, A = 260 nm)
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- Dec,-MM; (5539)

PNA5539 fr3 Mw=7220

%Int. 12 mV[sum= 1229 mV] Profiles 1-100 Smooth Av 5 -Baseline 150

100]
901
80
701
601

3608.71{r771}

501

401

307

201

101

S
2000 4000

6000

7216.35{r343}

7318.67{r352}
|

LA
e

8000

MALDI-TOF MS spectrum of 5539. Mass calc./found 7220/7216

ono;

o.e0] SAMPLE INFORMATION

™ Sample Name: PNA5539 fr3

o7o] Injection Volume:  20.00 ul

oes] Run Time: 40.0 Minutes
] Processing Method purity peak

e Channel Name: 260nm

oss] Acq. Method Set: 100 60 A

o.n0] Peak Results

o.45] Retention Time | ;e Area | % Area
| {min)

o 1 31571 | 1005670 | 11456584 | 100.00

o s

o 30

oz

o020

0.8

0.0

°°°E‘

°°3"m' s.00 " Taoloo 1800 2000

Minutes

28’00

30.00

10000

40.00

Analytical RP-HPLC trace of 5539 T = 31.6 min (Program 100_60_A, 40 min, A = 260 nm)
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