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Abstract: Background: An umbilical venous catheter (UVC) is the preferred route of epinephrine
administration during neonatal resuscitation but requires specialized equipment, expertise, and
time. Hypothesis: Direct injection of epinephrine into the umbilical vein (UV) followed by milking a
~20 cm segment of cut umbilical cord to flush the epinephrine (DUV + UCM) will lead to a quicker
administration and earlier return of spontaneous circulation (ROSC) compared with epinephrine
given through a UVC. Design: Eighteen near-term asphyxiated lambs were randomized to receive a
low-UVC or DUV + UCM of epinephrine at 0.02 or 0.03 mg/kg doses. Outcome measures: A total of
16/18 lambs achieved ROSC with a similar mean (+SEM) time to ROSC [DUV + UCM vs. low-UVC
(4.67 £ 0.67 vs. 3.99 & 0.58 min); p = 0.46]. Two out of ten lambs in the DUV + UCM group required
UVC placement for additional epinephrine. The administration of the first dose of epinephrine was
similar (DUV + UCM—2.97 & 0.48 vs. UVC—4.23 £ 0.58 min; p = 0.12). Both methods yielded similar
epinephrine concentrations (peak concentrations of 253 £ 63 and 328 £ 80 ng/mL for DUV + UCM
and UVC EPI], respectively). Conclusions: DUV + UCM resulted in a ROSC success of 78% following
the first epinephrine dose and showed similar epinephrine concentrations to UVC. Clinical studies
evaluating DUV + UCM as an alternate route for epinephrine while intravenous access is being
established are warranted.

Keywords: delivery room; chest compressions; epinephrine; umbilical cord milking

1. Introduction

Globally, perinatal asphyxia accounts for a quarter of the approximate 2.5 million
neonatal deaths every year [1]. Neonates who require chest compressions and epinephrine
during resuscitation in the delivery room (DR) have high morbidity and mortality [2—4]. A
quicker time to the first dose of epinephrine has been shown to increase the odds of return
of spontaneous circulation (ROSC) in the delivery room (DR) [5] and may improve survival
and outcomes [6]. Epinephrine is the only medication currently recommended for neonatal
resuscitation by the International Liaison Committee on Resuscitation (ILCOR) [7,8]. For
severely bradycardic (heart rate [HR] < 60 beats per minute [bpm]) or asystolic newborns
receiving effective ventilation and chest compressions, the American Academy of Pediatrics
Neonatal Resuscitation Program (NRP) recommends administering epinephrine, preferably
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by the intravenous (IV) or, alternatively, the intraosseous (IO) route [8,9]. Another option is
the administration of epinephrine through the endotracheal tube (ETT) while IV access is
being established [10,11].

For the administration of epinephrine, the NRP recommends the placement of a
low-lying umbilical venous catheter (UVC) or an intraosseous needle. UVC placement
requires time, advanced skills, and specialized materials. There is significant variation
in the availability of equipment and neonatal resuscitation skills among clinicians who
work in DR settings [12]. Simulations and clinical studies have shown that the median
time to administer epinephrine ranges from five to seven minutes, even when resuscitation
is performed at a large referral hospital with trained, experienced neonatal staff [3,13,14].
Epinephrine administered by the ETT is quicker but has been shown to be less effective
compared with the IV route [3,10,15,16]. In a retrospective study among asystolic neonates
in the DR, only 3/37 (8%) achieved ROSC with ETT epinephrine alone [17,18]. Umbilical
cord milking in non-vigorous-term infants is associated with a lower incidence of hypoxic—
ischemic encephalopathy (HIE) and a reduced need for respiratory support [19-21]. Cut-
umbilical cord milking is an alternate approach to placental transfusion. Cut-umbilical
cord milking is an approach to cord management that involves cutting a long segment of
the umbilical cord attached to the neonate and milking it towards the newly born infant.
It has been studied in clinical trials. However, it has not been evaluated in conjunction
with umbilical vein injection of medications such as epinephrine in a model of cardiac
arrest [22,23].

