ORIGINAL BLOTS

NB: Our interest for this article was Aspirin alone, thus we did not include the Aspirin analogs used
in our overall study in this article, rather only Aspirin blots. However, for clarity, we have indicated
the entire blots of aspirin and other Analogues in this study

Precision plus dual colour standard [H#

161-0347]
Precision plus dual colour standard [#

Bis-2- carboxyphenyl succinate (PN508
161-0347]

[2™ Extract])
Fumaroyldiaspirin (PN517 [1** Extract])
Fumaroyldiaspirin (PN517 [2™ Extract])

Bis-2- CarboxyphenylSuccinate
Y

Fumaroyldiaspirin (PN517 [1°* Extract])

Fumaroyldiaspirin (PN517 [2™ Extract])

Control ([1°** Extract Dimethyl
(PN508 [1st Extract])

sulfoxidell
Control (2™ Extract [Dimethyl

Bis-2- CarboxyphenylSuccinate
sulfoxide])

Control ([1°* Extract Dimethyl
(PN508 [1st Extract])

sulfoxidell
Control (2™ Extract [Dimethyl

sulfoxide])

Aspirin (1t Extract)
Aspirin (2nd Extract)
Aspirin (1° Extract)
Aspirin (2nd Extract)

[2™ Extract])

Bis-2-

3a WESTERN BLOTS LIVIN i WESTERN BLOTS LIVIN

B & = = ® EE"'

BorEy
| e &

Loading Contirol
24hrs

75!

£

8o =
i
S

]

Figure a: Immunoblot analysis demonstrating considerable reduced expression of baculoviral IAP repeat-containing
protein 7 (Livin) in colorectal cancer by Acetylsalicylic acid (Aspirin), Bis-2 carboxyphenyl succinate (PN508) and
Fumaroyldiaspirin (PN517); figure 3a(1)-3a(VII) show reduced expression of livin protein (with molecular weight 34, 36kDa)
in colorectal cancer cells (SW480 cell line) on treatment with 0.5mM drugs (Aspirin, PN508 & PN517 respectively) for 24hrs
as compared to the control (DMSO0) treated cells. The positive action of the drugs (Aspirin, PN508 & PN517) on the
colorectal cancer cell is a new breakthrough towards combating these dreaded cancer (CRC) and possibly many other
cancer that have livin protein implication in their pathogenesis. Figure al (VIIl) is PCNA loading control to indicate equal
loading of the protein. Figure a2 is a coloured image of the 3a (xii) indicating clearly the positions of bands by the precision
plus dual colour protein standard.
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Figure b: Immunoblot analysis demonstrating considerable reduced expression in livin protein in colorectal cancer cells
after treatment with 0.5mM drugs (PN517, PN508 & Aspirin, respectively) for 24hrs as compared to the control (DMSO0).



([3>e13x3 ..Z] £TSNd) ulnidselplicaewinyg

([3>enx3 ,.T] £TSNd) ulnidseipjicaewing

([3>e13x3 ..Z]
B8O0SNd) @32umpons jAuaydAixoqaes -z-s1g

([3>e13x3 3sT] 80SNd)
a3eup>ns jAuaydixoqaed -z-s1g

(3>eaaxg puz) ulaidsy

(3>esax3 ,.T) ulndsvy

([ep1xo3ns
1iyaswial vesyxy ..2) |[o13uos

LISPIXo3Ins
1iyaswig pesxy ,.t]) jo13uos

[£vE0-T 9T
+#] paepue3s anojos jenp snjd uocisiI>aad

([3>e13x3 ..Z] £TSMNd) ulnidseplicaewing

([3>enx3 ,.T] £TSNd) ulanidseipjiAcaewing

([3>eaax3y .21
B0SNd) @3umpons jAuaydAixoqaes -z-s1g

([3>e13x3 3sT] BOoSNd)
a23eumpans jAusydAixoqaed -Zz-s1g

(3>eaaxg puz) ulaidsy

(3>ea3x3 ,.T) urndsy

([ep1xoans
1iyaswia] oesyxy ) |o33UuOoD

LLISPIXo3Ins
1iyaswig pesnxy ,.t]) jo13uos

[£vE0-T 9T
+#] paepue3s anojos jenp snjd uocisdaad

ponceau Stain Livin Protein

ponceau Stain Livin Protein

- [ 3alxiv)

Figure 3c (XII1, XIV, XV and XVI) show ponceau stain membranes of protein extracts (for livin protein) from the colorectal
cancer treated with Acetylsalicylic acid (Aspirin), Bis-2 carboxyphenyl succinate (PN508) and Fumaroyldiaspirin (PN517)
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