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Lampiran 1. Penjelasan Penelitian Untuk Disetujui (Information for consent)

FORM INFORMED CONSENT

Penjelasan Penelitian untuk Disetujui (Information for

consent)
Nama Peneliti : Andre Septian Putra
JudulPenelitian:PENGARUH PEMBERIAN PRAVASTATIN

TERHADAP KADAR  HEMEOKSIGENASE-1 PADA
PASIEN RISIKO TINGGI PREEKLAMSIA

A. Tujuan penelitian & penggunaan hasilnya
Penelitian ini bertujuan untuk menilai efektifitas obat (Pravastatin) dalam
menurunkan kadar hemeoksigenase-1 pada pasien risiko tinggi
preeklamsia.
B. Manfaat bagi peserta penelitian
Penemuan terapi baru untuk mencegah preeklamsia dengan menilai
perubahan kadar hemeoksigenase-1 pada ibu yang memiliki risiko tinggi
terhadap preeklamsia
Metode dan prosedur kerja penelitian
e Penderita yang memenuhi kriteria inklusi dan ekslusi akan diberikan
penjelasan mengenai penelitian ini, mulai tujuan penelitian, perlakuan,
pengawasan, efek samping, risiko, pengambilan sampel dan lain-lain
e Penderita akan ditawarkan untuk ikut berpartisipasi dalam penelitian
ini, dan dijelaskan hak dan kewajiban sebagai partisipan penelitian
e Jika penderita setuju menjadi partisipan penelitian ini, maka waijib
menandatangi lembar persetujuan penelitian
e Partisipan kemudian akan dilakukan randomisasi menjadi dua
kelompok: yang menerima kombinasi pravastatin dan aspirin, serta
yang menerima aspirin saja
e Partisipan akan meminum obat sampai akhir kehamilan
e Kadar hemeoksigenase-1 akan diperiksa sebelum dan setelah
pemberian obat.
C. Resiko yang mungkin timbul
Penelitian terkini menunjukkan bahwa pemberian pravastatin pada ibu
hamil tidak meningkatkan risiko terjadinya kelainan bawaan pada janin.
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1. Penelitian Data farmakologis Merck, dengan 477 ibu hamil yang
mengkonsumsi statin. Tidak terbukti adanya peningkatan risiko
kelainan bawaan pada janin pada ibu hamil yang mengkonsumsi
simvastatin atau lovastatin (Kazmin A et al, 2007).

2. Dari penelitian metaanalisis berskala besar, yang menilai efek
pemberian statin pada ibu hamil trimester pertama. Tidak
didapatkan peningkatan risiko kelainan bawaan janin, namun
didapatkan sedikit peningkatan risiko keguguran pada trimester
pertama (Zarek J, Koren G, 2014).

. Efek samping penelitian
Konsumsi pravastatin dapat menimbulkan efek samping ringan (nyeri
ulu hati, nyeri otot, nyeri dada, pusing, diare, nyeri kepala, batuk,
bengkak, mual muntah, demam, kelelahan, sesak ringan, gejala flu),
dan risiko efek samping berat (gangguan liver, dan kelainan otot). Dari
penelitian Constatine (2016), tidak didapatkan peningkatan risiko
terjadinya efek samping pada pemberian pravastatin.

. Tindak lanjut jika terjadi insiden saat dilaksanakan penelitian

Apabila terjadi insiden akan dilakukan tindakan pengobatan sesuai

standar yang biayanya ditanggung oleh peneliti.

. Jaminan kerahasiaan

Ildentitas peserta penelitian, data, hasil penelitian dan semua yang
berhubungan dengan penelitian ini akan dirahasiakan oleh tim peneliti.
. Hak untuk menolak menjadi subyek penelitian

Subyek penelitian berhak menolak ikut serta dalam penelitian tanpa

mempengaruhi perawatan selanjutnya.

