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The New Application as supported by documents received between 2020-08-26 and 2020-09-09 for your
research, was approved by the Faculty of Health Sciences Research Ethics Committee on 2020-09-09 as
resolved by its quorate meeting.

Please note the following about your ethics approval:
. Ethics Approval is valid for 1 year and needs to be renewed annually by 2021-09-18.
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the Research Ethics Committee regarding your research.
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Ethics approval is subject to the following:
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We wish you the best with your research.
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established by the Declaration of Helsinki, the South African Medical Research Council Guidelines as well as the Guidelines for Ethical
Research: Principles Structures and Processes, Second Edition 2015 (Department of Health).
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LETTER OF CLEARANCEFROM THE BIOSTATISTICIAN

This letter is to confirm that,

Name(s): Ms Cynthia Navela Sithole

fromthe University of Pretoria

discussedwith methe study titled : In vitroeffects of GPR120 agonist on
osteoblast differentiation and activity in MG-63 osteosarcoma cells

I hereby confirm that | am aware of the project and also undertake to assist possible, with
the Statistical analysis of the data generated from the project.

The analytical tool(s) that will be used is (are)Data will be analysed using oneway ANOVA test
of variance to compare TUG-891 concentrations. To avoid false positives the Bonferroni correction
will be applied when doing multiple comparisons , pairwise or in contrasts . The standard deviation
used to derive confidence intervals follow as the square root of the residual mean square. At least
four biological repeats will be done at each TUG-891 concentration, each following from triplicate
(technical) repeats for resazurin and Alizarin red S staining. Western blot and gPCR will be done in
duplicates. Testing will be done atthe  0.05 level of significance, i.e.ap -value < 0.05denotes a

statistically significant result to achieve the objective (s) of the study.

Sighature
Name: PJBecker (Tel: 012-319-2203)

Research Office, Faculty of Health Sciences
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AKT 10sec sample 2 10 03 2021
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ERK 4sec sample 3 04 03 2021 PERK 150sec sample 1 12 02 2021

EEEssRs WEF T, - SEEePae

Blots for western blotting for ERK, pERK, AKT and pAKT for 15 minutes, 60

minutes, 4 hours, and 24 hours.
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ERK 20sec SILENCED sample 4 03 09 2021 PERK 600sec SILENCED sample 4 26 08 2021

AKT 10sec SILENCED sample 3 16 07 2021
PAKT 90sec sample 3 SILENCED 28 04 2021

P
———-—ﬂ R Tap——

Blots for western blotting for ERK, pERK, AKT and pAKT for 15 minutes in the
control siRNA and GPR120 siRNA cells, please note that bands for PD184352
for AKT and pAKT were included in these images whilst the bands were cut out

in the results section.
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Primer-BLAST » JOB ID:5e86dUhgRcJi_ED5TZlkyzeCdfkakW7kGw
Pr'!nnnl_rl-l?_ASTResulm
elp

Input PCR template
MM_D01127501.4 Homo sapiens alkaline phosphatase, biomineralization associated (ALPL), transcript variant 2,
mRMNA

Range
1-231

Specificity of primers
Primers may not be specific to the input PCR template as tangets were found in selected database:Refseq mRNA
{Organism limited to Homo sapiens, Mus musculus)...help on specific primers

Other reports
Search Summary

[ Graphical view of primer pairs = ]

Yemplate o zaz e i £az 3 a3 232 z2e LK Ly |.Eee [1Emn L3 JLiee  |.ize
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b e me . we | 4o s pes PR (B 36 LK |l LEEQ |40 |43 LIS 3R
NM_001127500.4: 1.2.4K (2,371 n)

I Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again 1o re-search for specific primers | Submit

© Help
Primer pair 1
" Template Self Self 3'
Sequence (5'-=37) strand Length Start Stop Tm  GC% complementarity compl ity

Forward
primer
msf CTGGTAGGCGATGTCCTTA Minus 19 655 637 5592 52.63 4.00 2.00
Internal
oligo
Product
length
Product Tm
Tyct Tm

ACGTGGCTAAGAATGTCATC Plus 20 180 199 55.56 45.00 5.00 3.00

Plus

476

AIGD
rm)
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NM_001101.5 Homo sapiens actin beta (ACTE), mRNA