The purpose of this study was to compare the current recommended practice of
epinephrine administration through a low-lying UVC followed by a saline flush (UVC EPI)
with an initial dose via a direct umbilical vein injection followed by the milking of a 20 cm
length of cut umbilical cord (DUV + UCM). Our hypothesis was that administration of
IV epinephrine directly into the umbilical vein (UV) at the base of the umbilicus followed
by cord milking would be quicker and achieve early but similar rates of ROSC compared
with UVC epinephrine administration. With the recent suggestion to initiate epinephrine at
0.02 mg/kg/dose, we compared 0.02 mg/kg with 0.03 mg/kg/dose through both routes.
Our primary outcome measures were the time to first epinephrine administration and
the time to ROSC, and the secondary outcome measures were the incidence of ROSC and
epinephrine pharmacokinetics.

2. Materials and Methods
2.1. Animal Preparation

The study protocol was approved by the Institutional Animal Care and Use Com-
mittee (IACUC; protocol #20734) at the University of California Davis, Davis, CA, USA.
All experiments were performed according to animal ethical guidelines, in compliance
with the ARRIVE guidelines [24], as previously described in [25]. Time-dated near-term
(139-141-day gestation; term of 145 days) Dorper cross pregnant ewes were transported
from Van Laningham Farm, Arbuckle, CA, USA. Following an overnight fast, the ewes
were medicated with IV diazepam and ketamine. Subsequently, the ewes were intubated
with a 9.5 or 10 mm cuffed ETT, and general anesthesia was provided by 2-3% inhaled
isoflurane. The ewes were continuously monitored with a pulse oximeter and an end-tidal
CO, monitor. Following a cesarean section, the head and neck of the fetal lambs were
partially exteriorized and intubated with a 4.5 mm cuffed ETT. The fetal lung fluid in the
ETT was partially drained passively by gravity by tilting the head to the side. The ETT
was subsequently occluded to prevent gas exchange during fetal gasping. A catheter was
placed in the right carotid artery to measure blood pressure and collect blood samples.
The right jugular vein was catheterized for fluid and medication administration. A left
carotid ultrasound flow probe (3 mm) was placed to measure blood flow. A pulse oximeter
was placed on the right forelimb for continuous oxygen saturation monitoring. Following
instrumentation, the umbilical cord was occluded and cut at the placental end to leave a
long (>20 cm) segment attached to the lamb. The lambs were immediately weighed after
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Asystole

delivery to calculate the correct dose of epinephrine [10]. The laboratory had a large timer
on display that was reset when cord occlusion was started for arrest and then reset again to
zero when arrest occurred and, finally, when resuscitation was started. A research assistant
exclusively watched and recorded the events and timing.

2.2. Experimental Protocol (Figure 1)

A five-minute period of asystole was observed prior to initiating resuscitation. Asys-
tole was defined by the absence of carotid blood flow, arterial blood pressure, and HR.
Resuscitation followed current NRP guidelines. Positive pressure ventilation (PPV) was
provided by means of a T-piece resuscitator at pressures of 35/5 cm H,O at a rate of
40 breaths/min using 21% O,. Following 30 s of ventilation, chest compressions at a
compression-to-ventilation ratio of 3:1 commenced with a simultaneous increase in in-
spired oxygen to 100%. Upon the initiation of chest compressions, the preparation to
administer epinephrine began. The first dose of epinephrine was given as soon as in-
travenous access was established. Plasma epinephrine concentrations and arterial blood
gases were collected at fetal baseline, asystole, one minute before and one minute after
epinephrine administration, at the time of ROSC, and one minute, five minutes, ten minutes,
and fifteen minutes after ROSC. Hemodynamic parameters were monitored continuously
and recorded using data acquisition software. Plasma epinephrine concentrations were
determined via liquid chromatography—-mass spectrometry.
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Figure 1. Resuscitation protocol: The umbilical cord was compressed to induce asystole in lambs. Af-
ter 5 min of asystole, positive pressure ventilation (PPV) with a T-piece resuscitator with 21% oxygen
was initiated. Thirty seconds later, inspired oxygen was increased to 100%, and chest compressions
were initiated. At that time, preparation for epinephrine administration by direct injection or through
a low umbilical vein catheter (per randomization allocation) began. Time to first epinephrine was
calculated from the onset of PPV to administration of epinephrine.

