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LAMPIRAN

Lampiran 1. Proses Pembuatan Ekstrak Daun Setebal

Pengambilan Sampel

Disortasi dan dicuci

Dipotong kecil-kecil

v

v

v

Pengeringan

» Dihaluskan

v

Simplisia serbuk

l

Uji Skrining Fitokimia

Alkaloid, flavonoid, fenolik, saponin,

—
tanin, triterpenoid, dan steroid

\4

Ekstraksi

» Dimaserasi dengan pelarut metanol

» Dipekatkan dengan rotary evaporator

v

Fraksinasi
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Lampiran 2. Proses Fraksinasi Daun Setebal

Ekstrak kental daun Setebal dilarutkan dengan
pelarut metanol:air (1:1)

l

Dimasukkan ke dalam corong pisah dan ditambahkan n-
heksan

l

Campuran dikocok, didiamkan hingga terbentuk dua fase, lalu fase
metanol:air dipisahkan

Dilakukan pengulangan hingga fraksi

n-heksan bening

v

Sisa fraksi metanol:air diekstraksi dengan etil asetat lalu
dikocok hingga pemisahan sempurna

l

Hasil fraksinasi ini menghasilkan tiga fraksi utama

! ! !

n-heksan (non polar) etil asetat (Semi-polar) metanol:air (polar)

v

Masing-masing fraksi kemudian diuapkan dengan rotary evaporator
hingga diperoleh ekstrak kental
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Lampiran 3. Uji Antibakteri Fraksi Ekstrak Daun Setebal

Sterilisasi alat menggunakan autoklaf dengan suhu
121°C selama 15 menit

i

Pembuatan media Nutrient agar

i

Peremajaan Bakteri diinkubasi selama
24 jam pada suhu 37°C

'

Pembuatan suspensi bakteri uji

'

Pembuatan larutan uji

Sampel yang digunakan berupa fraksi daun Setebal

|, [pada konsentrasi 200 pg/disk. Dengan kontrol positif]

kloramfenikol disk 30 pg dan kontrol negatift DMSO
10%

v

Pengujian aktivitas antibakteri

v v v

Teteskan fraksi ke paper Diulang sebanyak tiga kali.

yang dia Nutient Agar |1 ™ sk lalu letakan ke Diinkubasi selama 24 jam
suspensi bakteri cawan, serta kontrol pada suhu 37°C. Amati dan
dibiarkan memadat. Beri negatif dan positif. ukur zona benmgnya dengan
label pada masing- menggunakan jangka
masing fraksi sorong.




Lampiran 4. Pembuatan Media Nutrient Agar

e Perhitungan Pembuatan Media Nutrient Agar
Diketahui = Cawan Petri 15 ml

Jumlah Diperkirakan = 6 Cawan Petri

__ X Cawan petrix X Volume yang dituang x 28 g
1000

Jumlah media

_6x15mlx28¢g
1000

=2,52 gram

Volume air =¥ Cawan petri x £ Volume yang dituang
=6x 15ml
=90 ml

Jadi, media ditimbang sebanyak 2,52 gram kemudian dilarutkan dengan 90 ml
aquadest, dan homogenkan menggunakan magnetic stirrer.
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Lampiran 5. Perhitungan Konsetrasi Fraksi

Pembuatan konsentrasi 200 pg/disk :
I mg =1000 pg

Iml =1000 ul

1 disk =10 pul

200 pg/disk = 20 mg/ml (dikonversikan)

20.000 pg

20 mg/ml = 1000 1

20.000 pg 100 = 200ug
1000 ul ° 10 ul

Maka,
Maka, timbang 20 mg ekstrak Fraksi daun Setebal dan larutkan dalam 1 ml
DMSO 10%

Ekstrak diambil sebanyak 10 pl (Perdisk = 200 pg/disk)



Lampiran 6. Perhitungan Rendemen Ekstraksi Daun Setebal

Berat sampel awal daun Setebal: 4 kg (4.000 gr)
Berat simplisia kering: 2,1 kg (2.100 gr)
Berat ekstrak kental: 345 gr