. Partisipasi berdasarkan kesukarelaan dan hak untuk mengundurkan diri
Subyek penelitian berpartisipasi secara sukarela, diberi kesempatan
untuk menanyakan hal-hal yang belum jelas dan berhak mendapatkan
jawaban yang memuaskan. Tiap saat dalam periode penelitian, subyek
penelitian berhak mengundurkan diri dari penelitian.

Subjek dapat dikeluarkan dari penelitian
Bila subyek penelitian tidak mentaati instruksi yang diberikan oleh para
peneliti, maka dapat dikeluarkan setiap saat dari penelitian ini.

. Penelitian ini dilakukan oleh



Yang memberi penjelasan

Saksi |

Makassar, ......cccccoeeveviviiveeinnnnn.

Saksi Il
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Lampiran 2. Lembar Persetujuan Mengikuti Penelitian (Informed consent)

FORM INFORMED CONSENT
LEMBAR PERSETUJUAN MENGIKUTI PENELITIAN (/Informed

consent)
Saya yang bertanda tangan dibawah ini :
Nama e e et
Umur e e et
Alamat e e et
TIp FEMail e

Sesudah mendengarkan penjelasan yang diberikan dan diberikan

kesempatan untuk menanyakan yang belum dimengerti, dengan ini

memberikan :

PERSETUJUAN

Mengikuti penelitian sebagai subyek penelitian dengan judul penelitian:

PENGARUH PEMBERIAN PRAVASTATIN TERHADAP KADAR

HEMEOKSIGENASE-1 PADA PASIEN RISIKO TINGGI

PREEKLAMSIA

dan sewaktu-waktu saya berhak mengundurkan diri.

Demikian persetujuan ini saya buat dengan penuh kesadaran dan tanpa
paksaan.

Makassar,
Yang memberi penjelasan Yang membuat pernyataan
(eeeeeerrre e ) (ceeeeeerre e )
Saksi | Saksi Il
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Lampiran 3. Lembar Persetujuan Tindakan Medis

LEMBAR PERSETUJUAN TINDAKAN MEDIS
Saya yang bertanda tangan dibawah ini :

TIp FEMail s
Sesudah mendengarkan penjelasan yang diberikan dan diberikan
kesempatan untuk menanyakan yang belum dimengerti, dengan ini
memberikan :

PERSETUJUAN
Untuk dilakukan tindakan medis berupa:

Dengan judul penelitian:

PENGARUH PEMBERIAN PRAVASTATIN TERHADAP KADAR

HEMEOKSIGENASE-1 PADA PASIEN RISIKO TINGGI

PREEKLAMSIA

Subjek penelitian juga menyetujui bahwa sampel yang diambil akan

dapat dilakukan pemeriksaan di laboratorium baik di dalam atau luar

negeri.

Sewaktu-waktu saya berhak mengundurkan diri.

Demikian persetujuan ini saya buat dengan penuh kesadaran dan tanpa
paksaan.

Makassar, ........ccooevvviiiiiiinnnn..
Yang Membuat Pernyataan

Saksi 1 Saksi 2



Lampiran 4. Lembar Pengumpulan Data Dasar Penelitian

LEMBAR PENGUMPULAN DATA DASAR PESERTA PENELITIAN

Nama L et et e et ee et eeeeteeeeetaeeeeteeeeetateeeenaeeeraaaaraaaaees
Usia L e et et eeeeeeeeteeeeetaeeeeetaeeeenteeeenaeeranaaerraaaees
No Rekam MedisS & ..o
Rumah Sakit L e et e et eeeeeeeeteeeeteeeeetaeeeeneeeeenaeeeraaaeernaaaras
Alamat L e et e e eeeeeeeeeteeeeeteeeeeteeeeenteeeenaeeraaaaarnaaaees
No Telpon e e et et e e eeeeta e e e e eeaa e e aaeeaa s
Kelompok : Pravastatin - Kontrol

Data Fisik, Antropologis, dan Etnografis
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Suku : Makassar-Bugis-Mandar-Toraja

Tempat kelahiran
Tempat kelahiran orang tua ............................................................................
Paritas et e e e e e e e e naaa s
Gravida et e e e e e e e e naaa s
Tinggi badan PR cm

Berat Badan O PPPPPPRRRP kg

BMI e kg/m?