2.3. Randomization

The lambs were randomized to one of four groups, either the intervention (DUV + UCM)
or control (UVC EPI) at a dose of 0.02 or 0.03 mg/kg by drawing pre-labeled slips from
an opaque envelope. Providers were not blinded to the epinephrine dose or route. Direct
injection and catheter insertion were performed by either a neonatal fellow (PC) or attending
physician (PV), providers with significant experience in umbilical vein catheter placement
in clinical situations, animal handling, and procedures. The preparation for administering
epinephrine was initiated after the onset of chest compressions.
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Intervention group (DUV + UCM): The appropriate volume of epinephrine was drawn
into a 1 mL 23-gauge (G) needle syringe and was inserted into the UV at the base of
the umbilical cord at approximately a 30-degree angle. After confirming placement by
checking for blood by drawing back the plunger, epinephrine was injected, and the needle
was removed. The umbilical cord was milked in quick succession three times (Figure 2). If
ROSC was not achieved, a low-UVC was placed, and the same dose of epinephrine was
repeated every 3 min followed by a 3 mL normal saline flush until ROSC was achieved or
after a total of 15 min of resuscitation. The lambs were monitored for one hour post-ROSC.

Epinephrine o

0.02 or 0.03 mg/kg
injection directly into W
umbilical vein at the ‘L’ (\
7=

base of the umbilical
_ & cord /' '”
< N

Cut-umbilical

|
N
| ] ) \f cord (20 cm
“ / is segment)
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l X / to flush
: epinephrine

Ductus venosus

Figure 2. Schematic of DUV + UCM method: Experimental method of administering epinephrine by
direct injection into the vein (blue arrow) at the base of long cut segment of the umbilical cord. The
umbilical cord was milked to propel epinephrine into the neonate’s heart (orange arrows) using fetal
blood in the cut segment of the umbilical cord.

Control group (UVC EPI): An umbilical venous catheter set was at the bedside. The
UVC materials were not pre-connected or pre-flushed. The provider set up the catheter
and stopcock and flushed it. Once a low-UVC was successfully placed, a syringe with the
appropriate dose of epinephrine was administered through the catheter, followed by a
3 mL normal saline flush. If ROSC was not achieved, the same dose of epinephrine was
repeated every 3 min until reaching ROSC.

Resuscitation was continued until 15 min of resuscitation had elapsed. The lambs
were monitored for one hour post-ROSC.

2.4. Data Analysis

The sample size estimation was based on prior studies (including 31 lambs) with
UVC epinephrine, where the mean time to ROSC was 4.5 min, with a standard deviation
of 0.5 min. Assuming that the DUV + UCM group would achieve a 20% reduction in
the ROSC time, we needed 4 lambs in each group to reject the null hypothesis with a
power of 0.8 and type I probability of 0.05 [26]. Hemodynamic variables were continuously
recorded at a sample rate of 2000 Hz using a computer with acquisition software (BIOPAC
systems, version 5.0.7, Goleta, CA, USA). Continuous variables were expressed as means
and the standard error of the mean (SEM). Categorical variables were analyzed using the
x? test with Fisher’s exact test as required. The continuous variables were analyzed by
two-way repeated measure ANOVA between groups, with Fisher’s post hoc test within
groups. SPSS 24 (IBM, Armonk, NY, USA) was used for the statistical analysis. Statistical
significance was defined as p < 0.05 [10].
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3. Results

A total of 18 lambs were included in the analysis. The baseline characteristics are
shown in Table 1. There was no significant difference between the groups, except that
there were more female lambs in the DUV 0.02 mg/kg dose group, and this difference was
marginally significant (p = 0.0503). The characteristics of asphyxia and the ROSC data are
shown in Table 2.

Table 1. Baseline characteristics.