Berat ekstrak yang didapat
%Rendemen = , x100%
Berat sampel yang digunakan

_ 345gr

= 0)
2.100 gr x 100%

=16,42%
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Lampiran 7. Hasil Determinasi Daun Setebal
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Lampiran 8. Sertifikat Bakteri Pseudomonas aeruginosa

’ ) Thermo Fisher Scientific
thermoscientific oot
12076 Santa Fe Trail Drive

12230 Santa Fe Trail Drive

Lenexa, KS 66215

800.255.6730

800.447.5761 fax

www.thermofisher.com

Certificate of Analysis

Product Name: P. aeruginosa ATCC 27853 PK/5 Product Number: R4607060
Lot Number: 571191 Expiration Date:2026-04-25
(YYYY-MM-DD)

This product has been manufactured, processed and packaged in accordance with Quality Systems Regulation, 21 CFR Part 820.
Representative samples were tested per Remel Inc., a part of Thermo Fisher Scientific Quality Control specifications and were found
to meet performance criteria for this product.

Purity:
Standardized aliquots of the rehydrated product are inoculated onto nonselective media and examined for pure growth following the
appropriate incubation. Selective and Differential media are also tested where applicable.

Viability And Quantification:
Each organism is recovered from the preserved state within the required time frame and at an acceptable level. Passage number is
stated as the current preserved state.

Macroscopic And Microscopic Morphology:
Colony morphology is consi with d d ref ed description.
Traditional staining is performed.

Characterization:

Organism exhibits characteristic biochemical, enzymatic, genotypical and/or biochemical reactions. Automated and/or conventional
testing was performed and results were within established limits. Antimicrobial testing performed where applicable. Results within
expected ranges.

CFU/loop: >10(4) Passage: 3
Gram Reaction: Gram Negative Rod Identification Profile: MicroSEQ® or Vitek® 2

Appearance: Preserved Gel Matrix suspended in inoculating loop
pH: N/A

Morphology: Two colony types may be observed.



Lampiran 9. Sertifikat Bakteri Staphylococcus aureus

ThermoFisher

SCILENTIFIC
The world leader in serving science
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Thermo Fisher Scientific

Microbiology

12076 Santa Fe Trail Drive

Lenexa, KS 66215
800.255.6730
800.447.5761 fax

www.thermofisher.com

Certificate of Analysis - Certified Reference Material

Thermo Scientific™ Trademark™

Product Number R4607010

Product Name S. aureus ATCC 25923 PK/5
Lot Number 162589

Usage Decision Accepted (OK)

Expiration Date 2026-02-25

thermoscientific

This product has been manufactured, processed and packaged in accordance with Quality Systems Regulation, 21 CFR Part 820.
The results were derived from a representative sample of the batch and were obtained at the time of release.

Refer to the enclosed product insert for instructions, intended use, hazard/safety requirements, and storage conditions.

Product Char Results

Purity Demonstrates pure growth on applicable media

Viability Recovered at acceptable level within test period

Passage 3 (Current preserved state)

Microbiological testing Results Specification
>85% Identification on Vitek 2C GP 99 85-100
>95% Identification on MicroSEQ 95-100
Microscopic Features Pass

These tests are performed in accordance with ISO 17025 guidelines.

h

ded

Thermo Fisher Scientific has determined each loop of this reference material to be sufficiently

ous for its i

Individual products are traceable to a recognized culture collection.

use.

Although the Vitek(TM) panel uses many conventional tests, the unique environment of the card, combined with the short incubation period,