Riwayat Penyakit

Hipertensi i+ -

Penyakit ginjal T+ -

Diabetes mellitus :+ /- [jika +, Tipe 1 atau Tipe 2]
Penyakit vaskular kolagen (SLE, APS) :+/-

Riwayat Preeklamsia T+ -

Riwayat DM Gestasional T+ -

Riwayat Obsetri

(Berikan keterangan kehamilan keberapa dan usia kehamilan saat terjadinya)
Keguguran I PP
Kematian janin dalam rahim I PP
Keguguran yang diinduksi I PP
Hipertensi Gestasional I
Preeklamsia I
Eklampsia I

Sindroma HELLP T
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IUGR atau Bayi KMK 2
DM Gestasional memerlukan insulin R
Persalinan preterm (< 37 minggu) PP P P PO PP
Kematian neonatal R

Riwayat Kehamilan Saat Ini

Tekanan darah saat pertama datang (booking) : .........cccccccciiiiiiinnnnn. mmHg
Kehamilan multipel i+ -
Mola Hidatidosa T+ -
Plasenta hidrofik i+ -
Konsumsi obat anti hipertensi i+ -
Mendapat terapi SM i+ -
Mendapat terapi steroid untuk maturasi paru  : +/-
Mendapat terapi obat anti tiroid i+ -

Hasil pemeriksaan

Kadar profil lipid sebelum terapi

Kadar profil lipid setelah terapi

Kadar HO-1 darah sebelum terapi

Kadar HO-1 darah setelah terapi

RI doppler arteri uterina

Fetal scan pada uk 20 - 24 minggu

Doppler arteri umbilikalis

Biometri janin pada usia kehamilan 28 - 32 minggu

Diagnosis Preeklamsia

Data tekanan darah tertinggi selama kehamilan e e e e e e e e e
Data tekanan darah tertinggi saat persalinan e e e e e e e e e
Data tekanan darah tertinggi 48 jam setelah persalman ................................
Proteinuria T RPRTI
Keterlibatan multiorgan (trombositopenia, peningkatan SGOT/SGPT BUN-
SK, kejang, persalinan preterm, IUGR, kematian fetal atau neonatal): ya -
140 £- 1SS

Luaran lbu

Mengalami Preeklamsia T+ -

Mengalami Preeklamsia Berat T+ -

Mengalami Hipertensi Gestasional T+ -

Kematian Ibu T
Persalinan preterm < 37 minggu T+ -

Persalinan preterm < 34 minggu T+ -



Komplikasi Ibu
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. +/ - [jika ya, sebutkan: edema

paru, eklampsia, gagal ginjal akut, sindroma HELLP, tekanan darah >

180/110 mmHg, DIC, CVA]
Lama Perawatan di RS
Metode persalinan

SC

Luaran Janin

Kematian fetal-neonatal

T+ -
: Per vaginam - Pervaginam dengan alat —

T+ -

Morbiditas neonatal gabungan (IUFD, RDS, ICH, NEC, neonatal sepsis, IUGR)
St/ -

Usia Kehamilan saat dilahirkan

Berat Badan Bayi e ————————— g
Panjang Badan Bayi e ————————— cm
Ballad Score (jika ada) e ———— minggu
Lutzchenko Score (jika ada) TP
Kelainan kongenital I TP PPPPPPP
Tingkat perawatan : Bayi sehat - intermediate care - NICU
Lama perawatan di NICU e ——————— hari
Pemakaian ventilator T+ -

Lama perawatan di RS e ——————— hari

Mengalami gangguan dalam rahim (oligohidramnion berat, AEDV atau REDV

pada arteri umbilikalis, abnormal NST)