DUV 0.02 mg/kg UVC 0.02 mg/kg DUV 0.03 mg/kg  UVC 0.03 mg/kg

Group (= 5) = 4) (1 =5) (= 4) p-Value
Weight (kg) 439 +£0.15 417 £ 041 3.8+0.37 3.69 £ 0.53 0.84
Sex (M:F) 0:5 2:2 4:1 3:1 0.05
Gestational age (days) 139 £0.2 141 £ 0.8 139 £ 0.4 139 £0.3 0.25
Baseline pH 7.19 £ 0.05 7.19 + 0.02 7.20 £ 0.03 7.15 £ 0.05 0.59
Baseline PaCO; (mm Hg) 69 +4.8 73 +4.7 75+ 4.0 75+ 6.4 0.60
Baseline PaO, (mm Hg) 23 +3.3 17 £23 19£3.1 15+35 0.63
Baseline lactate (mmol /L) 2.8+0.36 24 +048 42 +0.89 33+£094 0.72

Data are means + SEM; DUV—direct umbilical vein injection; UVC—umbilical vein catheter.
Table 2. Asphyxia and return of spontaneous circulation (ROSC) data.
DUV 0.02 mg/kg UVC 0.02 mg/kg DUV 0.03 mg/kg  UVC 0.03 mg/kg

Group (= 5) (= 4) (1 = 5) (= 4) p-Value
Time to asystole (min) 164 +12 146 +1.8 182+ 1.6 144+27 0.54
Asystole pH 6.91 £+ 0.02 6.85 + 0.02 6.90 £ 0.03 6.83 £ 0.15 0.48
Asystole PaCO, (mm Hg) 122 £3.1 132 + 8.4 133 £43 133 £ 2.6 0.24
Asystole PaO, (mm Hg) 0.52 £ 0.35 14+12 04 +0.2 03+£0.1 0.21
Asystole lactate (mmol /L) 71 +£0.44 7.7 £0.44 8.1 +£0.89 8.5+ 0.53 0.87
ROSC 5/5 (100%) 3/4 (75%) 4/5 (80%) 4/4 (100%) 0.61

ROSC without EPI 0/5 1/4 (25%) 0/5 1/4 (25%) 1
Required > 1 EPI o o

(if ROSC) 1/5 (20%) 0/3 1/4 (25%) 0/5 0.45
Time to 1st EPI (min) 224 +0.26 447 +0.92 3.7 £0.86 4.0+0.89 0.11
Time to ROSC (minutes) 4.16 £ 0.89 3.66 £ 0.60 53 £09 424 +0.94 0.70
1st EPI to ROSC (min) 09+£026 0.71 £ 0.04 1.6 +0.38 0.77 £0.30 0.13

Data are means 4+ SEM. DUV: direct umbilical vein; UVC: umbilical vein catheter.

The time to asystole and the pH at asystole were similar between the four groups
(Table 2). The partial pressure of oxygen, carbon dioxide, and lactate at asystole were
similar between all four groups.

3.1. Time to First Epinephrine, Number of Epinephrine Doses, and ROSC Efficacy

The overall incidence of ROSC was 16/18 (89%), with 9/10 of lambs in the DUV + UCM
group achieving ROSC, compared with 7/8 in the UVC group. A total of 7 out of the 9 (78%)
lambs in the DUV + UCM group achieved ROSC following the first dose of epinephrine,
and 1 of the remaining 2 lambs was successfully resuscitated following epinephrine given
through a UVC. Two out of the eight lambs in the UVC EPI group achieved ROSC prior to
epinephrine administration.

