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Active Angiotensin | Converting Enzyme 2 (ACE2)
Organism Species: Homo sapiens (Human)
Instruction manual
FOR RESEARCH USE ONLY
NOT FOR USE IN CLINICAL DIAGNOSTIC PROCEDURES

13th Edition (Revised in Aug, 2023)

[ PROPERTIES ]

Source: Prokaryotic expression.

Host: 293F cell

Residues: GIn18~Ser740

Tags: N-terminal His-tag

Purity: >95%

Endotoxin Level: <1.0EU per 1ug (determined by the LAL method).
Buffer Formulation: PBS, pH7.4, containing 5% Trehalose .

Original Concentration: 200pg/mL

Applications: Cell culture; Activity Assays.

(May be suitable for use in other assays to be determined by the end user.)
Predicted isoelectric point: 5.1

Predicted Molecular Mass: 85.2kDa

Accurate Molecular Mass: 80kDa as determined by SDS-PAGE reducing conditions.

[ USAGE ]

Reconstitute in 10mM PBS (pH7.4) to a concentration of 0.1-1.0 mg/mL. Do not
vortex.

[ STORAGE AND STABILITY ]

Storage: Avoid repeated freeze/thaw cycles.

Store at 2-8°C for one month.
Aliquot and store at -80°C for 12 months.

23603 W. Fernhurst Dr., Unit 2201, Katy, TX 77494, USA | 001-832-538-0970 | www.cloud-clone.us | maili@ cloud-clone.us



app:ds:  isoelectric point

>y Cloud-Clone Corp.

Stability Test: The thermal stability is described by the loss rate. The loss rate

was determined by accelerated thermal degradation test, that is, incubate the
protein at 37°C for 48h, and no obvious degradation and precipitation were
observed. The loss rate is less than 5% within the expiration date under

appropriate storage condition.

[ SEQUENCE ]

NTMITEENVQ
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[ACTIVITY ]
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HAYVRAKLMN
IDVTDAMVDO
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LLRNGANEGF
KOQALTIVGTL
VPHDETYCDP
KCDISNSTEA
LFTHLEDQNK
YLFRSSVAYA
VSDIIPRTEVY

Angiotensin | Converting Enzyme 2 (ACE2), as a transmembrane protein,
some coronaviruses.
protein of SARS-CoV

serves as the main entry point into cells for

More specifically, the binding of the spike S1

and SARS-CoV-2 to the
enzymatic domain of ACE2 on the surface of cells results in endocytosis and
translocation of both the virusand the enzyme into endosomes

located within cells. Besides, recent studies show that spike (S) proteins of
2019-nCoV and SARS-CoV may use the same host cell receptor called
angiotensin-converting enzyme 2 (ACEZ2) for entering into host cells, thus a
binding ELISA assay was conducted to detect the interaction of recombinant
human ACE2 and recombinant Spike glycoprotein RBD.
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Briefly, biotin-linked ACE2 were diluted serially in PBS, with 0.01% BSA (pH 7.4).
Duplicate samples of 100 ul were then transferred to RBD-coated microtiter wells
and incubated for 2h at 37°C. Wells were washed with PBST 3 times and
incubation with HRP conjugage for 30min, then wells were aspirated and washed

5 times. With the addition of substrate solution, wells were incubated 15-25
minutes at 37°C. Finally, add 50 ul stop solution to the wells and read at 450 nm
immediately. The binding activity of ACE2 and RBD was shown in Figure 1, and
this effect was in a dose dependent manner.
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Figure 1. The binding activity of ACE2 with RBD

The activity of recombinant human ACE?2 is also measured by its ability to cleave
a fluorogenic peptide substrate MCA-Tyr-Val-Ala-Asp-Ala-Pro-Lys(DNP)-OH in
the assay buffer 50 mM Tris, 1 M NaCl, pH 7.5. The rhACE2 is diluted to 0.5
ug/mL in assay buffer. Loading into a black well plate 50 pL of 0.5 ug/mL rhACE2
and start the reaction by adding 50 pL of 20 uM substrate, with a substrate blank
containing 50 pL assay buffer, 50 pL substrate, and no rhACE2. Then read at
excitiation and emission wavelengths of 320 nm and 405 nm, respectively, in
kinetic mode for 5 minutes. The specific activity of recombinant human ACE2 is >

1100 pmol/min/ug.

23603 W. Fernhurst Dr., Unit 2201, Katy, TX 77494, USA | 001-832-538-0970 | www.cloud-clone.us | maili@ cloud-clone.us




>y Cloud-Clone Corp.

MCA-Pro-Leu-
L 400 RFU (320/405) OH (product)
B S v =0.0367x + 0.002§ UM
: -
% oy 95.78 3.52
« 5 250
2T am 47 46 1.76
e’ -
® 3 150 24.20 0.88
£~ 100 -
050 | g7 11.63 0.44
S oond - 5.71 0.22
0.00 50.00 100.00 150.00
3.05 0.11
Mean RFU value 1.52 0.05
0.77 0.03

Figure 2. The standard curve of MCA-Pro-Leu-OH

Specific Activity (pmol/min/ug) =

Adjusted Vmax * (RFU/min)x Conversion Factor ** (pmol/RFU)
amount of enzyme (ug)

*Adjusted for Substrate Blank

**Derived using calibration standard MCA-Pro-Leu-OH

[ IDENTIFICATION ]
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Figure 3. Gene Sequencing (extract)
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Figure 4. SDS-PAGE

Sample: Active recombinant ACE2, Human

[ IMPORTANT NOTE ]

The kit is designed for research use only, we will not be responsible for any issue

if the kit was used in clinical diagnostic or any other procedures.
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