Efek Samping Obat

St/ -

Nyeri kepala T+ -
Insomnia T+ -
Flushing skin i+ -
Nyeri otot, atau kelemahan: +/ -
Mengantuk berlebihan +/-
Pusing +/-
Mual muntah +/-
Nyeri abdomen hebat +/-
Kembung +/-
Diare +/-
Konstipasi +/-
Bercak kulit T+ -

Efek Samping Berat Obat
Miositis (keradangan otot) :
Rhabdomiolisis :

Catatan: Pemilihan jenis data dasar yang dikumpulkan berdasarkan pada
standarisasi penelitian Preeklamsia yang dikeluarkan COLAB (Global
Pregnancy ColLaboratory): Strategy for Standardization of Preeclampsia
Research Study Design (Myatt L et al, 2014) dan luaran penelitian ini.
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Lampiran 5. Protokol Penelitian

8.

9.

PROTOKOL PENELITIAN

. Tim peneliti melakukan skrining pada semua ibu hamil usia kehamilan 12

minggu — 19 minggu 6 hari di poliklinik

Ibu hamil yang memenubhi kriteria inklusi dan ekslusi akan ditawarkan untuk
terlibat dalam penelitian ini

Tim peneliti memberikan penjelasan (information for consent) secara detail
mengenai tujuan penelitian, prosedur penelitian, perlakuan, monitoring dan
follow up pasien, hak dan kewajiban partisipan penelitian.

Jika pasien bersedia mengikuti penelitian ini, maka harus menandatangani
lembar persetujuan penelitian (informed consent)

Kemudian tim peneliti akan mengambil data dasar partisipan dari
wawancara dan pemeriksaan fisik (sesuai lampiran 4)

Tim peneliti kemudian akan membagi partisipan kedalam kelompok
perlakuan atau kontrol berdasarkan randomisasi yang telah ditetapkan
sebelumnya

Pembagian randomisasi kelompok dapat dilakukan sendiri oleh tim peneliti
atau pihak farmasi rumah sakit

Setelah partisipan dimasukkan dalam salah satu kelompok, maka ia harus
meminum obat tersebut selama kehamilan

Tim peneliti akan memfollow up dan memonitor partisipan selama
kehamilan sesuai dengan jadwal pemeriksaan kehamilan standar

10.Adanya efek samping obat patut dievaluasi oleh tim peneliti, dan dicatat di

lembar pengumpulan data (lampiran 4)

11.Partisipan akan diikuti sampai kelahiran dan pasca persalinan
12.Tim peneliti akan mencatat luaran maternal dan fetal-neonatal setelah

partisipan melahirkan sebagai luaran penelitian ini

13.Hasil luaran penelitian dan data dasar partisipan akan dicatat dan

dikompilasi di lembar kompilasi hasil penelitian (dalam bentuk file microsoft
excel)

Nama Tim Peneliti (No Telpon):

1. Dr. dr. Deviana Soraya Riu, SpOG (K) (0811460330)
2. dr. Rudy B. Leonardy, SpOG (K) (08124182638)
3. dr. Andre Septian Putra (082266609863)
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SURAT IZIN PENELITIAN

—_—

Nomor:
2757/UN4.24.1.2/PT.01.04/2021 08 Ma

Kepada Yth

l‘ l . L ; '..‘;:
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Lampiran 8.

Elabscience®

(FOR RESEARCH USE ONLY. DO NOT USE IT IN CLINICAL DIAGNOSTICS !)

Human HO1(Heme Oxygenase 1) ELISA Kit

Synonyms: HO-1, HMOX1, HMOXI1D, HSP32, Bk286b10

Catalog No : E-EL-H2172
96T

This manual must be read attentively and completely before using this product.
If you have any problems, please contact our Technical Service Center for help (info in the header of each page).

Phone: 240-252-7368(USA) 240-252-7376(USA)

Email: techsupport@elabscience.com
Website: www.elabscience.com

Please refer to specific expiry date from label on the side of box.