The mean time & SEM to the first epinephrine dose from the onset of chest compres-
sions was similar between the two groups (2.97 £ 0.48 min in the DUV + UCM group
compared with 4.23 & 0.58 in the control group; p = 0.12). The time to ROSC from the
onset of PPV was similar between the groups (4.67 &+ 0.67 min vs. 3.99 + 0.58 min for
DUV + UCM vs. UVC EP], respectively; p = 0.58). Also, there was no difference in the time
to ROSC from the first epinephrine administration (1.25 £ 0.20 min vs. 0.75 £ 0.17 min in
the DUV + UCM and UVC EPI groups, respectively; p = 0.12).
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3.2. Plasma Epinephrine Pharmacokinetics (PK) after One Dose of Epinephrine

The plasma epinephrine concentrations between the two methods of administra-
tion were similar for each dose of 0.02 and 0.03 mg/kg throughout the study period
(Figure 3A,B). The epinephrine plasma concentration peaked at the time of ROSC and
exhibited a steady decline thereafter. The peak mean 4+ SEM epinephrine concentration
in the DUV + UCM group at a dose of 0.02 mg/kg was 253 £ 131 ng/mL compared with
252 4 65 ng/mL at 0.03 mg/kg. Following UVC EPI, the peak concentration at 0.02 mg/kg
was 345 £ 127 ng/mL compared with 311 £ 142 ng/mL at 0.03 mg/kg.
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Figure 3. Plasma epinephrine concentration comparing DUV + UCM vs. UVC methods: there was
no difference in plasma epinephrine concentrations between groups at (A) dose of 0.02 mg/kg and
(B) dose of 0.03 mg/kg. DUV + UCM: direct umbilical vein followed by umbilical cord milking; UVC:
umbilical vein catheter. Data are means + SEM.

3.3. Hemodynamic Parameters

The hemodynamic parameters at fetal baseline and in the one-hour period following
ROSC are shown in Figure 4. There were no differences in heart rate, blood pressure, or
left carotid blood flow between the two doses of epinephrine or between the two different
administration methods at baseline and during the study period. The heart rate and mean
arterial blood pressure increased immediately following the ROSC compared with the fetal
baseline (Figure 4A,B). The mean left carotid blood flows reached fetal baseline values at
15 min post-ROSC (Figure 4C).
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Figure 4. Hemodynamic parameters at baseline and post-return of spontaneous circulation: Heart
rate significantly increased compared with baseline following ROSC and remained elevated with no
difference between groups (A). Mean arterial blood pressure significantly increased compared with
baseline with no differences between groups (B). Left mean carotid blood flow significantly decreased
from baseline by 45 min following ROSC with no difference between groups (C). DUV + UCM:
direct umbilical vein followed by umbilical cord milking; UVC: umbilical vein catheter. Data are
means £+ SEM.

4. Discussion

In this randomized trial, we demonstrated the feasibility of a direct umbilical vein
injection followed by cut-cord milking to administer epinephrine during neonatal resusci-
tation. Nine out of ten lambs randomized to DUV + UCM achieved ROSC, and seven out
of these nine lambs were successfully resuscitated following the first dose of epinephrine
directly injected into the UV. Furthermore, our data show that plasma epinephrine concen-
trations are similar when epinephrine is directly injected into the base of the UV followed
by cord milking compared with epinephrine injected into a UVC followed by a normal
saline flush.
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Early administration of epinephrine during neonatal resuscitation is associated with
a higher incidence of ROSC and may lead to better outcomes compared with delayed
administration. In a recent retrospective study, 49% (561/1, 153) of neonates received
epinephrine during cardiopulmonary resuscitation in the DR, and those who achieved
ROSC had a significantly shorter time to administration of the first dose at 4 min (IQR 1,
8) compared with those who died in the DR and received the first dose at 7 min (IQR 1,
11) [5]. However, the time to the first epinephrine dose was not different between neonates
who survived to discharge and those who died prior to discharge. The preparation of the
UVC catheter, insertion, and epinephrine administration is a time-consuming process that
requires both specific instruments and expertise. In this study, we demonstrated that direct
injection of epinephrine into the UV followed by cut-cord milking is feasible. We speculate
that the anatomical differences between species make it more difficult to inject the umbilical
vein in lambs compared with humans (the ovine Wharton's jelly is much more gelatinous,
making it more difficult to anchor the umbilical vein).