Range
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Specificity of primers
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I Graphical view of primer pairs 4 = ]
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NM_DO1101 5: 118K (1,012 nt)

| Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again 1o re-search for specific primers | Submit

© Help

Primer pair 1

Sequence (5->3)

Template Self Self 3
strand Length Start Stop Tm  GC% complementarity complementarity
Forward
primer
':“i;’:]':r“ CTCGTCGCCCACATAGGA Minus 18 255 238 58.48 61.11 3.00 0.00
Internal oligo Plus
Product
length 225
Product Tm
Product T -
min{OLIGD
Tm)
unction
1 intron
size

CAGAGCCTCGCCTTTGEC Plus 17 31 47 58396471 5.00 2.00
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Primer-BLAST » JOB ID:0jDIq5zwkVi2YgFnDAcIVXYcNGdbDy96Wg
an;ﬁm Results

Input PCR template

NM_004967 4 Homo sapiens integrin binding sialoprotein (IBSP), mRNA
Range

1-1573

Specificity of primers
Primer pairs are specific to input template as no other targets were found in selected database: Refseq mRNA (Organism
limited to Home sapiens)

Nther reports
Search Summary
Graphical view of primer pairs = |
HM_004957.4 | Pind: | |
Femplate |00 zaa e i e EcE ; 233 w€E LK LicE
naa
AETRCEY ) 3 {5 G4 i g s
i 2 [ S R T
v L e

- B by

(U] Primer pairs for job 04DIgfzwiviZTgFnDRclvEYoRGALDySERg
Frinw - e =
L [ |z33 L |4 H: e [ 233 |58 |- K JLlee

WM_D04SE7.4: 1, 18K {1,573 n8)

| Detailed primer reparts 4= |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the ones you
accept and try again to re-search for specific primers | Submat
© Help
Primer pair 1

Sequence (5'->3) T;n;l:e Length Start Stop Tm GC% Is:IEmﬁtr mp&elflii'l ity

mﬂi CTATGGAGAGGACGCCACGCCTGE Plus 24 433 456 68.64 66.67 6.00 6.00

Reverze
primer
Internal
ofigo Plus
Product
length
Product
Tm
Product
Tmi -
minl(QLIGOD
)
in
psiction

CATAGCCATCGTAGCCTTGTCCT Minus 23 1019997 62.12 5217 4.00 0.00
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Primer-BLAST » JOB ID:_UgmOIuRMZj-F79U516zymGa_OEIXDgBQ
PﬂmLAET Results
p

Input PCR template
NM_001256799.3 Homo sapiens glyceraldehyde-3-phosphate dehydrogenase (GAPDH), transcript variant 2, mRNA

Range

1-1386

Specificity of primers

Primer pairs are specific to input template as no other targets were found in selected database: Refseq mRNA (Organism
limited to Homo sapiens)

Other reports
Search Summary
| Graphical view of primer pairs de = |
NM_o01256798.3 | Find: |
Templagd: [z b HIEE] ] H <r =TH reh] ke rEd g Eat! ] e (L] el L]

LR FrAr 477

e e S e I

U} Frimer pairs for job _ UgnOluRMZ]-FTSUS1EzymGa_OE1XDgED

Frincs Lop—————3

[ES [ = . I LT T I e F I L T
HM_OOLZ56799,: 1..1.4K (1,386 nt)

[ Detailed primer reports 4 = ]
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the ones
you accept and try again to re-search for specific primers | Submit
@ Help
Primer pair 1

. Template Self Self 3
Sequence (5'-=3") strand Length Start Stop Tm GC% complementarity compl rity
Forward
primer
Reverse
primer
Intgmal Plus
oligo
Product
Tth
uct
1im
Product
Tm -
min{OLIGD
Tm)
Exon
junction

GAAAGCCTGCCGGTGACTAA  Plus 20 74 93 6032 55.00 4.00 1.00

GCCCAATACGACCAAATCAGAG Minus 22 223 202 59.39 50.00 3.00 1.00
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Primer-BLAST » JOB ID:s7ls1wVuCMYv-BL9H502z2WGJ_11lTzgSQ
Pr'amr—BLAﬂTResuhs -
Help