Please kindly provide us with the lot number (on the outside of the box) of the kit for more efficient service.

Intended use
This ELISA kit applies to the in vitro quantitative determination of Human HO1 concentrations in serum, plasma and
other biological fluids.

Specification
@Sensitivity: 0.19 ng/mL
@®@Detection Range: 0.31-20 ng/mL

@Specificity: This kit recognizes Human HO1 in samples. No Significant cross-reactivity or interference between Human
HO1 and analogues was observed.

@Repeatability: Coefficient of variation is < 10%.

Test principle

This ELISA kit uses the Sandwich-ELISA principle. The micro ELISA plate provided in this kit has been pre-coated with
an antibody specific to Human HO1. Standards or samples are added to the micro ELISA plate wells and combined with
the specific antibody. Then a biotinylated detection antibody specific for Human HO1 and Avidin-Horseradish
Peroxidase (HRP) conjugate are added successively to each micro plate well and incubated. Free components are washed
away. The substrate solution is added to each well. Only those wells that contain Human HO1, biotinylated detection
antibody and Avidin-HRP conjugate will appear blue in color. The enzyme-substrate reaction is terminated by the
addition of stop solution and the color turns yellow. The optical density (OD) is measured spectrophotometrically at a
wavelength of 450 nm * 2 nm. The OD value is proportional to the concentration of Human HO1. You can calculate the
concentration of Human HO1 in the samples by comparing the OD of the samples to the standard curve.



Kit components & Storage

An unopened kit can be stored at 2-8°C for 1 month. If the kit is not used within 1 month, store the items separately
according to the following conditions once the Kit is received.

Item

Specifications

Storage

Micro ELISA Plate (Dismountable)

8 wells x12 strips

Reference Standard

2 vials

Concentrated Biotinylated Detection Ab (100x)

1 vial, 120 pL

-20°C, 6 months

Concentrated HRP Conjugate (100x)

Reference Standard & Sample Diluent

Biotinylated Detection Ab Diluent

HRP Conjugate Diluent

1 vial, 120 pL.
1 vial, 20 mL
1 vial, 14 mL.
1 vial, 14 mL

Concentrated Wash Buffer (25x)

Substrate Reagent

1 vial, 30 mL.

1 vial, 10 mL

-20°C(shading light), 6 months

4°C, 6 months

4°C(shading light)

Stop Solution 1 vial, 10 mL 4°C

Plate Sealer S pieces

Product Description 1 copy

Certificate of Analysis 1 copy

Note: All reagent bottle caps must be tightened to prevent evaporation and microbial pollution.

The volume of reagents in partial shipments is a little more than the volume marked on the label, please use

accurate measuring equipment instead of directly pouring into the vial(s).

Other supplies required

Microplate reader with 450 nm wavelength filter

High-preci:
Incubator capable of maintaining 37°C
Deionized or distilled water
Absorbent paper

Loading slot for Wash Buffer

on transfer pipette, EP tubes and disposable pipette tips
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Note

1. Please wear lab coats, eye protection and latex gloves for protection. Please perform the experiment following the
national security protocols of biological laboratories. especially when detecting blood samples or other bodily fluids.

2. A freshly opened ELISA Plate may appear to have a water-like substance, which is normal and will not have any
impact on the experimental results.

3. Do not reuse the reconstituted standard, biotinylated detection Ab working solution, concentrated HRP conjugate
working solution. The unspent undiluted concentrated biotinylated detection Ab (100x) and other stock solutions
should be stored according to the storage conditions in the above table.

4. The microplate reader should have a 450(£10 nm) filter installed and a detector that can detect the wavelength. The

optical density should be within 0~3.5.

Do not mix or use components from other lots.

Change pipette tips in between adding standards. in between sample additions. and in between reagent additions.

Also, use separate reservoirs for each reagent.