may produce results that differ from published results obtained by other methods



Lampiran 10. Sertifikat Chloramphenicol

ThermoFisher D)
TIFIC

SCIEN
CERTIFICATE OF ANALYSIS
PRODUCT CTO013B Delivery/Customer information
C30 CHLORAMPHENICOL Date Printed
2025.03.19
LOTNUMBER 6208573 Delvery No.
EXPIRY DATE  2027.12.18 Customer
Customer Order Number
DATE OF
MANUFACTURE 2024.12.18
Microblological Performance
Asszy (meg/disc) 321
Tested In accordance with current CLS] methodology
Zone Size Limits
(mm) (mm)
Staphylococcus aureus ATCCE25923 3 19- 26
Escherichia coli ATCC®25922 25 21-27
Haemophilus influenzae ATCC®49247 n 31- 40
Streptococcus pneumoniae ATCC®49619 27 23-27
Tested in accordance with current EUCAST methodology
Escherichia coli ATCC®25922 25 21-27
" Swaphylococcus aureus ATCC%29213 24 20- 28
©  Streptococcus pneumoniae ATCC®49619 28 24- 30
The above have been tested in our Product Performance Laboratory using conventional procedures and control ATCC and NCTC cultures,
where appropriate, and have met the specified test p Additional challenging strains may also be employed.
The y of the inf¢ ion provided in this certificate of analysis / conformity is considered reliable. However, it is important to note
that (i) the information is only epplicable, and (i)t productis oaly approved, forthe productsintended use as specified on the label,
specification, and website. No y is hereby implied. This certificate may only be reproduced in its entirety and cannot be repli
partially or in any altered form.

Lot Accepted. 2025.01.06
This certificate is produced clectronically and valid without a signsture.

ATCC is a registered trade mark of the American Type Culture Collection.
NCTC and National Collection of Type Culturcs are registered trade marks of the Health Protection Agency.

OXOID LIMITED
Wade Road, Basingstoke, Hampshire RG24 8PW. England
www. ThermoFisher com



Lampiran 11. Ethical Clirens

" YAYASAN HARAPAN BUNDA BATAM
R ~ ~ ) A& A g g
L HINSTITUT KESEHATAN MITRA BUNDA
KOMITE ETIK PENELITIAN
JI. Serava No | KOTA BATAM Telp/Fax (0778) 429431, website : http: ikmb.ac.id
SURAT KEPUTUSAN MENTERIPENDIDIKAN DAN KERUDAYAAN REPUBLIK INDONESIA No 294 0 2020

KOMITE ETIK PENELITIAN
INSTITUT KESEHATAN MITRA BUNDA
THE RESEARCH ETHICAL COMMITTEE INSTITUT KESEHATAN MITRA BUNDA

SURAT KETERANGAN
ETHICAL APPROVAL
No. 113/K/KEP/IKMB/VIII/2025

Komite Etik Penelitian Institut Kesehatan Mitra Bunda, menyatakan dengan ini bahwa

penclitian dengan judul :
The Rescarch Ethical Committee of Institut Kesehatan Mitra Bunda states hereby that the following

proposal :
“Uji Aktivitas Antibakteri Fraksi Ekstrak Daun Setebal (Glochidion superbum) Terhadap

Pseudomonas aeruginosa dan Staphylococcus aureus™
“Test of Antibacterial Activity of Thick Leaf Extract Fraction (Glochidion superbum) Against

aerug and Stay aureus
Peneliti Utama : Dila Amanda
Principal Investigato
Lokasi Penelitian : Laboratorium Mikrobiologi Institut Kesehatan Mitra
Research Location Bunda
Waktu Penelitian : Juni - Agustus 2025
Time Schedule

Responden/Subjek Penelitian : 2 Produk
Respondent Research Subject

Telah melalui prosedur kaji etik dan dinyatakan layak untuk dilaksanakan
Has proceeded the ethichal assessment procedure and been approved fot implementation

r Batam, 26 Agustus 2025

" Ketua / Chairman,
o

axmg
A [i'.'l

\‘\ BATAM J
~dr7 1bnu Rushd, M.K.M
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Lampiran 12. Proses Peremajaan Bakteri

Pseudomonas aeruginosa Staphylococcus aureus




Lampiran 13. Hasil Skrining Fitokimia
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No. | Golongan Hasil Ket Gambar
Senyawa
1. | Alkaloid Tidak terdapat | oo i
endapan putih
2. Flavonoid Terbentuk cincin Positif
Perubahan warna
3. Fenolik menjadi biru Positif
tua/hijau kehitaman
4. Saponin Busa menurun Negatif
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Tanin

Terjadi denatutasi
protein

Positif

Steroid &
Triterpenoid

Perubahan warna
ungu-biru

Positif




Lampiran 14. Proses Kegiatan
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Fraksinasi

Autoklaf yang digunakan
untuk sterilisasi

Sterilisasi alat-alat

A

Pengadukan suspensi bakteri

Meletakan suspensi bakteri ke
cawan petri

Uji aktivitas antibakteri