Input PCR template
MM_181745.4 Homo sapiens free fatty acid receptor 4 (FRAR4), ranscript variant 1, mRNA

Range
1-3653

Specificity of primers
Primers may not be specific to the input PCR template as targets were found in selected database-Refseq mRNA
{Organism limited to Homo sapiens)._.help on specific primers

Other reports
Search Summary

I Graphical view of primer pairs 4 = ]

Yemplate :ee A0 ize s 1 LE33 -l LEX3 _5e : K i zon = 38

[} Frimer pairs for job 91‘1nIWUI:ﬁ'-.--'H'LElH!-D!z!H31_111']'1gED

et | f————df

ZEE i SZE =) 1. Lzaa e LEan LEER [ 4 =200 LSHE
WM_181748.4: 1, 375 {3,853 it}

| Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again to re-search for specific primers | Submit

8 Help
Primer pair 1

Sequence (5-=37)

Template St Self Self 3'
strand Length Start Tm  GC% complementarity complementarity
Forward
primer
Reverse .
primer GGOCAGCACCAGAGGGATAG Minus 20 347 328 62.0565.00 4.00 0.00
Internal
oligo
‘uct
Jth
rroduct
Tm
Product
Tm -
min{OLIGO
Tm)

TCTTCTCCGACGTCAAGGGC Plus 20 136 155 61.87 0.00 6.00 2.00

Plus

12
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Primer-BLAST » JOB ID:uLJnKCpVJ_0AwyLGL6YGIFW9F8Z4rgzbeQ
Pr'amr—BLAﬂTResuhs -
Help

Input PCR template
NM_D02546.4 Homo sapiens THF receptor superfamily member 11b (TNFRSF11E), mRMA

Range
1-2087

Specificity of primers
Primer pairs are specific to input template as no other targets were found in selected database: Refseq mRNA
{Organism limited to Homo sapiens)

Other reports
Search Summary

I Graphical view of primer pairs 4 = ]

Femplate [120 33 33 a3 £ o e 500 .« _ee 2 1 ze0 _lea

nas

e - 1
| =] e s T
e S I

[U) Frimer palrs for job uLInKCpYI _OAwyLGLEYGSFWSFAZ4rgzbel
Frires L= =
] 1ee B e, pes | FRe | pe | ke 722 [o pafe o pEee afe o idE0

WM_0G2548.4: 1..2.1K {2,087 i}

| Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again to re-search for specific primers | Submit

8 Help
Primer pair 1

Sequence (5'-=37)

Template Self Self 3'
strand Length Start Stop Tm  GC% complementarity complementarity

Fnr_'l:l:-lrd GCCCTGACCACTACTACACA Plus 20 258 277 58.74 55.00 3.00 0.00

158
JLamer
Internal

oligo

Product
length

Product Tm

Product Tm

TCTGCTCCCACTTTCTTITCC Minus 20 993 974 57.43 50.00 2.00 0.00
Plus

736

min{{.:lLIEﬂ
Tm})
Exon
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Primer-BLAST » JOB ID:S0GU2-Zq68LM_07545nKy5mC2_m0kcDktQ
Pr'amr—BLAﬂT Resuls
Help

Input PCR template
NM_D01300837.2 Homo sapiens Sp7 transcription factor (SP7), ranscript variant 3, mRNA

Range
1-3190

Specificity of primers
Primers may not be specific to the input PCR template as targets were found in selected database-Refseq mRNA
(Organism limited to Homo sapiens, Mus musculus)...help on specific primers

Other reports
Search Summary

I Graphical view of primer pairs 4 = ]

| MM_0013008372 | Find: | |
Templdbsn  EwE B WO ERE  |S3E FEE S0 |80 LK (LGB _F@@ 60 (100 |IEM¢ LE3D L7IE [1E00 is0n (xR [3.3@ |

H
RF_ERISETTER b [ r= e >

(] 1 S R
weocn S

[U) Frimer palrs for job S0GUZ-ZgSaLM_O7E45nEyEmCi mikcoDktQ

Frlwar - F—#

| ooz wo pod Bee [ TEE |98 WO | [LWG 2fe LSO 1400 [1EME LESD LTM SO RS 2K |3 |5
N_OG1300837.2: 1..3.2 (3,190 nt)

I Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again 1o re-search for specific primers | Submit

© Help
Primer pair 1

Sequence (5-=37)

Template Self Self 3
strand Length Start Stop Tm  GC% complementarity complementarity

GCAGCTAGAAGGGAGTGGTG Plus 20 1037 1056 60.11 60.00 4.00 0.00
GCAGGCAGGTGAACTTCTTC Minus 20 13951376 59.12 55.00 5.00 3.00
Plus

359
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Primer-BLAST » JOB ID:JC77tlighMKj_IH5jJmly_aCtPnbka_k2g
Pr'amr—BLAﬂTResuhs N
Help

Input PCR template
NM_003701.4 Home sapiens THF superfamily member 11 {TNFSF11), ranscript variant 1, mANA

Range
1-220

Specificity of primers
Primer pairs are specific to input template as no other targets were found in selected database: Refseq mRNA
{Organism limited to Homo sapiens)

Other reports
Search Summary

I Graphical view of primer pairs 4 = ]

Template | 122 3 L] E03 EER TEE EE0 SEE Lk LJend ek c) 1 200 Ad3 E33
nes
THFREFU
WP oazstsl B T s I B e
I L kil | 1 [ R R R T .
wn S
e [ R
U} Frimer palrs for job JCTTLILghME]_THE)dmly aCtFnbka_kZg
Pr'.'-crj¢- =
o fwe e pee  ewe |sme e e #€e  [EE Lk |60 126 1m0 jees e
N_0G570d 4: 1..2.2K {2,200 nt)

| Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again to re-search for specific primers | Submit

8 Help
Primer pair 1

Sequence (5'-=37)

Template Self Self 3'
strand Length Start Stop Tm  GC% complementarity complementarity

Forward
primer
Rpme GGAACCAGATGGGATGTCGE Minus 20 689 670 6018 60.00 4.00 1.00
Internal
oligo
Product
length
Product
Tm
Trduct

LIGO
1m)

GCGTCGCCCTGTTCTICTAT Plus 20 340 359 60.18 35.00 5.00 2.00

Plus

350
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Primer-BLAST » JOB ID:Bw3YI6trpsOB_aP4rpiHytSDIvj5ki3l-A
Prianer-BLAST Results
Help

Input PCR template
NM_001278478.2 Homo sapiens RUNX family ranscription factor 2 (RUNXZ), transcript variant 4, mRNA

Range
1-5537

Specificity of primers
Primers may not be specific to the input PCR template as targets were found in selected database-Refseq mRNA
(Organism limited to Homo sapiens, Mus musculus)...help on specific primers

Other reports
Search Summary

I Graphical view of primer pairs 4 = ]

femplatese  A00  [633 s IE L32 400 LE33  [LEEE  [Ek GE00 |eoZe |reed |aEme |34 Eo00 [Es33 [FE00 |3a
nas
bz
RE_EeiseE: . D S = e

e = [ S R TR R,
oo RO o

wes BEE
U} Frimer palrs for job BuIV16trpsOH_aFdrplHyES0lv]SkIdI-A
FY'.'IZF.F‘—Id
oo fee e fess e e Lza kg e |BEE 2K, 5Ee0 ezp [fe [5Ee [3i, a0 [ned [sE [na
NM_001278478.2- 1.5.5K (5,537 n)

| Detailed primer reports = |
You can re-search for specific primers by accepting some of the unintended targets, check the box(es) next to the cnes
you accept and try again to re-search for specific primers | Submit

8 Help
Primer pair 1

Sequence (5-=3)

Template Self Self 3'
strand Length Start Stop Tm  GC% complementarity complementarity

F;"’"::’ GCTGTTATGAAAAACCAAGT Plus 20 777 796 52.24 35.00 4.00 1.00
msf GGGAGGATTTGTGAAGAC Minus 18 884 867 52.20 50.00 2.00 1.00
Internal
oligo
Product
length
Product Tm
Product Tm

LIGO

a)
Exon

Plus

108
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