Qau

Sample collection
Serum: Allow samples to clot for 2 hours at room temperature or overnight at 2-8°C before centrifugation for 15 min at
1000xg at 2-8°C. Collect the supernatant to carry out the assay. Blood collection tubes should be disposable and be non-

endotoxin.

Plasma: Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge samples for 15 min at 1000xg at 2-8°C
within 30 min of collection. Collect the supernatant to carry out the assay. Hemolysed samples are not suitable for ELISA
assay!

Cell lysates: For adherent cells, gently wash the cells with moderate amount of pre-cooled PBS and dissociate the cells

using trypsin. Collect the cell suspension into a centrifuge tube and centrifuge for 5 min at 1000xg. Discard the medium
and wash the cells 3 times with pre-cooled PBS. For each 1x10° cells, add 150-250 uL of pre-cooled PBS to keep the
cells suspended. Repeat the freeze-thaw process several times until the cells are fully lysed. Centrifuge for 10min at
1500xg at 2-8°C. Remove the cell fragments, collect the supernatant to carry out the assay. Avoid repeated freeze-thaw

cycles.

Tissue homogenates: It is recommended to get detailed references from the literature before analyzing different tissue
types. For general information, hemolysed blood may affect the results, so the tissues should be minced into small pieces
and rinsed in ice-cold PBS (0.01M, pH=7.4) to remove excess blood thoroughly. Tissue pieces should be weighed and

then homogenized in PBS (tissue weight (g): PBS (mL) volume=1:9) with a glass homogenizer on ice. To further break

down the cells, you can sonicate the suspension with an ultrasonic cell disrupter or subject it to freeze-thaw cycles. The
homogenates are then centrifuged for 5 min at 5000xg to get the supernatant.

Cell culture supernatant or other biological fluids: Centrifuge samples for 20 min at 1000xg at 2-8°C. Collect the

supernatant to carry out the assay.

Note for sample:

1. Samples should be assayed within 7 days when stored at 2-8°C, otherwise samples must be divided up and stored at
-20°C (<1 month) or -80°C (<3 months). Avoid repeated freeze-thaw cycles.

2. Please predict the concentration before assaying. If the sample concentration is not within the range of the standard
curve, users must determine the optimal sample dilutions for their particular experiments.

3. If the sample type is not included in the manual, a preliminary experiment is suggested to verify the validity.

4. 1If alysis buffer is used to prepare tissue homogenates or cell culture supernatant, there is a possibility of causing a
deviation due to the introduced chemical substance.

5. Some recombinant protein may not be detected due to a mismatching with the coated antibody or detection
antibody.
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Reagent preparation

1. Bring all reagents to room temperature (18~25°C) before use. Follow the Microplate reader manual for set-up and
preheat it for 15 min before OD measurement.

2. Wash Buffer: Dilute 30 mL of Concentrated Wash Buffer with 720 mL of deionized or distilled water to prepare
750 mL of Wash Buffer.Note: if crystals have formed in the concentrate, warm it in a 40°C water bath and mix it gently until
the crystals have completely dissolved

3. Standard working solution: Centrifuge the standard at 10,000xg for 1 min. Add 1.0 mL of Reference Standard
&Sample Diluent, let it stand for 10 min and invert it gently several times. After it dissolves fully, mix it thoroughly
with a pipette. This reconstitution produces a working solution of 20 ng/mL.. Then make serial dilutions as needed.
The recommended dilution gradient is as follows: 20, 10, 5, 2.5, 1.25, 0.63, 0.31, O ng/mL.

Dilution method: Take 7 EP tubes, add 500uL. of Reference Standard & Sample Diluent to each tube. Pipette 500ul.
of the 20 ng/mL working solution to the first tube and mix up to produce a 10 ng/mL working solution. Pipette S00ulL
of the solution from the former tube into the latter one according to these steps. The illustration below is for
reference. Note: the last tube is regarded as a blank. Don’t pipette solution into it from the former tube.