The infrequency of epinephrine use in the DR has prevented the implementation of
prospective clinical trials. Findings from some research on a perinatal asphyxiated lamb
model with a transitioning circulation and fluid-filled lungs closely mimicking a newborn in
the DR have recently informed NRP guidelines with respect to the flush volume following
UVC administration of epinephrine, as well as a suggested optimal epinephrine dose [27,28].
We showed a 78% ROSC success rate with the DUV + UCM method, which was not
statistically different from the administration of epinephrine through a UVC. Furthermore,
for the two lambs that did not initially achieve the ROSC following DUV + UCM, one
was successfully resuscitated after the placement of a UVC and a repeat epinephrine dose.
These data suggest that epinephrine administration by DUV + UCM may be more effective
than the endotracheal route, which had a 55% chance of ROSC success in a similar lamb
model [10]. However, if there is no response to DUV + UCM, a UVC must be placed to
administer epinephrine.

A recent ovine study did not show significant blood volume transfer in extremely
preterm lambs that underwent umbilical cord milking without placental refill in a 10 cm
cord segment [29]. However, previous work by our group has shown that a 2.5 mL flush is
adequate to propel epinephrine from a low-UVC [30]. We hypothesize that the milking of
the larger and longer (~20 cm) umbilical cord of near-term lambs transferred sufficient blood
to successfully flush the medication into circulation. The bioavailability of epinephrine
injection by DUV + UCM is similar to UVC-administered epinephrine as demonstrated
by the similar pharmacokinetics between the groups (Figure 3). To our knowledge, this
is the first published randomized study directly comparing the newly suggested dose
of 0.02 mg/kg with 0.03 mg/kg. Our finding of an adequate plasma concentration and
ROSC incidence support the current suggestion to initially administer a 0.02 mg/kg dose
of epinephrine for IV (or 10) routes.

Contrary to our hypothesis, DUV-administered epinephrine was not quicker compared
with the placement of a UVC followed by an epinephrine injection. An alternate source
for epinephrine administration is intraosseous administration by the insertion of an 10
device. Pharmacokinetic studies have demonstrated equivalent drug plasma concentrations
comparing IV with IO drug administration [31-33], and a recent study in neonatal lambs
showed a similar bioavailability of epinephrine with IO and jugular vein administration [33].
IO device placement also requires specialized equipment and training [34]. An important
advantage of the DUV + UCM method is that a 23-25 g needle syringe or butterfly is all
that is required and can, therefore, be attempted in resource-limited and out-of-hospital
environments. An additional syringe with flush is not required as the umbilical venous
blood can propel the medication. In the lamb model, there was no bleeding from the
puncture site with milking, and a UVC was successfully placed through the same site if a
repeat dose of epinephrine was required.

We acknowledge several limitations to the current study. The small sample size along
with species differences limit the clinical applicability of these findings. Ovine umbilical
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cord Wharton’s jelly is translucent, which allows easier identification of the umbilical
vessels. However, the Wharton's jelly is more gelatinous, which makes it more technically
difficult to anchor the vein to directly inject epinephrine. The technique to insert a UVC in
a lamb differs from how a UVC is inserted in a human newborn, and, therefore, the time
of UVC placement cannot be compared between lambs and humans. Direct injection in
the umbilical vein does pose an additional risk of needle-stick injury to neonatal providers.
However, providers commonly draw umbilical arterial and venous gases with a similar
technique in human neonates. We did not evaluate the brains of the lambs for evidence of
injury. In cases of mild asphyxia, we can recover the lambs and follow neurodevelopmental
changes [35]. However, with more profound arrest, we have not been able to resuscitate
and extubate lambs and, hence, do not have data on the impact of DUV epinephrine on the
brain. Finally, this study was not masked, and, hence, there is a possibility of bias from the
provider during resuscitation.

5. Conclusions

In a perinatal asphyxial arrest near-term lamb model, epinephrine administration
by DUV + UCM had a similar success of ROSC and bioavailability to UVC epinephrine.
DUV + UCM may be considered as an alternate route of epinephrine administration in
term or near-term infants while preparing for intravenous or intraosseus access. This
technique does not require equipment such as a sterile umbilical venous catheter, sterile
instruments, or a normal saline flush and, thus, can be used in resource-limited settings.
Clinical studies are warranted to assess its feasibility in human neonates.
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