500uL 500uL 500uL 500uL 500uL 500uL

Rcference
Standard

umum§|’\ﬁ

20 10 5 2.5 1.25 0.63 0.31 o

4. Biotinylated Detection Ab working solution: Calculate the required amount before the experiment (100 pnL/well).
In preparation, slightly more than calculated should be prepared. Centrifuge the stock tube before use, dilute the 100x
Concentrated Biotinylated Detection Ab to 1xworking solution with Biotinylated Detection Ab Diluent.

5. Concentrated HRP Conjugate working solution: Calculate the required amount before the experiment (100
nL/well). In preparation, slightly more than calculated should be prepared. Dilute the 100x Concentrated HRP
Conjugate to 1x working solution with Concentrated HRP Conjugate Diluent.

Assay procedure (A brief assay procedure is on the 1 1™ page)

1. Add the Standard working solution to the first two columns: Each concentration of the solution is added in
duplicate, to one well each, side by side (100 uL for each well). Add the samples to the other wells (100 uL for each
well). Cover the plate with the sealer provided in the kit. Incubate for 90 min at 37°C. Note: solutions should be added
to the bottom of the micro ELISA plate well, avoid touching the inside wall and causing foaming as much as possible.

2. Remove the liquid out of each well, do not wash. Immediately add 100 pL of Biotinylated Detection Ab working
solution to each well. Cover with the Plate sealer. Gently mix up. Incubate for 1 hour at 37°C.

3. Aspirate or decant the solution from each well, add 350 uL of wash buffer to each well. Soak for 1~2 min and
aspirate or decant the solution from each well and pat it dry against clean absorbent paper. Repeat this wash step 3
times. Note: a microplate washer can be used in this step and other wash steps.

4. Add 100 pL of HRP Conjugate working solution to each well. Cover with the Plate sealer. Incubate for 30 min at
37°C.

5. Aspirate or decant the solution from each well, repeat the wash process for five times as conducted in step 3.

6. Add 90 uL of Substrate Reagent to each well. Cover with a new plate sealer. Incubate for about 15 min at 37°C.
Protect the plate from light. Note: the reaction time can be shortened or extended according to the actual color change, but not
more than 30min.

7. Add 50 uL of Stop Solution to each well. Note: Adding the stop solution should be done in the same order as the substrate
solution.

8. Determine the optical density (OD value) of each well at once with a micro-plate reader set to 450 nm.



Calculation of results

Average the duplicate readings for each standard and samples, then subtract the average zero standard optical density.
Plot a four-parameter logistic curve on log-log graph paper, with standard concentration on the x-axis and OD values on
the y-axis.

If the samples have been diluted, the concentration calculated from the standard curve must be multiplied by the dilution
factor. If the OD of the sample surpasses the upper limit of the standard curve, you should re-test it with an appropriate

dilution. The actual concentration is the calculated concentration multiplied by the dilution factor.

Typical data
As the OD values of the standard curve may vary according to the conditions of the actual assay performance (e.g.
operator, pipetting technique, washing technique or temperature effects), the operator should establish a standard curve

for each test. Typical standard curve and data is provided below for reference only.

Concentration(ng/mL) 20 10 5 2:5 1.25 0.63 0.31 o
OD 2.369 1.525 0.824 0.442 0.256 0.169 0.124 0.077
Corrected OD 2.292 1.448 0.747 0.365 0.179 0.092 0.047 -
10
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Precision

Intra-assay Precision (Precision within an assay): 3 samples with low, mid range and high level Human HO1 were tested
20 times on one plate. respectively.

on (Precision between assays): 3 samples with low., mid range and high level Human HO1 were tested
on 3 different plates, 20 replicates in each plate.

Intra-assay Precis Inter-assay Precision
Sample 1 2 3 1 2 3
n 20 20 20 20 20 20
Mean(ng/mL.) 1.09 3.15 9.57 0.99 3.28 9.54
Standard deviation 0.07 0.18 0.39 0.05 0.15 0.48
C V (%) 6.42 5.71 4.08 5.05 4.57 5.03
Recovery

The recovery of Human HO|1 spiked at three different levels in samples throughout the range of the assay was evaluated
in various matrices.

Sample Type Range (%) Average Recovery (%)
Serum (n=5) 94-107 101

EDTA plasma (n=5) 92-110 100

Cell culture media (n=5) 84-97 91

Linearity

Samples were spiked with high concentrations of Human HO1 and diluted with Reference Standard & Sample Diluent to
roduce samples with values within the range of the assay.

Serum (n=5) EDTA plasma(n=5) Cell culture media(n=5)
s Range (%) 89-103 99-111 88-103
’ Average (%) os 105 o4
L4 Range (%) 94-106 80-91 89-100
’ Average (%) 100 86 95
o Range (%) 88-100 85-101 86-97
. Average (%) o4 o2 02
— Range (%) 90-106 86-97 80-94
Average (%) o7 92 87
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Troubleshooting

Problem

Causes

Solutions

Poor standard curve

Inaccurate pipetting

Check pipettes.

Improper standard dilution

Ensure briefly spin the vial of standard
and dissolve the powder thoroughly by
gentle mixing.

Low signal

Wells are not completely aspirated

Insufficient incubation time

Completely aspirate wells in between
steps.

Ensure sufficient incubation time.

Incorrect assay temperature

Use recommended incubation
temperature. Bring substrate to room
temperature before use.

Inadequate reagent volumes

Improper dilution

Check pipettes and ensure correct
preparation.

Deep color but low value

HRP conjugate inactive or TMB failure

Plate reader setting is not optimal

Mix HRP conjugate and TMB, rapid
coloring.

Verify the wavelength and filter setting
on the Microplate reader.

Open the Microplate Reader ahead to pre-
heat.

Large CV

High background

Inaccurate pipetting

Concentration of target protein is too high

Check pipettes.

Use recommended dilution factor.

Plate is insufficiently washed

Review the manual for proper wash. If
using a plate washer, check that all ports
are unobstructed.

Low sensitivity

Contaminated wash buffer

Improper storage of the ELISA kit

Prepare fresh wash buffer.

All the reagents should be stored
according to the instructions.

Stop solution is not added

Stop solution should be added to each
well before measurement.
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SUMMARY

Lt o

PR

Add 100 pL standard or sample to each well. Incubate for 90 min at 37°C.

Remove the liquid. Add 100 pL Biotinylated Detection Ab. Incubate for 1 hour at 37°C.
Aspirate and wash 3 times.

Add 100 pL HRP Conjugate. Incubate for 30 min at 37°C.

Aspirate and wash 5 times.

Add 90 pL Substrate Reagent. Incubate for 15 min at 37°C.

Add 50 pL Stop Solution. Read at 450 nm immediately.

Calculation of results.

Declaration

Limited by current conditions and scientific technology, we can't conduct comprehensive identification and analysis
on all the raw material provided. So there might be some qualitative and technical risks for users using the kit.

The final experimental results will be closely related to the validity of products, operational skills of the operators
and the experimental environments. Please make sure that sufficient samples are available.

To get the best results, please only use the reagents supplied by the manufacturer and strictly comply with the
instructions!

Incorrect results may occur because of incorrect operations during the reagents preparation and loading, as well as
incorrect parameter settings of the Micro-plate reader. Please read the instructions carefully and adjust the
instrument prior to the experiment.

Even the same operator might get different results in two separate experiments. In order to get reproducible results,
the operation of every step in the assay should be controlled.

Every kit has strictly passed QC test. However, results from end users might be inconsistent with our data due to
some variables such as transportation conditions, different lab equipments, and so on. Intra-assay variance among
kits from different batches might arise from the above reasons, too.
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Lampiran 10. Kartu Kontrol Obat

KARTU KONTROL OBAT
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